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1 Summary

The acuteaffect on70. POOIGOT) on orm Eienei Sevigny wore detrmined aeeoring toOGuideline No. 207 al DRU NOAGK-LABORATORIM OR ANGEWANOTE BoLoGIE 1 31157Sarstedt, Germany from 2002-12113 12002-1227 ’
The study was conducted under static conditions avera duration of 14 eye. The tet em wasapplied naa he tet sar. Forty est organisms with an iniidua weighof 0.3 1.0.60.dividd nt out replicates, wore ested per concentration. solvent control and sont inaii oi as described by to gukdelne.
The study was conducted with the nominal conceniratins:

10-32 - 100 - 320 - 1000 mg/kg *).

240dtvn i mgt o dr whost
rm No significant mortality was seen in the concentrations 10 - 320 mg/kg after 14 days ofexposure. The concentration 1000 kg resulted ina mean mortalof 45% afer 14 daysTh LCs-value was greater than ihe nominal es tam concentration of 1000 mak dry wahtof ricaoi

")
wi NA Na Na NB 1:20m Mm 9 :2] / al | 7 . ComoFie 7 vl a lleglee Eg 112 |gEel L111 1E1B azo

BIRREeewl IAG TIA 1G 11 11] ||]
PP EE

Tasman rat)
Figure 1: Course of Lva Waghts
* tsesca aoc NOVA. Dire’ os, 4001)

~ iit contain TRA CRE‘Tompany Saniizsd. Dodd oto



CeATE.

[mg/kg]

[onTT][oom tim |||f|
Ea

[Fomor|=]=[wr or[or]

‘Company Sanitized. Does not contain TSCA CBI



DRUNOAGKLABORATORIUM FUR ANGEWANDTE BIOLOGIE_
Report Pog 90133

Sonia olca), Acco To Vad Projectoaccording to OECD Guideline 207 StudyNo.

Tho no observed effect concentration (NOEC)
respec mortally, ive weight andother symptoms of santa efce was found toe 52MIG ater 14 days of exposure. Theowest observed effect concentration (LOEC) was 100 miko (Table 1).

Results of the reference test with 2.Chloroacetamide performed ffom 2001-11-30 fo2001-12-14 showed tht the method i sensitive and vald according to the guidelinos DIN ISO1268-1 (1957) and OECD No. 207 (1884) (Part 10). TheLsofthe reference fiom 2.Chioroacetamide was in the ange 15- 60 maiko.
Validity itoia requiredby the guideline wero fulfil. Percont morality inthe conlrol groupin the roferance test and th final dainive test was within th required valuo of = 10 %,The average lossof biomass of the worms i the control group dd not excecd 20 %.
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2 Characterisation Data of the Test Item

resriren [—]
ton umber oor
cas Ju
Gromit rractrcaion [4 y)oes)

Appearance Yellowish solid wax

waters 134 aa 12 cores G,1020 v1. 18 0uPor, 2002)TST 125 dere. 4 8 po. ne? Gupa.2000~~ vo! gr wg! C )

taity ovate FR—
cant ca 17gonSTNSs
conde nites tres snr h recommend onstors.
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Storage st asin fakty Roan ampere, rotted fom mots an gh.
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vm (sonia fli). Acute Toxicity Test in Atfcil Sol J Projectaccording to OECD Guideline 207 Study-N

TEST METHOD

Roplicates Four repicales wero used per concentration of the test fom andpor contol treatment.
Number and age of 10 adult earthworms (with cltelum) were used per replicatehe earthworms ‘They had been acclimatised o atficial soil wo days prior feststar. At start ofthe test, thoy had an individual ive weight of0.37060g.
Test medium Atficial sil was used as described by th test guideline. Itconsistedofthe following components:

10.5 % peat ai died and finely ground)-20 % kaolin (Kaolinite content 84 87%)
69 % quartz sand (sand with partce size of 50-200 ym: > 50 %)0.5% calium carbonate (CaCOs)

‘Demineraized water was added (1080 mL) to give an overallp~ malsture content of 27 % of the dry waighi (about 25 % of themax. water capacity) of the sol. The definitive moisture contort,determined the day before applicaionof the test item by drying aSample at 105 °C and ro-weighing, was 26 %. The measured pH.value of 5.4 was in the recommended range of 6.0 + 0.5
Test container Glass dishes (volume 1.5) wore used as test vessels. Duringho test they ware covered with perforated plastic fim to preventhe los substrate from drying,
Application technique Test Hom was incorporated into the aifiial sol 24h prior (0 teststart. Th concentrations of the tes tem aro related o the dryweight of the soll

The test lem was weighed out and dissolved in fet -methyl-butylether. The test lem stock solution was mixed with 10.6 quortzsand. Ar thesolventhad volatized outofthe quartz sand, thoreatad quartz sand was carefully mixed into th arial sil wita mixerto insure a homogenoous distribution of the test fom inthe soil. Te amountofquatz sand added was the same for‘each test concentration, solvent contol and control reatmant
After 24 h the test substrate was added to the ost vessels

Feeding No food was added tothe tost vessels during the toxicity tos,
—
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~ ; 7 2fa), Acute Toxicity Test in Acie Sor ed Project-Nof‘according to OECD Guidsiine 207 Study-No.

Temperature 18-22°C
Photoperiod 18h
Light intensity 400-800 1x

TYPE AND FREQUENCY The maximum water holding capacity of the soil was determinedOF MEASUREMENTS AND before adaptation of the earthworms (actual 106 %, according toOBSERVATIONS 1SO DIS 1128-2 / Annex C). Al the start and at the end of thetest, pH and moisture content of the test substrate weredetermined in every treatment and control using mixed samples.of al ropiicates.
The live weight of the earthworms was measured individually onthedayof application and on day 14.
Mortality, behaviour and morphological changes of theearthworms were recorded 7 and 14 days after application.

—~
TEST DESCRIPTION A preliminary NON-GLP test was performed with 3concentrations (10- 100- 1000 mg/kg). Effects onmortality andthe mean live weight of the earthworms were ovaluated.‘Control replicates were tested under the same conditions as the.tost groups.

Based on the results of tho praliminary test, the main study was.performed with five concentrations from 10 to 1000 mg/kg with ageometric factor of V10.
Preparations: Atifcial soil was produced and moistened with demineralizedwaterto about 25 % of the maximum water holding capacity ofthe artifical soil. t was adjusted o a pH of 5.94
Day 2: Earthworms were placed on the artificial soi separatelymoistened to about 35 % of the sail dry weigh (adaptation).
Day-1: “The test item was heated to 50 °C, weighed out, dissolved intort-methy-buty-ether and mixed with 10 g quartz sand. Afterthe solvent was volatized out of the quartz sand, the troatedquartz sand was mixed with the artfiial soil

Start The treated test substrate was added to the test vessels.
~ ’ ot contain TSCA CB!Fang Senltized, DesHotoof
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Eartworms war washed n dechorinated ap water, weighodindividually and piace on the surface of th test modu naPH and malsiure content were determined ving poled samposof each roament an onto group. The tos vessels worecovered wih prorated plastic fm
oay Earswero taken aut of te test vessel and observed wihrespect to mortally and marpholasical and SORaVOLl enangee,Tharoater, Ivo artworme were replaced on te surfaceoftest subtle and tat vessels wore covered wih paforated in.
Day 14 Sartorewer taken aut of tho test vessels and obsored withrespectfo mrtlty and morphological and behavioural snangen.The indidul iva wight of 10 survivors was measures. so rland moisture contentofevery est Ho rostmens and of nsconrls were mossured using poled samples

—-
VALIDITY CRITERIA The martity nthe contol rou should not exceed 10% at theend of the tot.

The average oss of biomass of the worms i the conto groupsShout not exceed 20%.

staisTIcs AND
CALCULATIONS
NOE, ive weights Significant ifersnces in worm fv weight aftr 4 days waredotomined in comparison withthe conte ¢roup using Ome oyAnalysis of Variance and tha Mali Comparison Mesh ofDUETS. When uring a Ono Way Anata of Variances aNormality and Equl Variance Test were dons rst. -vaees foroh Normally and Equal Variance Tost were< 0.05, Toe etreeor ANOVA and DUANETT' test was 0.05 The saclewere cared ot using Sgmasiat 1.2.03 (1093-1967) Sreene
LCu-values nd conidonce alcuatons forthe sfrence em wero cared out via rosnerves for marialty anaes using sofware Simin ey. 3000 (so, oresGonvonanon
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4Results

41 Wortaty
The percentage marti ater 7 and 14 days of a rplcates is given n Table 4

Talo 2 EarwormMoray in 4) aftr 7 and 4 Day ofExposureCrepes tern

Nomina
J Tony
wor | [2 [a | 4 mw
Cow | 0[oe] oe ToTsaventconsst|©| 0 [ooo |a|o|o|o]e~ o fo lololololololololae2 fo fofalolofo|o|ololowo lofololofola]olols2 | oo fo|o|ofw|ofolol]aswo fo o]ofolo]w|w|s|n]w
W = mean ave

No significant mortality was sen inthe tested concentrations 10 320 mg fer 14 days ofexposure. Tho highstlosted concentration of 1000 mak resuled in marty of 4.The LCe- value was nt dolorminabi.
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JPACULS Toxicity TestinATGHTSOM Projecto‘according to OECD Guideline 207 Study-No.
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Figure2: Concentration-EHfect Relationship after 14 Daysof Exposure
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5 Validity Criteria

Conditions for the validityof tho est were as follows:The mortally in the control ou id na exceed 10 % at the end ofthe totThe average loss of biomass nthe control group did not excood 20% atthe and of the test,

6 Discussion and Conclusions
Mortality was seen at th tot concentatons of 320 and 1000 molkg aftr 14 days of exposure(Tablo2)
The ive weight was statistically sigificanty creased at concentration = 100 mak whencompared to colrol group during the 14 days of exposure (ANOVA, DUNNETT Method, p <0.001). Pathological symptoms were seen at concentrations > 100 mg/kg (Tabl 5)No test tem related mortiy, pathological symploms and reduction in Ive weight wore seen atconcentrations = 32 mg/kg.
Final the Highest tested concentration with no effet (NOEC) of the test fem with respect to—_ mortality, body weight and other symploms was found to be 32 mg,The lowest observed effect concentration (LOEC) was found to ba 100 mo/ks
Effects of the referance em 2-Chioroacetamide on earthworms show the method s sensitiveand vad Part 10).

7 Literature / References
(1) BBA (1964)-Verfahrensvorschiag: .Toxizitatstest am Regenwurm Eisenia fetida (Savigny)1626 in Kanstichem Boden" (LC 50, 14 Tage), Braunschword
(2) BRE, G., Tourn, W. (editors, 1952) Methoden der Wasseruntersuchungen Ba.VEB GUSTAV Fischer VERLAG, Jona.
(3) DIN ISO 1126-1 (APR 1897), WIRKLNGEN VON SCHADSTOFFEN AUF REGENWORMER.
4) OECD Guideline 207fo Testing of Chamicais: Earthworm, Acue Toxicy Test adoptedAor, 1984
(5) Weer, £., Grund dor bioogischen Statist, 9. Aug (1986).
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8 Live Weight Data of the Earthworms
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Table 11: Live Weight on Day 0 (320 mglkg)
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PRE PoucityTest n AficialSoild Projoct-No.‘according to OECD Guideline 207 StudyNo,

10 Data of the Reference Item
2-Chioraacetamide is used as reference am inthe Acuts Toxicity Test in Arial Soil withearthworms. The reference test was porformed at th tat facity from 2001.11.30 to2001-1214. Th studyro. vasREY
The reference am was applled anco at es tart The study ws conducted wit the nominalconcentrations:

15-30-60 matkg
The mortally fo the eferenco tom was determined aftr7and 14 days in prcont (Table 22).

Tabl 22: Reference Ham: Mortal of the Erthworms ator 7 and 14 Days

Ta wa
—~ tes[amlas[a mw

Coa] © | 0 | 0[ooooo]oo
wooo] as|o]olo|w]|as
20 | 100 fs | so |e [a2] 10000 |e | 60 |oas
50 | 100 | 100 | 100| 100 | 100 | 100| 100 | 100| 100 | s00

The lowest tested canceniraion resuting in 100 mortal (14d Gye) afer 14 days ofexposure was detarmined direct rom the test resus fo be 60 mos.
The man lethal concentration (14 d LCes) was determined to be 23.5 molkg with a confidenceinterval canging fom 21.8 1 25.2 m/kg estimated by probit analysis, so hat the moan lethalconcentration was in the recommended range of the guidlines (DIN 150 11266-1; OECD 207)(Tab 23
Finally the concentration wih no effect (NOEC) of the reference flam with respect to mortallyand oir ffects was found o ba 15 mg/kg aftr 14 days of xposure.
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Taba 23: LC-Valuos afer 14d for 2-Chioroacatamide

Lo-vaives| Goncentation | Confidence marvel
mgt] more)

[ee[weT7—
|me TTzema|

Lee TT we =
not dtemines

The earthworms inthe control and test group 15 mgfkg showed normal behaviour with normalroaciions to mechanical stimulus and negative pholotacic reactions aftr pacing them on thesubstrate surface. Obvious pathological symptoms were observed at 30 mks.
Theworms had an individual weightof 0.90 to 0.60 gat test start in all concentration andconlrol groups. Therefore all waights wero in tho recommendad range. Tha mean Ive weightsr= ‘across replicates for each concentration and control were calculated (Table 24).

During the test the weight of the earthworms docreased in the treatment and conlrol groupsdue 0 the fact, that there was no foading a all in the tost period. The percent oss in Iveweight came to 8 % in the contol, to 6 % nthe conceniralon 15 mg/kg and up to 37 % i theconcantration 30 malkg. Tho loss of ive weight was significant n he ested concentration30 maikg (> 20%) (Table 20.

Tablo 26: Maan LossofLive Wolght
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11 Certificate of Test Item Analysis
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