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Section A7.4.1.3(3)

Growth inhibition test on algae

Annex Point ITA7.3 Ethylenethiourea: Determination of the Inhibitory
Effect on the Cell Multiplication of Unicellular Green
TUCLID 4.3/04 Algae
Materials and Methods Discuss additional relevant discrepancies rveferving to the (sub)heading numbers

Results and discussion
Conclusion

Reliability
Acceptability
Remarks

and to applicant’s summary and conclusion.
Discuss if deviating from view of rapporteur member state

Discuss if deviating from view of rapporteur member state
Discuss if deviating from view of rapporieur member siate
Discuss if deviating from view of rapporteur member state

Discuss if deviating from view of rapporteur member state
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Table A7 4 1 3-1:

Preparation of TS solution for poorly soluble or volatile test substances

Criteria Details

Dispersion Yes. The test substance was stirred in demineralised
water for about 20 hours at approximately 20°C.

Vehicle No

Concentration of vehicle Not applicable

Vehicle control performed No

Other procedures None

Table A7 4 1 3-2: Test organisms

Criteria Details

Species Pseudokirchneriella subcapitata

Strain CHODAT SAG 61.81

Source SAG (Collection of algal cultures in Gottingen)

Laboratory culture

Yes

Method of cultivation

A seed culture was incubated for 7 days at 23£2°C
with a final cell density of 5.30 x 10° cells/ml. The
seed culture was taken to inoculate a pre-culture. The
initial cell density of the pre-culture was 1 x 10
cells/ml. The pre-culture was then incubated for 3
days at 23+2°C giving a final cell density of 0.47 x
10° cells.

Pretreatment

For each definitive test and control solution, aliquots
{100 ml) were placed into separate 250 ml
Erlenmeyer flasks plugged with gas permeable
siliconsponge caps. To achieve the desired nominal
concentration of approximately 10000
Pseudokirchneriella subcapitata cells/ml at test
mnitiation, a volume of algal inoculum from a
logarithmically growing stock culture was transferred
to each, excluding the abiotic control, flask (test umit).

Initial cell concentration

1x 10" cells/ml

Table A7 4 1 3-3: Test system
Criteria Details
Volume of culture flasks 250 mL

Culturing apparatus The flasks were placed in a climate chamber
maintained at 23+2°C.
Light quality Artificial light, type universal white (e.g. Osram 1.25)

Procedure for suspending algae

Not reported

Number of vessels/ concentration

3 replicates at each concentration level and 5
replicates for the control group.
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Test performed mnclosed wessels due tosizmificart | Ho
volatiity of TS

Tahle AT 4 1 3-4

T et condiione

Criteria Detaile

Test temperatora Honunal termperature range 253+2°C (measred
comimaosly, no deviations from the range were
reported)
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Aeration of dih honwrater Hot reported.
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Table A7 4 1 3-6: Cell density data
Test-Substa'nce Cell density (mean values)
Concentration [relative units]
{nominal)
[mg/1] measured Percent of control
0h 24 h 48 h 72 h 0h 24 h 48 h 72 h
0 30 107 540 2435 100 100 100 100
0.39 30 111 580 2527 100 104 107 103.8
0.78 28 103 582 2534 96 96 108 104.1
1.56 30 102 554 2457 100 95 103 100.9
3.13 28 124 616 2103 93 115 114 86.37
6.25 30 104 608 2617 100 97 113 107
12.5 30 105 550 2477 100 98 102 102
25 29 110 378 200 98 103 70 33
50 30 24 268 355 100 87 50 15
100 29 102 240 252 97 95 44 10
Temperature [°C] 23+2 2347 23+2 2342
pH 8.0-8.2 NM NM 7.9-8.2
NM = not measured
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Fipure T 4 1 3 1 Growth Curves and Percentapge Inhdhition
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3.  Tables for Applicant's Summary and Conclusion
31 Validity criteria for algal growth inhibition test according to OECD Guideline 201

fulfilled Not fullfilled

Cell concentration in control cultures increased at least by a factor of 16 within X
3 days
Concentration of test substance =80% of initial concentration during test X
Criteria for poorly soluble test substances NA

NA = Not applicable
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Table A7 4 1 3-1:

Preparation of TS solution for poorly soluble or volatile test substances

Criteria Details
Dispersion A primary stock solution was prepared by dissolving
the test substance in freshwater algal medium.
Vehicle No
Concentration of vehicle Not applicable.
Vehicle control performed No
Other procedures None
Table A7 4 1 3-2: Test organisms
Criteria Details
Species Selenastrum capricormutum
Strain Not reported.
Source Original cultures were obtained from the University

of Toronto Culture Collection and were maintained at
Wildlife International Ltd., Easton, Maryland.

Laboratory culture

Yes

Method of cultivation Algal cells used in this test were obtained {rom
Wildlife International Ltd. Cultures that had been
actively growing in culture medium for at least 2
weeks prior to test initiation.

Pretreatment An inoculum of the algal cells was prepared in

freshwater algal medium at a concentration of
approximately 1.0 x 10° cells/mL

Initial cell concentration

10000 cells/mL

Table A7 4 1 3-3: Test system
Criteria Details
Volume of culture flasks 250 ml

Culturing apparatus Flasks were placed on a shaker table at 100rpm in an
environmental chamber at a target temperature of
2442°C

Light quality Cool-white fluorescent light

Procedure for suspending algae

Shaking

Number of vessels/ concentration

3 replicates at each of 5 test concentrations and 3
replicates for the control group plus one additional
flask for each group used for analyis of test
concentrations. 2 abiotic replicates at the highest test
concentration were also included to monitor the
stability of the test substance.

Test performed in closed vessels due to significant
volatility of TS

No
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Tahle AT 4 1 3-4: T est conditions
Criteria Details

Test temperatore Tarzet temperatire mnge 244+2°C ) meamred range

d24-G8C

rH pH at test mmitationwas 7.3 and ranged fiom 7.5-8.7
at tes t temmination
Aeration of dibHonwrater Ha
Lizlt intensity Target light imters thy 45300£10% b, measred vahies
vrere 1 the range 3EE0-4850 hax
Photoperied Contirmons dhimination
Tahle AT 4 1 3-5: Cubhure M ed i
Appendix 1
Freshvrater Slzul Medium
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Commpound Cuncentration
Mgl 5H0 12.16 mgL
CalCl2HaL <. Aip mg/L
H,R0; M1R36 mgl
MnCldH O n4la  myl
Zalls 328 pel
Fally=aH D158 meT
Call=a.0 1428 pgl
MNaaMoOe2H:C 20 1.
Cnlie 2H0 0012 ppl
M- EDT 4211200 030 mgl
MeSt s 7HLO 14.70 g/l
K:AIP0, 044 mgl
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Table A7 4 1 3-6: Cell concentration data
Initial Measured Number of Cells per millimeter
Concentration of EU Hours of Exposure
(mg/l) 0 24 48 7 96
Negative control 10000 39477 179466 801618 2889469
75 10000 35868 186858 775944 2845920
15 10000 34485 182591 813150 2984622
29 10000 36382 195069 813267 2927294
58 10000 34420 175060 736230 2887264
119 10000 35411 190532 851130 3043906
Initial Measured Percent of Control
Concentration of EU Hours of Exposure
(mg/l) 0 24 48 7 96
Negative control - - = - -
75 - 9.1 -4.1 32 1.5
15 - 13 -1.7 -1.4 33
29 - 78 -8.7 -1.5 -1.3
58 - 13 2.5 82 0.076
119 - 10 62 6.2 53
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Figure A7 4.1 3 1

Figure 2. Concentration-response curve for Selenastrum capricornutum exposed to ethylene urea for

96 hours.
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3. Tables for Applicant's Summary and Conclusion
31 Validity criteria for algal growth inhibition test according to OECD Guideline 201
fulfilled Not fullfilled
Cell concentration in control cultures increased at least by a factor of 16 X
within 3 days
Concentration of test substance =80% of initial concentration during test X
Criteria for poorly soluble test substances NA

NA = not applicable
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Section A7.4.1.4

Inhibition to microbial activity (aquatic)

Activated Sludge Respiration Inhibition Test with Zineb (Contact

Annex Point ITA7.4
Time:30 minutes)
TUCLID 4.4/01
Materials and Methods Discuss additional velevant discrepancies veferring to the (sub)heading numbers

Results and discussion
Conclusion

Reliability
Acceptability
Remarks

and to applicant’s summary and conclusion.
Discuss if deviating from view of rapporteur member state

Discuss if deviating from view of rapporteur member state
Discuss if deviating from view of vapporteur member state
Discuss if deviating from view of rapporteur member state

Discuss if deviating from view of rapporteur member state
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Table A7 4 1 4-1: Preparation of TS solution for poorly soluble or volatile test substances
Criteria Details
Dispersion Yes

Optimal contact between the test substance and test
medium was ensured by applying continuous aeration
and stirring,

Vehicle No
Concentration of vehicle Not applicable
Vehicle control performed No - Not applicable
(If yes, specify)
Other procedures None other procedures were employed.
Table A7 4 1 4-2: Inoculum / Test organism
Criteria Details
Nature Activated sludge
Species Not stated
Strain Not stated
Source Municipal sewage treatment plant, receiving

predominantly domestic sewage.

Sampling site Waterschap de Maaskant, *s-Hertogenbosch, The
Netherlands

Laboratory culture No; obtained from a domestic sewage treatment plant.

Method of cultivation The batch of sludge was used one day after collection;

therefore 50 ml of synthetic sewage feed was added
per litre of activated sludge at the end of the
collection day. The sludge was kept aerated at test
temperature until use.

Preparation of inoculum for exposure The sludge was coarsely sieved, washed and diluted
with tap-water. No mention was made of a
centrifugation step.

Pretreatment 50 ml of synthetic sewage feed was added per litre of

activated sludge at the end of the collection day.
Synthetic sewage feed contains:-

16 g peptone

11 g meat extract
3 g urea

0.7 g NaCl

0.4 g CaCl,.2H,0
0.2 g MgS0,.7TH,0
2.8 g K,HPO,

Dissolved in Milli-Q water, made up to 1 litre and
filtered.

The pH was 6.8 and adjusted with 1 M NaOH
(Merck, Darmstadt, Germany) to 7.1.
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CEREXAGRI

ZINEB APRIL/2006

Initial cell concentration

Number of micro-organisms was determined as the
amount of Mixed Liquor Suspended Solids (MLSS)
per litre test medium.

3.5 g/l of sludge were used for the test.

Table A7 4 1 4-3: Test system
Criteria Details
Culturing apparatus All glass, approximately 300 ml oxygen bottles and 1

litre test bottles.

Number of culture flasks/concentration

The test substance was tested singly at each
concentration level, with the exception of the 100
mg/l level which was tested during the range finding
test. Two controls were tested on each occasion, one
at the start and one at the end.

Aeration device

A pipette was used pre sample measurement.

Measuring equipment

Oxygen consumption was measured using an oxygen
electrode.

Oxygen meter:- WI'W inolab Oxi Level 2 supplied
witha WTW CellOx 325 oxygen electrode,
electrolyte type ELY/C.

Recorder:- Flatbed recorder SE 102 (Kipp & Zonen).

Test performed in closed vessels due to significant
volatility of TS

No

Closed vessels were however used during the
measurement phase of the study to eliminate any
oxygen entering the test vessel.
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Table A7 4 1 4-4: Test conditions

Criteria Details

Test temperature The temperature of the test medium was between 19.9
and 21.9°C. Individual measurements are not
provided.

pH Refer to Tables A7 4 1 4-5to A7 4 1 4.7

Aeration of dilution water Yes
The mixture was aerated during contact time using a
pipette as an aeration device. The flow rate of the air
18 not recorded.

Suspended solids concentration 3.5g/1 sludge was added.
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Table A7 4 1 4-5: Toxicity of the reference substance (3,5-dichlorophenol)

Controls (C) and reference substance (R; 3,5-dichlorophenol): pH, oxygen concentration, oxygen

consumption and percentage inhibition

Flask Concentration Oxygen Oxygen Mean % Inhibition pH
(mg/l) Conc. At Consumption Oxygen
the Start (mg O0,/1) Consumption
(mg O,/) (mg O,1)
C1 0 7.9 36 - 7.9
39 (+13)
C2 0 7.6 41 - 7.8
R1 32 7.9 25 35 8.0
R2 10 7.9 17 56 7.9
R3 32 8.6 8 79 7.9

Table A7 4 1_4-6:

Toxicity of Zineb - Range Finding

Controls (C) and Zineb (T): pH, oxygen concentration, oxygen consumption and percentage inhibition

Flask Concentration Oxygen Oxygen Mean % Inhibition pH
{mg/T) Conc. At Consumption Oxygen
the Start (mg O,/1) Consumption
(mg O,/1) (mg O,/1)
C3 0 7.9 40 - 7.7
42 (=7
C4 0 6.9 43 - 7.6
Tl 100 7.3 35 16 7.8

Table A7 4 1 4-7:

Toxicity of Zineb - Definitive Test

Controls (C) and Zineb (T), additional test series: pH, oxygen concentration, oxygen consumption and
percentage inhibition

Flask Concentration Oxygen Oxygen Mean % Inhibition pH
(mg/1) Cone. At Consumption Oxygen
the Start (mg O,/1) Consumption
(mg O,/1) (mg O,/1)
C4 0 6.9 43 - 7.6
43 (£2)

C5 0 6.7 42 - 72
Tla 100 7.7 35 18 7.5
T2a 180 6.7 33 22 7.5
T3a 320 7.6 26 39 7.6
Tda 560 73 26 39 7.5
T5a 1000 7.1 26 39 7.5

BPD Practicalities Guidelines ~ Appendix 7-1: Standard formats for Doc. 111-A Page 9
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Criteria Details

Dispersion Yes/No

Vehicle Yes/No

Concentration of vehicle Give the concentration (% v/v)

Vehicle control performed Yes/No

Other procedures e.g. test in completely filled closed vessels for testing
volatile test substance

Table A7 4 3 2-2: Dilution water
Criteria Details
Source Reconstituted laboratory water
Salimity Not applicable
Hardness 50 mg/l as CaCO4
pH 72402
Oxygen content Not reported
Conductance Not reported
Holding water different from dilution water No
Table A7 4 3 2-3: Test organisms
Criteria Details
Species/strain Rainbow trout (Salmo gairdneri, now Oncorlyynchus
mvkiss)
Source Artificially spawned eggs were obtained from a fish
hatchery at Vaassen (Gelderland)
Wild caught No
Age/size Eggs
Kind of food None
Amount of food Not applicable
Feeding frequency Not applicable
Post-hatch transfer time Not applicable
Time to first feeding Not applicable
Feeding of ammals during test No
Treatment for disease within 2 weeks preceeding None
test
Table A7 4 3 2-4: Test system
Criteria Details

Test type Semistatic
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Renewal of test solution

Test solutions were renewed three times a week

Volume of test vessels

15 litres

Volume/animal

Not applicable for a embryolarval test

Number of animals/vessel

100 eggs per vessel

Number of vessels/ concentration

Duplicate chambers per concentration

Test performed in closed vessels due to significant | No
volatility of TS
Table A7 4 3 2-5: Test conditions
Criteria Details
Test temperature 10 £ 1 °C 1n a constant temperature room
Dissolved oxygen Not reported
pH 77402
Adjustment of pH No

Aeration of dilution water

Yes. Continuous aeration

Intensity of irradiation

Not reported

Photoperiod

Dark during the embryogenesis phase. Photoperiod
of 12 hours light: 12 hours dark after hatching.

Table A7 _4_3_2-6:

Validity criteria for fish tests according to OECD Guidelines 210/212

fulfilled Not fullfilled
Concentration of dissolved oxygen > 60% saturation throughout the test X
Difference of water temperature < 1.5% between test chambers or successive X
days at any time during test; temperature within range for specific test species
Overall survival of fertilized eggs in controls (and solvent controls) > value, X
specified for the specific test species
Test substance concentrations maintained within + 20% of mean measured X
values
No effect on survival nor any other adverse effect found in solvent control X
Further criteria for poorly soluble test substances n.a

Table A7 4 3 2-7:

Validity criteria for fish test according to OECD Guideline 215

fulfilled Not fullfilled

Concentration of dissolved oxygenin all test vessels > 60% saturation

Difference of water temperature < 1° C between test chambers at any ime
during test; temperature within a range of 2° C of the temperature for specific

test species

Mortality of control animals <10%

Increase of fish weight sufficient for detection of the minum variation of growth

rate considered as significant

Criteria for poorly soluble test substances
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Section A7.4.3.3.1
Annex Point ITITA X1I1.2.3
IUCLID 3.7/01

Bioconcentration in aquatic organisms

Uptake Distribution and Retention of Zineb and Ziram
in Rainbow Trout (Salmo Gairdneri)

332

4.1

41.1
412
413

Estimation of
bioconcentration

Experimental data
Mortality/behaviour
Lipid content

Concentrations of
test material during
test

equations was used:

d
21 Cr(8) = ki Cy(8) — Ra Gy (1) = ks Cp(t) O
d N(t)w : N(t) w

7 Cwl®) == 7 ' Cul) + ks == Cy(t) (3
d ' eyt ] ]

7 CHt) = RiCy,(t) — k3 CH(t) + ks Cp(t) (3
d N N

ey C,it)=— (th kiCL{t) + k2 s)w CH(t) 4

The following symbols were used: t: time (h); Cy: concetration of the
parent compound in one organism (pg/ke); C,,: concentration of the
parent compound in water (ug/1); w: weight of one organism (kg); V-
water volume (litre); N: number of organisms; k;: uptake rate constant of
the parent compound (1/kg per h); k,: clearance rate constant of the
parent compound (1/h); and k; biotransformation rate constant {1/h).

The prime denotes the concentrations and rate constants of the
metabolite.

The biotransformation process is assumed to be first order in the
concentration of the parent compound in the organism. For compounds
which are slowly biotransformed, k; approximates zero and only
equations 1 and 2 are used. In this case, the steady-state
bioconcentration factor (BCF: 1/kg) equals ky/ks.

BCTs for tissues and organs were calculated from the mean total "C
concentrations in fish and water, respectively. Differences in the BCFs
were tested with the Student’s f-test.

Data not provided.

4 RESULTS

No fish were found to have died.
Not stated.
Whole-Body Accumulation

The whole-body accumulation experiments revealed that radioactivity in
early juvenile trout exposed to zineb (Refer to Figure A7 4 3 3 1-1)
reached an apparent steady state within approximately 24 h of exposure.
The ky and k; values (means + S E.) were 2.41 £ 0.18 and 0.07 £ 0.01;
the BCF (ky/k;) was 34.
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Section A7.4.3.3.1
Annex Point ITITA X1I1.2.3
IUCLID 3.7/01

Bioconcentration in aquatic organisms

Uptake Distribution and Retention of Zineb and Ziram
in Rainbow Trout (Salmo Gairdneri)

Results and discussion

Adopt applicant’s version or include revised version. If necessary, discuss relevant
deviations from applicant'’s view referring to the (sub)heading numbers

Conclusion Adopt applicant's version or include revised version

Reliability Based on the assessment of materials and methods include appropriate reliability
indicator

Acceptability acceptable / not acceptable
(give reasons if necessary, e.g. if a study is considered acceptable despite a poor
reliability indicator. Discuss the relevance of deficiencies and indicate if repeat is
necessary.)

Remarks
COMMENTS FROM ...

Date Give date of comments submitted

Materials and Methods Discuss additional relevant discrepancies referring fo the (sub)heading numbers
and to applicant’s summary and conclusion.
Discuss if deviating from view of rapporteur member siute

Reliability Discuss if deviating from view of rapporteur member state

Findings Discuss if deviating from view of rapporteur member state

Conclusion Discuss if deviating from view of rapporteur member state

Remarks
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Figure A7 4 3 3 1-1  Whole-body accumulation of zineb (Cw =245 pg/l) in early juvenile

rainbow trout (Salmo gairdneri)
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Points and associated vertical lines represent means = SE. of 5 samples. The experiments were started with
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Figure A7 4 3 3 12  Uptake of zineb in various tissues of Salmo gairdneri.
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Points and associated vertical lines represent means = S.E M. of 3-5 fish. The initial concentration of zineb
was 225 pg/l. At the end of the 96-h accumulation period this concentration was 191 pg/l
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Figure A7 4 3 3 1-3  Bioconcentration factors of "*C-residues in whole fish and various tissues of
Salmo gairdneri after 96 h exposure to 225 ng/l zineb and 138 pg/l ziram
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Figure A7 4 3 3 1-4  Elimination of "*C-residues in whole fish and various tissues of Salmo
gairdneri after 96 h exposure to 105 and 118 pg/l zineb and ziram, respectively.
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Table A7 4 3 4-1: Preparation of TS solution for poorly soluble or volatile test substances

Criteria Details

Dispersion Yes/No

Vehicle Yes/No

Concentration of vehicle Give the concentration (% vA)

Vehicle control performed Yes/No

Other procedures e.g. test in completely filled closed vessels for testing

volatile test substance

Table A7 4 3 4-2: Dilution water
Criteria Details
Source UV-sterilized Lake Ijssel water
Salinity Not applicable
Hardness 225 mg/L. as CaCOy
pH 8.1
Ca/ Mg ratio Not reported
Na /K ratio Not reported
Oxygen content Measured but not reported
Conductance Not reported
TOC Not reported
Holding water different from dilution water No

Zineb Page 9



CEREXAGRI ZINEB

April2006

Table A7 4 3 4-3: Test organisms

Criteria Details

Strain / Clone Daphmia magna

Source In-house cultures

Age <24-hours at test initiation
Breeding method In-house cultures

Kind of food Chlorella pyrencidosa
Amount of food 3 x 10° cells/I

Feeding frequency Daily

Pretreatment None

Feeding of animals during test Yes. Daily as above.

Table A7 4 3 4-4: Test system
Criteria Details
Test type Semistatic

Renewal of test solution

Renewed three times per week and were prepared
fresh at each renewal.

Volume of test vessels 800 mls
Volume/animal 80 mls
Number of ammals/vessel 10/vessel

Number of vessels/ concentration

5 vessels/concentration

Test performed in closed vessels due to significant | No
volatility of TS
Table A7 4 3 4-5: Test conditions
Criteria Details
Test temperature 20 £ 0.5°C in a constant temperature room
Dissolved oxygen Measured but not reported
pH 8.1
Adjustment of pH No
Aeration of dilution water No

Quality/Intensity of irradiation

Fluorescent lights

Photoperiod

12 hour light:dark

Zineb
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Section A7.4.3.5.1 Effects on sediment-dwelling organisms

Annex Point IITA,

XIIL3.4

Conclusion Indicate whether applicant’s justification is acceptable or not. If unacceptable
because of the reasons discussed above, indicate which action will be required,
e.g. submission of specific test/study data

Remarks
COMMENTS FROM OTHER MEMBER STATE (specifv)

Date Give date of comments submitted

Evaluation of applicant's  Discuss if deviating from view of rapporteur member siate

justification

Conclusion Discuss if deviating from view of rapporteur member state

Remarks
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Table A7 5 1 1-1: Microbial sample / Inoculum (if applicable; include separate table for different
samples)

Criteria Details

Nature Soil sample

Sampling site: Not stated

Geographical reference on the sampling site | Not stated

Data on the history of the site Site not treated with plant protection products or
fertilizers
Use pattern Not stated
Depth of sampling [em] Not stated
Sand / Silt / Clay content [% dry weight] Loamy Sand, composition detailed below:-
Particle Size (%)
2000 to > 630 um 5.4
630 to = 200 um 43.0
200 to = 63 pm 25.6
63 to = 20 um 10.3
20to = 6.3 um 6.5
6.3t0=2 pum 4.1
<2 um 53
Soil Type (DIN 4220) SI Loamy Sand
Lehmiger Sand
pH pH 6.2
Organic carbon content [% dry weight] 0.93%
Nitrogen content [% dry weight] 0.07%
Cation exchange capacity [mmolikg] 6.6 mval Ba/100g dry weight
Initial microbial biomass 1.96% (Calculated from reported data)
Reference of methods Respiratory activity in the soil was determined by the

indirect calculation of oxygen consumed in the course
of the test. Carbon dioxide produced in the course of
respiration is bound by a CO absorber, meaning that
there is a negative pressure change in the vessel
related to the consumption of oxygen. Reduction in
pressure causes the closure of a contact which results
in the electrolytic generation of oxygen until pressure
isrestored. The device used (BSB digi) measures the
amount of electricity consumed over the course of the
test and using the Faraday law relates this to the
quantity of oxygen required to maintain equilibrium
in the system. This equates to eh amount of oxygen
consumed in by respiration in the system.

Collection / storage of samples Following mixing, each soil treatment group was
distributed into sufficient 1.5 L glass jars to allow 4
replicates at each time-point. 4 replicates of each
group were used to generate the day 0 carbon
transformation values. The remainder of the samples
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were then stored in a temperature controlled incubator
at 204£2°C until sampling at 7, 14 and 29 days.

Measurements of glucose-induced O, consumption
were made over a period of 12 hours at 20+2°C using
a BSB digi on samples taken at days 0, 7, 14 and 29.

Preparation of inoculum for exposure Not applicable

Pretreatment Water was added to bring the moisture content of
each soil group to 45% of it's maxamum water
holding capacity.

Control: 102.9 g water were added to and mixed with
3329.6 g of sail

Treated: 92.9 g water plus 10 g water containing BF
222-ETU were added to and mixed with 3329.6 g of
soil







