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Table A6_6_4-1.

Genotoxicity in vivo
In-vivo bone marrow micronucleus study in mice
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and to applicant’s summary and conclusion.
Discuss if deviating from view of rapporteur member state
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Discuss if deviating from view of rapporteur member state

Discuss if deviating from view of rapporteur member state

Table for Mouse Micronucleus Test In Vivo

Males Positive Vehicle control | low dose mid dose high dose
control 12.5 mg/ke 25 mg/kg 50 mg/kg

Sampling 24 48 24 48 24 48 24 48 24 48

time (h)

Total PCE 497 na 573 577 521 526 477 499 415 429

scored

Total NCE 503 na 427 423 479 474 523 501 585 571

scored

PCE/NCE 1.01 na 1.35 1.37 1.11 1.12 0.92 1.02 0.72 0.76

ratio

Total 175 na 54 45 40 42 42 40 58 43

MPCE

scored

% MPCE 1.75 na 0.54 0.45 0.40 0.42 0.42 0.40 0.58 0.43

{mean £8D)) | =0.47 +0.16 | £014 | £019 |£022 | £019 [£020| £0.13 | £0.16
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Females Positive Vehicle control |low dose mid dose high dose

Hontral 12.5 mg/ke 25 mg/ke 50 mg/ke
Sampling 24 48 24 48 24 48 24 48 24 48
time (h)
Total PCE | 520 na 587 587 511 560 489 452 408 452
scored
Total NCE | 480 na 413 413 489 440 511 548 592 548
scored
PCE/NCE 1.10 na 1.42 1.43 1.06 1.28 0.98 0.86 0.69 0.85
ratio
Total 183 na 46 33 49 39 42 34 55 42
MPCE
scored
MPCE 1.83 na 0.46 0.33 0.49 0.39 0.42 0.34 0.55 0.42
{mean +0.61 +017 | £018 | £0.10 |+011 [ £021 | £0.15 | £029 | £0.15
+SDh)
Two day treatment — sampled 24 hours after dosing completed

Males and Vehicle control High dose
females 50 mg/kg
Sex M M F
Total PCE 594 589 435 416
scored
Total NCE 406 411 565 584
scored
PCE/NCE 1.47 1.45 0.77 0.72
ratio
Total 32 40 46
MPCE
scored
%MPCE 032+ 0.16 0.35£0.17 0.40+£0.20 0.46+£0.12
{(mean £S5D)
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Phototransformation in water including identity of
transformation products

Direct Phototransformation in purified water

342

343

344

345
346
347

3458

349

3.5

351

41
4.2
4.3

4.4
4.4.1

Properties of light
source

Determination of
irradiance

Temperature

pH
Duration of the test

Number of
replicates

Sampling

Analytical methods

Transformation
products

Method of analysis
for transtormation
products

Screening test
Actinometer data

Controls

Photolysis data

Concentration
values

The units were exposed to simulated sunlight using an Atlas Suntest
CPS+ accelerated exposure machine which filtered radiation to remove
wavelengths below 290 nm. Units were continuously irradiated such that
the amount of light illuminating the samples during a 12 hour period was
approximately equivalent to one summer sunlight day

Spectral properties and intensity of the lamp were measured at the height
of the buffer surface and at the position of the irradiated units using a LI-
1800 spectroradiometer.

Both the irradiated and the dark control samples were maintained at
20£3°C.

pH4
4 days (equivalent to 7 summer sunlight days).

Four units to be used as dark controls, four units to be irradiated and one
remaining unit for analysis at time zero.

Analysis was carried out at time 0 (immediately after test article
application) and after 0.25, 1, 2 and 4 days continuous irradiation,
approximately equal to 0.5, 2, 4 and 7 summer sunlight days; values
were also calculated in terms of the standardised Florida summer
sunlight.

Agqueous buffer samples were acidified with HCI followed by sequential
extraction with dichloromethane. The aqueous phases were quantified by
L.SC. DCM phases were rotary evaporated and reconstituted into
acetonitrile prior to analysis by HPLC and TL.C.

Transtormation products tested: Yes

Identification of transformation products which at any sampling time
accounted for > 10 % of a.s. added unless the half-life of the
transformation product is < 6 days and the a.s. is not continuously
released to the environment.

HPLC and TLC

4 RESULTS
Not performed
Not applicable

The percentage of Applied Radioactivity (%0AR) present as parent
compound in the total extracts for the dark controls is given in table
A7 1112013

The percentage of Applied Radioactivity (%0AR) present as parent
compound in the total extracts for the irradiated units is given in table
A7 1112013
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Ready Biodegradability
Modified Sturm Test

33
331

3.3.2

333

334

335

336
337

3328

339

33.10

33.11

41

4.1.1
412
413
414

Test ing procedure

Inoculum /
test species

Test system

Test conditions

Method of
preparation of test
solution

Imtial TS
concentration

Duration of test

Analytical
parameter

Sampling

Intermediates/
degradation
products

Nitrate/nitrite
measurement

Controls

Degradation of
test substance

Graph
Degradation
Other observations

Degradation of TS
in abiotic control

Degradation of
reference substance

Activated sludge from a small municipal sewage works fed
predominantly with household waste. Activated sludge was aerated for 4
hours and then homogenised for 2 minutes and left to stand for 30 mins.
The optical density was adjusted to 0.2 extiction units with Ringer
Solution.

See Table A7 1 1 2 12

Test vessels were aerated with CO,-free air. The air washer consisted of
2 flasks connected in series and containing 50% sodium hydroxide. 6
cultivation pots were used (2 innoculum blanks, 2 reference substance, 2
test substance) each connected to 3 conical flasks filled with 100m1 Ba
(OH)2 as the CO, absorbing fluid.

Test was carried out at 20 °C (£ 3°C)

Due to low water solubility, test substance (30mg and 60mg) was
weighed on Teflon scales and used immediately.

Initial concentration 10 mg a.s./L. and 20 mg a.s./L.

18.04.90 — 22.05.90 (35 days)

CO, evolution

Total CO; generated in the test receptacles throughout the study was
determined by titration

Not 1dentified

No

Aniline was used as a reference substance to ensure validity of the test
(degradation being =60% over 28 days). An innoculum blank was also
used to calculate CO; generated from the test substance.

4 RESULTS

SeeFig. A7 11213

Biodegradation of cypermethrin was between 0.6 and 1.4% at day 33.
No inhibition effects were reported.

Not reported

Biodegradation of aniline was 94.4-100.7% after 28 days incubation.
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Section A7.1.1.2.2 Biodegradability (inherent)
Annex Point ITA7.6.1.2

3.1.4  Further relevant

i Cypermethrin is insoluble in water, therefore the modified MITT test
properties

was not considered to be appropriate (see section 2.1 above).

3.1.5 Composition of
Product

3.1.6 TS inhibitory to

Not applicable, test was carried out on the active substance

In the activated sludge respiration inhibition test the EC50 value was

MICTOOrganisms determined as 163 mg cypermethrin / Litre (see DocllIA 7.4.1.4)
3.1.7  Specific chemical Not performed

analysis
3.2 Reference Yes, Sodium Benzoate

substance

32.1 Initial concentration 30 mg/L,
of reference

substance . 55
A separate treatment group was also established containing both test and

reference substance (30 mg/L. each) to serve as a toxicity control.

33 Test ing procedure

331 Inoculum/

) Seetable A7 1 1 2 22
test species - T

332  Testsystem See table A7 1 1 2 2-3

333  Test conditions See table A7 1 1 2 2-4

334 Method of
preparation of test
solution

The test substance was insufficiently soluble to permit dosing of the test
system with a concentrated aqueous stock solution. The test substance
was therefore added directly to the two test vessels and the toxicity
control as individual weighings on PTFE discs. Each individual
weighing was approximately 90 mg, to give a nominal test substance
concentration of 30 mg/L.. A blank PTFE boat was also added to each of
the other vessels in the test, for consistency.

335 Imtal TS

. 30 mg/L.
concentration

3.3.6 Duration of test 28 days

337  Analytical

i CO, evolution
parameter

33.8  Sampling At appropriate intervals, the air supply to each vessel was stopped and

the trap bottle nearest to the test vessel was removed for sampling. The
remaining two bottles of the series were moved up along towards the
test vessel, and a fresh trap bottle placed on the end of the train. Once
the train of trap bottles was connected to the test vessel, the air supply
was restarted.

The imtial barium hydroxide stock concentrations and the residual
concentrations in detached trap bottles were determined by titration
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4 RESULTS
4.1 Degradation of
test substance
41.1  Graph Seefig. A7 112 25

412 Degradation Cypermethrin cis:trans 40:60 did not show any evidence of

biodegradation during the test and biodegradation was 0% on Day 28.

Final CO, vields for the test substance, expressed as a percentage of
theoretical, were 0% in both replicates throughout the test. The total
CO; evolution from the replicate cultures containing the test substance
were 253.4 and 267.0 mg CO, on Day 28 equating to a difference of
5%.

Seetable A7 1 1 2 2-6
4.1.3  Other observations CO; evolution was lower in cultures containing the test substance than
in the controls which suggests cypermethrin had a slightly toxic effect
on the activated sludge microbes.

414 Degradationof TS

: o Not performed
in abiotic control

415  Degradation of

Rapid CO, generation commenced immediately and declined to a more
reference substance

gradual rate around Day 2. The rate of degradation began to plateau
around Day 14 as shown in Figure 1. The mean level of degradation on
Day 28 was 89%.

Seetable A7 1.1 2 2-6

416  Degradation of

= Assessment of degradation in the toxicity control was confined to the
toxicity control

sodium benzoate fraction where vigorous CO; production began
immediately. The rate of CO; production followed the same trend as
that observed in the two reference vessels containing sodium benzoate
alone, but with a slightly lower percentage biodegradation value.
Biodegradation of sodium benzoate in this vessel exceeded 60% on Day
11 and was 75% at the end of the test on Day 28. The rate of
degradation began to plateau around Day 14. Despite the noted
suppression in CO, evolution, the level of biodegradation achieved
shows that the test substance did not significantly inhibit the degradative
activity of the inoculum.

Seetable A7 1 1 2 2-6

417 Intermediates/
degradation
products

Not performed.
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4 RESULTS

4.1 Degradation of
test substance

411 Degradationof TS  Not reported
in abiotic control

412  Degradation Biodegradation of cypermethrin cis:trans 40:60 had achieved a mean
total level equivalent to 17% by the end of the test on Day 60.

Seetable A7 1 2 1 2-4
413 Graph See Figure A7 1 2 1 2-1

4.1.4  Other observations The biodegradation of PEG400 in the presence of cypermethrin cis:trans
40:60 was had achieved 62% after 34 days, which indicated that the
cypermethrin cis:trans 40:60 was not inhibitory to the activity of the
moculum at the test concentration.

Seetable A7 1 2 1 2-5

415 Degradation of The biodegradation of PEG400 had achieved 62% after 45 days of
reference substance incubation. By the end of the test on Day 60, the mean level of total
biodegradation for the test system was 78% of the theoretical level (2.2
mgC/culture). This confirmed that the inoculum was viable and that the
test was valid (recommended level of biodegradation >60% within 60
days).

Seetable A7 1 2 1 2-6

416 Intermediates/ Degradation products not determined in this study.
degradation
products




































