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CAS8 ECOTOXICOLOGICAL STUDIES ON THE ACTIVE SUBSTANCE

Introduction @ S
Propoxycarbazone-sodium is an herbicidal active substance. N
Ecotoxicological data of propoxycarbazone-sodium and its major metabolites we@submltted n the@j
EU Dossier (Baseline Dossier), which resulted in the Annex inclusion under Diréetive 91/4144F C 1S
Supplemental Dossier P-010245-02 for Renewal of Approval of propoxycarbaz@jne sodium, lyt ese
ecotoxicological studies are described in Section 8, which were not submltte%wnhm the BaselingPos i
However, for a better understanding, all endpoints are pres¢tyed in surnmsi%f tables for &}h Point CA&
to 8.9. To differentiate between studies already evaluated %mg the last&nnex I listi and ¥®

S
submitted within this Supplemental Dossier P-010245- (@ for the prog@ arbazone@odlu@ﬁen? o§§©

7o

Approval, studies already evaluated were shaded in g g in the endpgjint tables. &
Experimental details of ecotoxicological studies do!( with the @nuld&%pr ct A&‘ RIB?&%2 S(F@ that
also satisfy data requirements specified in Co ﬁ on ( ’\’ 8 3/2 er&nclucgl%’d in
this Document M-CA. ATTRIBUT SG70 i 1s ns1de @olo@ally equiv t to
MKH 6561 WG 70, the representative prod% or further detal s pl ere to
CONFIDENTIAL information provided gparatély n ]@cum m@kﬁl D@\ﬁswr
010245-02.

@ & @ @ @ @
The codes and structures of propox@arb (%)ne 1um %d its abo sse@ thls\i%’ctlon are
presented in Document N3 of thegdossieg, For ¢ enl@ce mar@)f c Kl in
ecotoxicological studies of the@sehné\dos%g and tHiS Sup“pleme D%swr 1S %Ven@ he table below:

o @

Table 8.1-1 Codes of p;@xyca@azo%§0d1§ an metab{o\ktes u ?m e@xwmglcal studies
Name @at1@ code(®) @@ RN . . S)
Propoxycarbazone-sodi o i\%fK 6561 Q@ @ &f @ O AN
Atribut$G70 S © Prcsp@xycal%azone\godlum“& 70.81KH 6361 W&H0; MKH 6561 70 WG

DN I
MO04 Q @ 6561 -car hc 70§ %
MO5 @ 6§ §K 6 su@\\f’onam@ me 1 estel@STJ 4@4)

MO06 o\@ Reo lfonﬁld 01d 7 8@
MO7 &@ . @© $ rm &H TERA @

MO8 O NKH@%%& 4@ydr05§g-saccm KT89357
M09 © @ 65@5@#pr090§gy iaz llnona@e KTS 9304

M10 @ ©© @Hﬁ@l -N- r@\hyl pfopoxytfiizolinone; MKH 7017
M1 9 @%I@@Sﬁ 1 -@wxy@cch@@

2 § ¢ @
CA 8{1\, Effects:g b]@ an@)th@er@trlal vertebrates

Kl

CA8.1.1 Effééts on bir 5 < Q

A summary (@1 ayailable gefevant and pliant data for propoxycarbazone-sodium on acute and long-
term tox1c1@%to bn@% is p@ente@h the tables below.
Q

<
SFe S
@ & <

&
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Table 8.1-1 Acute toxicity of propoxycarbazone-sodium to birds
EU agreed
. . LDso NOEL endp
Test item Species [mga.s/kgbw] | [mga.s./kgbw] Reference (SANC@OM@?
2001final)>
D)
999) T o
Propoxy- 41 N . <
carbazone- Bobwhite quail > 2000 2000 M-007896-01-1 |
sodium % S @§ ©
< KEAR.1.1.1/01° &
Studies shaded in grey have been reviewed as part of the first EWeview of pr@é}cycarbazon@@dlul@l B%s%flne D
Dossier for the active substance P-010245-01). & &© &
S RV e & &
o 0@ O
Table 8.1-2 Short-term toxicity of propoxycarbazone- sodu:g@j@ birds Q @ﬁ\
NOE OELY, Q
, . LG | NOAEL fj\%a@s“ LnNoadL | & © S
Test item Species T Refexence
[mg a.s./kg fegﬁ mg a.s. % Q w
& ol aPwiday A N
)
F & |& F & |-
Bo;)];zlillne > 100(?@ %0000 g > 2089 @35\“ &( M 907_@1)@1
o |~ @ S |eo
Propoxy- g @ @nQ K & 1® S
carbazone- > N R @ S
seihn @ © @© ’ ké%) Evaluated
Mallard 503 - " 109 :
00 100 @03 o 22@% during the first
duCké\” @, &f@ @ ’ Q |\M- 018& “01-1 EU review
@ X
Q Sl ¥ A ©KCA ®1.1.2 /02
Studies shaded in greﬁav n reviewed a%aﬁ ofthe ﬁ»}@ﬁU r carbazone-sodium (in Baseline
Dossier for the aé@e s@ance$ 01 45 01@ & §
e S LY &
\
& « 2 % S @
Table 8.1- @ Long-ter &toxm@ to b@ of propoxg@arbax@e-somm to birds
NN EL/ | NOEL/ :
A A
O & & i@ NOAEL™ EU agreed
Test item S e@% %l‘est ign 1> & Reference endpoint
P 7S 8" \/ Spme kg (SANCO/4067/
@ O o .9 ok QN i 2001-final)
QG100 > | ey W
N 9
ég\% @Repro&ction@% @ %@ - (1999)
Bobwhite\ e § A X 108910
“ quai@ eratig | @20 04 M-018752-01-1 Yes
Propoxy- Tweeks |Q & KCA 8.1.1.3 /01
carbazone- %
sodium Re ucti@ @ B o1 (1999)
alla % one v 109381
@1250 165 *
dugf Qgeneratipn, N M-023611-01-1 Yes
4 K © i@ﬁs KCA 8.1.1.3 /02
P % @ @ Réproduction < o)
rop % Bobwlle | S one 124 45 EBMIL003 New stud
Cazlb quail generation, M-449836-01-1 ew study
sodium ©® 25 weeks KCA 8.1.1.3 /03
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2 For re-calculation of the endpoint, please refer to Table 8.1-4 below.
Studies shaded in grey have been reviewed as part of the first EU review of propoxycarbazone-sodium (in Baseline
Dossier for the active substance P-010245-01).

Conversion of avian reproduction study results from feed concentration to daily dose N (2]

The TER values for long-term exposure of birds are calculated on the basis of a %@ary dose or@vel. &)

Thus, in case the endpoint in the study is only given in ppm, conversion of endgpints from ppl% to m&”

a.s./kg bw/d is necessary as recommended by the “Guidance Document on Rigk Assessmeptfor sa

Mammals under Council Directive 91/414/EEC” (SANCO/4145/2000-fina}), For this purpose gg%%ral

the mean body weight and the mean food consumption ovgne exposur@rlod have @be cateulatedy @

In the table below the re-calculation of the endpoints is shown for the studies su‘t@ntte th@vrst

EU review. In the newly conducted study ( (2013), £€BMIL003, 1‘@498@01 @@

endpoints are already given in ppm and mg a.s./kg bywd. Q @) Q
@

Table 8.1-4 Daily dose conversion from prop&;ycarl@jﬁne-sg lum muan odl@m stugles "\g

@§

Nominal Dose Daily mean food consump\ﬁ)on
(ng a.s./kg feed) (g feed/bird/da @ M b"“@we‘gh@g) (n@ a. s@ bw/@%/)
Bobwhite quail ?999;&\17)891,@1\4 01@%2 01@)
Control 170 0 S 9 2199w, @ 0 @
50 16.40° & S /@ AR Y
250 1y T 23 . © 7 S 990
1250 169 & 91O §25Y O [ NS4
Mallard difék ( ePal. (1999), 1085381, K8023611201- &
Control v, 145 B Hes . 92 . M0
50 e B S @ 5 10965 | 9 7.3
250 ~ 145 9 S [ o108y N IS 33.0
1250 M8 O Y O 112 q 165
@Q T e § s, 9O s
CA 8.1.1.1 Acuté drahfobi \t® a9 E s &
teor ]\ icity'to pirds « >~ &7 @ %@
For 1nformat10r§l st alr€ydy e@uat@%«@urn%% ﬁ@ EU 1ew f propoxycarbazone-sodium,
please refer t corresl@’ndmﬁsectl@ in the Bas er P- 024@7 1 included on the provided data
medium amg%; the Mono@naph @m th 1§ nc u ©

NS
L ENN)
CAS.L. 1 2 Short-térm d@ary@exncm@% h@ds S
For information O@dle alrea §&Vam@ted d&@g th@lrst B} review of propoxycarbazone-sodium,
please refer to ¢ @respo ng segtion @@ﬁe %selm@oss%?’-mm% -01 included on the provided data

medium and tegjic M@ogra@y NN N
Sy Q 9

2 @
CA 8.1.1&8Sub-chronig an pro@uct toxl&ty to birds

For information on stu@}es al ady luat%durﬁ@he first EU review of propoxycarbazone-sodium,
pleasei%fer to correspondi ect& asefine Dossier P-010245-01 included on the provided data
medium and to th@Monog Q
One addition udm%rep uctlvw\”toxm@y to birds was conducted for re-registration in the USA which
was not submitted during the firs nnex Pinclusion process. The study is submitted within this
Supplem@l 'D@gler P-010248502 for the propoxycarbazone-sodium Renewal as the study resulted in a
lower efidpoin prepoxycarbazone-sodium that needs to be considered for the risk assessment
pres&@d in%@CP, @ctic@l 0, Point CP 10.1.1. The study is summarised below.

N

&
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Report: K ;2013;M-449836-01
Title: Toxicity of MKH6561 (propoxycarbazone-sodium) on reproduction to the northern =~
bobwhite quail (Colinus virginianus) o
Report No: EBMIL003 N Q§
Document No: M-449836-01-1 @ @
Guidelines: OECD 206 IS a QQ
USEPA OPPTS 850.2300 g N
Deviations: The age of adult birds deviated from the OECD guideline ﬁmﬁcatlon of §om@ 1d at%
experimental start. The ages of birds for@ study were {Z%Feast 16 wee&%ld at’, é\”
experimental start. \e Q\ t0\9@ ) @
The cage size varied from the sugge&ed spec1ﬁcat10@% the guld%@s QQ S Q
The deviations were considered ifr and did n ve a signifi a@t impact on t@g@qualié>
of the study Q}\\ 9 Q& & N
- @ © @
GLP/GEP: yes Q@ @} ° O D N
T i
Execufi S @@ @ N ¢§ >
xecutive Summary &
The objective of the study was to evaluate ffect@’up @gﬁe dult quail of di&a ry exf%sur@j @
propoxycarbazone-sodium technical over 4 period,of a ox1 ly 2§, eel@ 1 digtary fegdhng
levels for the study were 0 (control), 1 @333%}d 1 mgea.s. /kg%t@d cts du alth@ody
weight, and feed consumption were evaluatedyIn addition, the efféets o sur;

propoxycarbazone-sodium techmca@n the number\of 1a1d rt11 Jemb \/o v1@1ty, H%{chablhty,
offspring survival, and eggshell gyality (é@eng nd t@n Valu c

The No Observed Effect Level EL%for bath pare@él toﬁg,crty rep ductl endé&nts of bobwhite
quail exposed to propoxycarbét%bne@dlum@chn ¢al was333 ppia (nominal te& level). This value
corresponds to a daily dietarfpdose @Vels@? \SZ) .s./kg bw/d The@we&@bsem@ Effect Level
(LOEL) was 1000 mg ppm%(nomuﬁgal te(%t leve o @V pndingto aKose level of @mg a.s./kg bw/day.

@ @7 w\g QS %\ N ~
& o 8 S S0
S 1\ M TE@IALS@ND QﬂZTD%@
O \ s Q>
o & o & &P S §
A.  MATERIALSSS . N L9 & O @
.- 9 SN @\ 703 Xy

. N @ v
T@@ﬁem: @© § §§H§§61 (p@Qp X}?§baz(@e -sodium); technical

D S X @ N % %\
escription: § & & White poyder

@%ﬁ’ch o@de: A@, 0298618-01-07; Origin Batch No.: K782016
©

]

Purity: Q@ @© @QQ °\%7.@/W\ @é@j
AN S ©\ ,%Q 6@@ @
VS NS
2. Ve@e and/or @%UVGQ &@ S

%ntrol: § AN @n/a N
&> &

3. Test org&@?ns%% g} &Q@ Q&

hite quail (Colinus virginianus)

X
Age@& @Q ©@ Approximately 14 weeks of age
Se§ § @ § Seventy-two bird pairs were utilized for the study. One reproductive
§ @@ ] @ pair of birds (i.e. one male & one female) was housed per cage.
QWG' : Adult body weights were measured the day prior to experimental
start, on Week’s 3, 5, 7 and 9, and at termination the adult phase.

No adult body weights were taken during the egg production phase.
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Source: Farm raised quails obtained from _,
N Ohio

Loading: One reproductive pair of birds (i.e. one male & one female) @"
housed per cage o
Diet/Food: Teklad Bayer Gamebird Ration and local tap,water ad lib@@n
Acclimatisation: Acclimated to the laboratory environmemﬁ)r approxim%telx féur
weeks prior to experimental start < S
Q 9
S T
4. Environmental conditions: g Q @@ § %, g
Temperature: 20.9°C (average@ﬁlue adult b&@) é\g Q ©© @Q}(@
Relative humidity: 60.1% (avera alue, adult lgds) &° @ © @}
Photoperiod: 7 h light/17 “dark durin chma,tlon afjthe t@ds an@k? wegks short

day lengthyphas Gfte e ho erioddvas indreased to 17 h
J rt%

light/7 h dark =, $ o
@ © N
B. STUDY DESIGN éﬁ% \\@ O @Q % S & §7»
1. Experimental treatments @ \ w\g@ %”\9\ § é\’ Q
Adult bobwhite quail (Colinus vmg@zam@ Were%expos%d to @r t (,@Ehlcal for
approximately 25 weeks to nominal digtary lexgls ofpntr 11 OOO@g a. S%ékg feed.
lghary leyp

Bobwhite quail were approxirfately k8 weel®old xpet@l tart h 1 irs &f birds at each

treatment level. Birds were@@serveﬁ“for ﬁ@rtahty, abnorial V101<ﬁ@and C%gns of®@xicity; adult

body weight and feed co umpt@a We@ueas@d gridss patholog@vas eonducted; reproductive

parameters, as well as hatchling ealtl@gm\@and@c}urvw@wer%xam& ‘”\,

%@@©@\é&%\@
F g e §s
2. Observations @ S ©) © @ < @
N
The test birds Were a \s@@mateﬁ to ttg test fag\lty @\1 stud@cag

S for @oximately four weeks prior to
experimentahstart. Buring the acc@natl n, {Call %ﬁds wete obsefved ily. Birds exhibiting abnormal
behaviour or debll%tmg%hym%l 1njl%,es w for th

¢ tes{, During the study, all adult birds
were 0 %%led daily f @%@1 ‘@ftox
hi

or abho al be ou z@dmonally, all offspring were

obse dally from ntil ™M days.of ageA W&@mamtamed for all clinical
observations and@@;tah@s v\g S %\ (& RN

Adult body We §r dam@or to expe eritnental start, on weeks 3, 5, 7 and 9, and at
termination t@g adu ase O(@WGI werngtaken during the egg production phase.

Adult feed@nsum%’tlo sure@eekl@}y cg throughout the study. A measured quantity of
feed wasgylded to feed pans @ hu of@ch study week. The amount of any additional feed added
duringdhe study was cordéd. At the en e@\study week, the quantity of remaining feed was

weighed to determ‘l@ fee&&gons@ptlo]@ \

A(%lt birds that dled of&vere @}h d&l@g the course of the study were subjected to gross
necropsy. At t@é co%gusw f the@x posu@ period, all surviving birds were necropsied.
@

Q
3. Statistical cal@ation@ <§
The No*Observed E§ect [5&yel (NOEL) and Lowest Observed Effect Level (LOEL) were identified for
aran@ier u@g hy; Yothesis testing methodology. All hypotheses testing were performed with a
s@ciali statistical program designed to analyse avian reproduction data. All data was analysed
inde ently according to each end-point. Data from treatment groups were compared to controls
using the Shapiro-Wilk’s test for normality and Levene's test of equal variance to determine if dose
groups had unequal variances. If assumption of normality (p < 0.01) and homogeneity of variance (p <
0.05) were met, then parametric analyses were conducted using analysis of variance (ANOVA)
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followed by Dunnett's test or William’s test. If variances were unequal, then the non-parametric
analyses were conducted using the Jonckheere or Mann-Whitney procedures. Statistical analyses were
performed using SAS® statistical software for personal computers with conclusions of statistical

significance at the o = 0.05 (95% confidence level). @o ©©
4,\ >
II. RESULTS AND DISCUSSION @@ S
& <
A. FINDINGS v ISENS
R QO & 2
<, < O N Y
Table 8.1-5 Effects of propoxycarbazone-sodium on rep%ductlve per@%ﬂance of b by hlt@aﬂ 25 @
weeks S) RS % @
Propoxycarbazone-sodium [mg a.s./kg feed] %Kgontrol Q 111%0 333& 4% @1009\@
@ ©
Reproductive performance @J @ °\@ K\ w\?@ @
I
Mean number of eggs laid per hen é @%) 389 @§ @ @§ 51.8 41.5%
S Y
Mean number of eggs cracked per hen ﬂ% . (o8 @5 Q 0.6 & 64 @j @
. N O ) Y
Eggs non-cracked/eggs laid per hen [Q% K\ %@ 974 & 9%& Q> 99.;4\% f§99.6
v
No. of eggs set per hen \\@Q LL%} 1 W3 gy §9.1 &‘9 @ ¢ 37.1
Eggs set of eggs laid per hen [%4]) o e D 87.;(\@ ©@87.4(§9 @QT% N~ 87.6
7 7 D
No. of viable embryos per@ W v (@Q i@ @Q\\' 42@ @Q 4%l 36.2
Viable embryos of eggs sg??[%] & é @& @97.4 fo\\% 1 &) @90.7 96.5
S ~ 2
No. of 3-week live embfyosperhen & &| & 478| w4 ] & 427 36.1
Live embryos of yiable erpbryos péhen [ [0 <986 | w987 [P 989 99.7
@ S
Mean number @atehhngs pe@male@@ N @© By U40.§0>ﬂ 39.8 33.9%x*
g ) ¥ B
Hatched ofcj@i i per e 4] O 800 §@ g 722 80.0
Haiched beggs detperhi (%] © &7 o) Dsdd @917 82.0 91.2
Hatchd@of live embryos [%k 0 &) O | U oap | @ 974 91.1 94.8
N Of 14 day survived hahlings &he&% D w43 |0 404 39.0 33,47
14-day-old sur@ors/eﬁ% setJ[f)‘%@b @%\y & 90. 90.8 80.1 89.9
S
14-day-old S%lvo®no§ihec@% . o : 99.0 97.9 98.5
S )
Eggshef@%ekn@s @ ~ [ﬁ\ D
N =
Meagsshell thickness [mm] & o7 . P |7 022 0.22 0.22 0.22
N N
N
E\ggg%hell streng% & u\ AN @@
“Eggshell strength ke o R o 0.78 0.79 0.77 0.81
o0 — O
Body wel§@of h@l;ghluh@ Q> Q
R)
Mean b6y welpht [g] & K 63 63 6.2 6.2
B%{@veig@of 14-@y ol@rvivors
Y . N
Mean boflyweight [g] = 36.6 36.5 348 357

**Statisti significant from control (Williams test, p < 0.05)

* St@(ﬁgniﬁca% frosxXontrol (Dunnett's test, p<0.05)
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The overall NOEL and LOEL are given below:

Endpoints
NOEL reproduction 333 mg a.s./kg feed (nominal test level), @o S
corresponding to 45 mg a.s./kg bw/day mj@
LOEL reproduction 1000 mg a.s./kg feed (nominal test level), @ @QD @
corresponding to 140 mg a.s./kg bw/day @,@ A . N
= & & o
< < IS
B. OBSERVATIONS N @ < Q\ @ @
. . R 7 &S S
Dietary Concentration SN X Q ® %
The nominal amounts of propoxycarbazone-sodium#echnical in the%eta@ fee 1nlstered a@&
levels of 0 (control), 111, 333, and 1000 mg a.s./kgfeed. The a Q
propoxycarbazone- sodlum technical for weeks k%S 10 BS5, 20@nd erevdg; d a§“€l 110%24
and 999 mg a.s./kg feed representing percent néth ing] lue 99° d 160%, r@pectu@}y Thcse
values correspond to daily dietary dose levek&pf 0, %’ 4%@@ 14@11{; % kg l@!/day, spe ely @
‘”\9

The dietary concentrations is summarlse@;ﬁwn the %ble b@w & S \

Nominal Dietary Level Measure@wtq{%Lev@ﬂ @rce@f O Me red ily Dé)etary Dose

[mg a.s./kg feed] [%a-s-/kg@eedl D Nofinal & @Q[m@ Jkghw/day]
0 (control) @ *&Q@@ @? @§J "@@)' (Q)& & §
% [é Q
11 N & 10,5 &l 99@@%\9 & 16
333 @ S o | Oy b
1000 W] S a9 O 7], Otook O 140
o v S @ S Xy ) AN
& $ O & & & & @
Adult Bird Obsew@?o on&& & S S Y O
Clinical observﬁons adult birds e@ibitéﬁ no tr@%me@@elat@sgns@f toxicity. Incidental clinical

observatlons @pted during the stugc\\lﬁ%ncl d th >3e that@re n ally ociated with injuries and penwear.
Such sig cluded featlggt’ los tai eck back and hea@ « Jurles and abrasions/lacerations on
head, baézl& feet, and ne@k. E for the m@dental@ndm&? allog ds were normal in appearance and
behaviour througho@e stddy @ \

@
. 9 & “%@J & @b
Adult Bird Mortglit ©\ ) >
Nine incidentai@dult @()r V% SO cm“red ring the tesg with one bird in the control group, two birds in
the 111 mg as./kg level, twe’bir mga.s./k@level, and four birds in the 1000 mg a.s./kg level.
In summagggall bird morality @tr@lted@mju&%@) sustained in the cage and was not a condition of

treatment lated effe@to tl%test m@stan%

Adult%ud Necropsv @ Q\ Q @
Necropsy obse &ons oﬁ ac@rds@%ibit@ feather loss in all treatment levels including the control.

Minor skin le s/a asdiongwere o%serv@m all levels. These observations were due to normal cage
wear for laber n@eared@n ge quaifin the reproductive phase. Reproductive organs appeared normal
at all tre nt 1 @ witfrthe gxception of eight female birds with regressed ovaries in the following:
control rd (3itds), 333 ppm (3 birds), and 1000 ppm (3 birds). All male reproductive
organ 1 fo treatment levels with the exception of two males with regressed testes: one
in tl@cont group, one iirthe 333 ppm treatment level. One female in the 111 ppm treatment level and
one fem@n the 1000 ppm treatment level had lesions/growths on the liver.
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Adult Bird Body Weight

The adult body weights in the quail reproduction study were measured prior to dosing and every other

week up to the egg production phase (i.e. weeks 3, 5, 7, and 9) and prior to adult sacrifice. There were no
statistically significant effects for either adult male or female body weight gain at any test level. Th@ &
NOEL for the adult weight gain endpoint was determined to be 1000 ppm for this study. Q\ §
Adult Bird Feed Consumption @JQ &@ . @g
Adult bird food consumption was measured weekly over a 25-week period in the quail repr@uct@stud%
There were no statistically significant differences at any treatment level as %pared to th@:ontr@ for s

adult bird food consumption and the NOEL was determined 8 be 1000 for this st @
P pgin “@f“y o @

Q %‘\g
Reproductive Effects NN @ ?”\g @

Data for the egg production endpoints: eggs laid, eg @%acked per@t e%s, not qgke(kof lald@eggs %
and percent eggs set of eggs laid, eggshell strengtlﬁthlckneswere %) tatedRTh émbryagndpoi
included the number of viable embryos, the number of live em té} percéiit Vlaé emBi‘ﬂyos Q;%@ggs
set, and the percent live embryos of viable em s. Iiggimnzary, thége w tati ally 51gn1ﬁ ant
differences at the 1000 ppm treatment level ag compared toghe cowtrol fo m er %1 Th%e°
NOEL for the egg endpoints was determined t bN ﬁm for@e quail%repr ctlon study
<0 &

) @ \ @ N @ é\f ®
Hatchling Effects ©Q (Ei% "\a
The endpoints analysed included th umbe@atche% a hatch m?zv al cent @mbe&h@gtched of
eggs set, percent number hatched q@ld ent tch erdent 14- day
survivors of eggs set, and perce@g@ 4-day survivors offZﬁ’um r T e mean@u béof hatchlings
and 14-day hatchling surV1V0r§\wer% statistiggtly signific for tHe 10 m tf@atment evel as compared
to the control. The NOEL wés dete@une%@ be ppil or the hatc@g e@omts\\]

S
@ O & )
Validity criteria @ ¢§ % §© %\ O & &\
The following validify critefia for the qu@@*eproductm@ud%@@ere &Jlﬁlle(@s stated in the OPPTS
850.2300 and OE 20e1@s O N NS

e Adult (@trol rtalify: Onéontrel @10 ity oc@rred©<§ the@l 8 pair of adult birds during the
study Total ®htrol Trortality for he stud was«§ 0%.
. @Lytlcal Verifi 10n@naly of propoxy@a,rba sodg@l in the feed resulted in mean
theasured conc@trat;o@>80° oTe of@le noﬁ%naL &@icentratlons
* 14-Day O EVIVG?BS Th&ﬂ d@ 1VO§S per lieh in the control group was 45, exceeding
the requir 0%12 p obwh study design.
. Eggshe]@Thwk@ s: ’@egg@)ell th@knes& thé@ontrol group was 0.22 mm which was in
exces$of the &tet@@ Criter alu@f 0. 1®mm for bobwhite quail.
@ 9 Q &
= @ Q . CQN@LUSIONS
S Q &
The No Observedl(Ef ect L@el ﬁ@EL@for bc&@parental toxicity and reproduction endpoints of bobwhite
quail exposed tap opc%warb ne -§6tium fethnical was 333 ppm (nominal test level). This value
corresponds tg® dailg dietaritdose Ievels @45 mg a.s./kg bw/d. The Lowest Observed Effect Level
(LOEL) wa@ 00 pp@nom@al tes\@vel) corresponding to a dose level of 140 mg a.s./kg bw/day.
@

@ @ % @
CA 2 gffect@m t@estrlal vertebrates other than birds

A summ, Qf the ecotoxicological relevant data for propoxycarbazone-sodium on acute and long-term
toxicity te/mammals is presented in the table below. For details please refer to Document M-CA
Section 5.
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Table 8.1-6 Acute and long-term toxicity of propoxycarbazone-sodium to mammals; endpoints relevant
for the ecotoxicological risk assessment
EU ag Qd
. . . . end Q
Test item Test design | Species Endpoint Reference
(SANECO/4
S @@ﬁnan
24
[
Propoxy- 480 N S
carbazone- acute, oral Rat LDsy > 5000 mg a.s./’kg bw %?:%3 © . Ses %@
soxibm M;001552-01- 1% \\ @@

V Keas21/089 | ©

X
O D
« My K S &

Propoxy- | NOAEOO ppm  Q &'l 09@6 < o
carbazone- 2-generation Rat co ondlng to \ 012427-0 Q © Yes?y
sodium 1231 mg/%%obw/d© j (@ i > §
S K%S 6.149 S
@

Studies shaded in grey have been reviewed as part of the@st EL@%%&:W prop&%/carbazone 1um @ Bas&lﬁe
Dossier for the active substance P-010245
AT @ % S

AN S
@ N @ R N
&0 @% & & &
CA 8.1.2.1 Acute oral toxicity to&gam Is ' % @@ @Q § N
For information on studies alread lua@d durtng th§ ev1x@of oxy bazohe-sodium,
please refer to corresponding ?ﬁn 11@121’6 Basctine s1e 010 011 1 gg provided data
medium and to the Monograé; or(i(&etalls @e\c’lse n@fer to @gocumg h%\@ Si%lon 5@
CA 8.1.2.2 Long-term and r%rodu@ve &m@to n@@ﬁma@ $ X
For information on stu @@y e\g%%ated urin e firsg EU ew af prop&l@carbazone sodium,
ed on the provided data

please refer to corres d1n sectu§l ]@aseh@ Do@r P- @1 024591 incl
medium and to the Monoggaph. Far details pleage refgf@ Do@gmen@!&[ C%@ectlon 5.
\

&
CA 8.1.3 Et@cQts ﬁctw@subs@ncé@mco@}’ent@l @§)re@of birds and mammals

Substances wigh a high bloaccun;gif@tlon tent@coul(@leor@lcally@ar a risk of secondary poisoning
for birds ifdfeeding on co@aml d pré&ylike fish or&arthwiims. Fer organic chemicals, a log Pow > 3 is
used to trigger an in- d evg tlon of the@o“ten&@for b%accu@ulatlon

\ (& Q

L
As the log Pow of act sub pox&@bazone -sodiiim is below the trigger (< 3), no evaluation
of secondary pO@onm Plﬁ e@to ion 10, Point CP 10.1.1.2 for details.
I

@ @ Q @S@ @®
CA 8.1.4@ffects [1):9 ter@trla@ Ve@bra@ wildlife (birds, mammals, reptiles and
amphnb:@s) &
%y %, @’ \
Slncemropoxycarbazone—s@um of 10»@0){1@ in birds and laboratory rodents, no risk for reptiles and
amphibians is to @eexpected. [ @ &
) SR
\ @
CA8.15 @End me@ru %g propertles
The fol]@ng é\
sodiurdto wil@lite:
WH@/IPC@ZOOZ)1 proxﬁﬁd the currently widely accepted definition “An endocrine disrupter is an
exogeno@sysubstance or mixture that alters function(s) of the endocrine system and consequently causes

i nltlﬁs wer@used as the basis for evaluating the potential impact of propoxycarbazone-
BN

' wHO/IPCS (World Health Organization/International Programme on Chemical Safety), 2002. Global Assessment of the State-of-the-science of
Endocrine Disruptors. WHO/PCS/EDC/02.2, 180 pp.
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2

adverse effects in an intact organism, or its progeny, or (sub)populations.” An adverse effect has been
defined by WHO/IPCS (2009)* “Change in the morphology, physiology, growth, development,
reproduction, or, life span of an organism, system, or (sub)population that results in an impairment of.
functional capacity, an impairment of the capacity to compensate for additional stress, or an inc@se &
susceptibility to other influences.” >
& o
Wild mammals
The existing toxicological data package is sufficient to exclude relevant ende%;me disruptiag (El@§1ke 9
potential of propoxycarbazone-sodium. This is based on theabsence of effects on the \w\;}h‘[ Naormc@e

sensitive tissues like reproductive organs, thyroids and prtWary In addj @ dn, the availgble fi % dies &@
showed no effects on male or female fertility, which may be conmder@ ensitive ta%g,ets 0 11?
activity. %@ Q& &’ & % &
(o R . © @
Birds K% > ~Z N

(o
The population relevant effects of propoxycarb ne-%@nu (@ brrdé%ver ’(5" dre@ repr&iuct 1ve
toxicity studies on bobwhite quail and mallard ck& 6th spﬁés theve werdHio egects dult& o

birds, offspring or reproductive parameter %to apdinchuding 3 pr%Repctron was affe@ed in
e with bobwhit qua 7 —
ion stidy with

two studies with bobwhite quail ( l)Qnd rd duck (|

99% 10 EE%Q
etal. (1999), 109381, M-023611-01-1)ap to asx@mc in pr@
bobwhite quail & I 2093), EBMILQD3, @aﬂs§ figafa
differences at the 1000 ppm treatme®t lev Wereéound @r the Humbert 1 me@ n°number of

hatchlings and 14-day hatchling sarvivors."However, engo rer&dilsru ntial was found in
mammals there is no 1nd1cat10£§at thése effests were causéﬁ by afehdoggine mode of @etion but rather

the result of a general toxicit heore @fur‘[@r test1@ for e%doc@e dls@tmg@ropertles is

warranted. \ % § @ § @ @X&

24\9 @ @ @ @6 °\ é (ix "\@
@) &

CA 8.2 Effect@l a$at1c &am@ns O ©© @ N

In order to compl@he aguatic a@k assessrn %nd &addre@ dat, @equrr%@ents according to

Commission Regulatig U)@ 028 @dmmal stugjes w. performed For information on studies

already evaluat dur@yg thefirst review of g@oxy bazohd-so 1‘-1'11 please refer to corresponding

section in aseline Dassier P«Q10245-01 in ded orr the @ovrd ata medium and to the

Monogr ﬂ& @Q N

To address' data requlre%nentéwn addition Ud Wlth ropoxyg&rbazone -sodium on the dicotyledonous

aquatic macrophyte yrzop%yllu picatym w 0nd@

To complete the a§matic p ge, @Ver@l%@w studies ¢ conducted with the major aquatic

metabolite MO6@acute €ish, Daﬂkma ae afill Lemfirt) and as well with soil metabolites MO7

(acute fish, actitd Daplihia, @ae @&}Le ) an@V[OS @gute Daphnia, algae and Lemna) which can be

transported @%surface wa%er od@la n-off 48d dr{g@dge For further details please refer to Doc M-CA,

Section 7

For soi] metabolites 1\9@ an@/[ stu on»é%atlc organisms were conducted. In the soil

degradation pathway%rop carbe%zone- degraded in first steps via cleavage of the ester bond

yielding carboxyli oamd ( fll/or @eava of the triazolinone amide bond resulting in sulfonamide

methyl ester (Mg ‘@y triazolinone amide (M09) and N-methyl propoxy triazolinone

(M10). A ful ge h aqu nisms is available for metabolite M10 showing no significant
of t Pxfest rga S. A 09 has a similar molecular structure to M10 (M09 is the

effects on

amide of@) d M09 is fu@r degraded to M 10, it is not expected that M09 poses a risk to aquatic
organl and@ studies wetg conducted for this metabolite. In addition, M09 showed no herbicidal
actiy, @m a 8 eemr@’test herbicidal activity (see also CA 8.6.1 below) as can be expected since the
toxo%or({eﬁ the sulfonylurea group) is no longer present in the molecule. The newly detected
metabol 11 was formed via aerobic and anaerobic transformation of metabolite MOS8 (4-hydroxy-

2 WHO/IPCS (World Health Organization/International Programme on Chemical Safety), 2009. Principles and Methods for the Risk Assessment
of Chemicals in Food. Environmental Health Criteria 240. 689 pp.
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saccharin). As structurally similar precursor metabolites of M11 (i.e. M07 and M08) do not give indication
to any toxicity and herbicidal activity (the toxophor sulfonylurea is no longer present in any of the
metabolites), testing of aquatic organism with M 11 was not considered necessary.

& &
5 &
CA 8.2.1 Acute toxicity to fish @@ @’ o
A summary of all available relevant and compliant data for propoxycarbazone-gydium on acut tom\@y to
fish is presented in the table below. A\ o @Q &
% o\ Q, '24\9
Table 8.2-1 Acute toxicity of propoxycarbazone-sodiun@d metabolit@to fish g}ﬂ «%\ @Q .
o %@ SEU agiréed ©
Test item Species Test efere 9 Q ¢ oint@
design % & cANCoMsT/
5001-isd)
99% NN
Oncorhynchus . 806607 4 o
- 96 h, static %9&0%?\77.2 éﬁl) Q M%4 01-1 9 @es@
Propoxy- NS N 11/04 §
carbazone- @ in\ @ N Q (19 N Q
sodium . Q Y N Evaluated durin
Lepomis ' SN 77 @ g
macrochirus 96 h, ST{Q @ LC§@\> 110 @39“0@\ M()Ol 201- @ t@ ﬁl"St EU
Q > © S @ 1 / ,  Teview
@ R %’ «§ @y % @
K S & @ (1998) g .
: Evaluated durin
Lepomis X . @) S °d %054 g
L macrochirus @@96 h, @t 1€ @ LC@x 100@[om) @I - the ﬂr.st EU
N ) § F S 5 1 review
< | 9 O © .2 & &(1@9) .
VoS Brachyginio @h, s@ﬂ- @ | §> , @m) Q SE 4249%}2 Evaluated during
re sty IO @ | M-01g346-01-1 i 17 Lol
N 9 S PN 9 @ KeaB8.2.1/05 review
o O S o O &
O h@% O O |« \@’ @b S (2006)-
MO6 ) %)ncorky. c L?gg 96&:5?tati S 1@’@0@ 30183230 New study
@ mykiss @1 S @ SEERS o M-278097-01-1
A AN SR KCA 8.2.1 /06
NS
T &G F Ty [
& >l S (2006)
Oggorhy n @ N S
MO7 wsprivnells | G, saie | O'LCyS 100 (Rom) 30193230 New study
“Q mykiks PR oD M-278099-01-1
s 1S b9 KCA 8.2.1 /07
- %%?J b N B 08) | |
% Lepgniis @ N DOM 98052 valuated during
M10 N macro%zruS@?{% K@tlc <§ b@o > 100 (nom) M-005052-01-1 the ﬁr'st EU
o S KCA 8.2.1/04 review

Studies shaded infgrey
Dossier for t ctlv&s

b
@

02). SN @
@
I
For detal ited i 32;' 2
sodi ple refer’®s co

provi ed@@

;;%@%
@

as paﬁ%f the first EU review of propoxycarbazone-sodium (in Baseline
ther studies are part of the Supplemental Dossier -
@1). Other studi f the Suppl 1D P-010245

at@%on &Lﬁhes already evaluated during the first EU review of propoxycarbazone-
@pondmg section in the Baseline Dossier P-010245-01 included on the
medium and to the Monograph.

To complete the aquatic data package on fish, additional acute studies with metabolites M06 and M07
were performed, which were not submitted for the first Annex I inclusion and are submitted within this
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Supplemental Dossier P-010245-02 for the propoxycarbazone-sodium Renewal of Approval. These
studies are summarised below.

Metabolite M06 & O
il
Report: I I N > 06:i-278097-01 &
Title: Acute toxicity of MKH 6561-sulfonamide acid to rainbow tro@@)ncorhynchﬁzsb myki
a 96-hour static test - limit test - Q> @
Report No: 30183230 2 O & 2
Document No: M-278097-01-1 ©) & %\ RS
Guidelines: Commission Directive 92/69/EEC, Aiiex Part C, (§J"Acute Toxicity f@lsh;‘(\g@ d Z
Official Journal of the European @mmunltles NeyE 383 A, d @ De@b 2@; 1992C
OECD Guideline for Testing of micals, Se@en 2, No. 203:3Fish, @Xlﬂt@
Test", adopted July 17,1992 = &’ @ &
Deviations: None N L @ \® 9 @@
GLP/GEP: ves . o TS @ 6 Y
© &9@ é\g @Jx @

Executive Summary @ d@
The purpose of this study was to evaluate the %Nox 1‘% of MKH 6 Su]@»na de Acidto fi @f:or
this purpose, juvenile Rainbow trout we xpdsg n a@atlg tést to €0 %s &@13 c aini ¢ test

item at a concentration of 100 mg test @rﬂ&u der ndlt@éﬂs (lickit tesgsThe g&corded effects
itie % @ @ (%

were the mortality and visible abno .\ the fish.
In the control and in the test medlu of 169 mg test ite all @Ve @tll nd oﬁthe test and no
visible abnormalities were obs@g@i THe96-hott N of, 1-Su r§3 e Agid to Rainbow
trout was determined to be 10 test item/> The, 96-hour C5 c!ﬁ be %tem%ned to b greater than

100 mg test item/L. The end@pmts ﬁ sedan term@bf nomm nc@atlon@

@

S

N WAT@RIA"AN]Q\’[E}HOQ@ <, &
S W @ @ @ §g &\
A. MATERIA]§ S -9 & @ . e

. & o é& N
Testitem:” @ % % Mﬂ%Ség@ulfq@@mde @md
Desms'g%ion: é}? @9 @, Wh@e p(@gder Q@ @7
atch#: , @ S %AE 1@4964\% Ol%@l‘lgﬁ atch No: M00102
Purity: § N @Q 99%©W/W¢§’ é

2. Vehncld/m@posntn@

contr: §
3. Test organisr@@

%

\%
Q
s
@Qoo@out (Oncorhynchus mykiss)
Qu

pecies:

Age &@ %% g} N venifes

Size ar@veig@& S = Tean body length of the fish* in the test was 5.12 + 0.21 cm
@& @Q Q) @@ (Mean + SD), the mean body wet weight 1.16 + 0.26 g (Mean +

<< O Q SD).
X
S S @ N * 10 fish from the test fish batch used for the test were measured
Q© @@@ v @ during the course of the test

N

S@e: The test fish were obtained from
, Germany.
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Holding conditions: In accordance with the test guidelines the fish were held in test
water in the laboratories of IBACON for at least 12 days prior to the
start of the test without any medication. During this period unti] one
day before test start, the fish were fed regularly with a com ial @6

fish diet for Rainbow trout. During the last 12 days prior t@ihe stagly
of the test no fish (0%) died in the test ﬁs]@@tch used an@a
g

were healthy. o\@
Diet/Food: None during the test =N § § ©
Acclimatisation: For at least 12 days Hefore the starteQ??the test theish V&é?& é\g @
acclimated to the tes{water and temperatur@@ § y\g@ &
Q <
@ & & VO &
4. Test conditions: R @f @ ©& @}
Test concentration: 100 mg testL Q(limié@t), ‘”i a c%trol (@st wgtef%nl@
Number of replicates: 1 é @@ L S @% @Q >
| . . O &y S & o
Fish per replicate 10 W\% N \@ @Q N @@ S @j @
Maximum loading rate 1 %?;ﬁsh/l,g@st w@r RS S Q §

5. Environmental conditions: @ % S ®\ ©§ @Q @Q . ‘”\9@
Temperature: @ | K% @,@?) @J@ @® @ ©© @© N o
Photoperiod: «:§ « 16 h 1@1 : 8<1 dark@gﬁo —@@b 1101{@@ o O
pH: .9 O pH@@ to . § @ y\?@

. N X . . :
Dissolved oxyger%.\g @ % leas % gjileo a&atm&tlon valite fo@e duration of the study
L 5

gg\mg/LQis C&3 §\

Hardness: AN © @.5 nagol/
Aeration of t@%st @er: \® Th&st&ediaﬁ@e slg@?ﬂy aéeated @ing the test.
<) \ &\ @ N

S N
N
S o & F s &,
oS . SEES)
B. STUD¥DESIGN 2 AT g
N

1. Expe@ental treat@nts@Q @7 . @Q § . ©\
Ten fish were exposgfhto nopfiinal mcent@ons"@f IOQ@g MKH 6561-Sulfonamide Acid/L. For the
determination of the§€st concentrgtions_dnon ran@®-finding test was performed. A negative control
(test water Withoug@ddit@ of the test T(@%fn) yi% tes@ in pagallel.

@ O ¢ .0 © .0 @

(@) SN ~
2. Observa 'o?i ©© ©\ %’Q 6@@ @©
The test f@ere observed aft@ppro@mat 2, 24548, 72 and 96 hours test duration for visible
abnormalities (e.g. apathy, canv Isiens, strong ventifation, tumbling etc.) and mortality.
The water temperatute, pH-vabues 4ad th sso@ oxygen concentrations were determined daily in the
test media of the only test @nce@tio 0 10&@g/L and the control.
The behaviour %f@h%e test, itemg the tes@oncentration of 100 mg/L was observed once every day
during the tes Y
Duplicate saﬁes m thefreshiy, prep¥eed test media of the only test concentration and the control were
taken at t art ahthe te§¢an he end of exposure (after 96 hours of exposure). The concentration
were anﬁd @’ HPLSE. §

N N
SE° T

3.8 tiz@ calculations
No statisti¢al analysis was performed. The LCso was determined directly from the raw data.
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I1. RESULTS AND DISCUSSION

A. FINDINGS

Analytical data: At the start of the test just before introduction of the fish 99% of the nominal test @ @§
concentration was found. After 96 hours test duration 102% of the nominal Value&as detemin@@[ hus,
during the test period of 96 hours the fish were exposed to a mean of 100% of n@@mnal. Therefore, a&@

D

reported results are related to nominal concentration of the test item. % S Q
O e 2
The 96 hour LCso and NOEC values are presented below. () {*’ %\ \°\ é\”
X Y O 9 @ .
Endpoints @% MKH &@l-Sulfonan@e Aci(@l}ng/I@Q %®
\©) > NS g
LCso (96 h) /A@ > 100 X 9 & & . &
NOEC (96 h) . LS ey RS
@ NN )
%© y & &T s @ 5
S YG ¢

B. OBSERVATIONS TS N

o

N . @ 0N . <, Q
The biological observations recorded d€ding tfe test I ted mthe t beldw, O
g Eune fle test o preggpted ‘@ég§*

N WS
Table 8.2-2 Effects of MKH 65 ulfonamidg Acid tpyrainhew trouty ®

Nominal concentration Of@@ o\%Numlc)@;* of @ad f%l@ ;u@er of fish wit@%ltotion symptoms

MKH 6561-Sulfonamidé™ | ¢ a@@’bseged symptoms ~ . %

Acid [mg/L] L2 |9 an 47 adn | Oshey < 9 h

Y%
Control %, § 9 0 O 6@0,@ A0 L9 o0 0
w @ @S e v o
< © @

....QQ%\%\\Q@@S@.
All validity crlteéﬁacccgmg to OECR, 203 @re fylfilled, as no alitf~occurred in the control group,
dissolved oxyg@ con@tra‘gi\oﬂ@ was 60%%f alr ggturation and@onstag@y exposure conditions have been
maintained. ¢, 2 > @ >

S & & & & & &
A O@\Q & .9 %\©
RN C%ﬁc%slogé
2) SIS
The toxic effect @f the %teﬁ§ 61! lf@de @d to Rainbow Trout (Oncorhynchus mykiss)
was assessed Q3 statiCy imiéé’st. {he 96-hour NQEC v%ue was determined to be 100 mg test item/L, the
LCso was > &0 mg test itefVL. S ,%Q @g@ @
) @ @ y X
@7 °N Q @ S
S A\ N @§ 9
¥ - &©
&3 o
% Q
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Metabolite M07
Report: I I I >0 1-278099-01
Title: Acute toxicity of MKH 6561-saccharine to rainbow trout (Oncorhynchus mykiss) lr@& >
hour static test - limit test -
Report No: 30193230 S @®
Document No: M-278099-01-1 N & @g
Guidelines: Commission Directive 92/69/EEC, Annex Part C, C.l:"Ac@é Toxicity Fish?{,
Official Journal of the European Communities No. L 383\ A, dated De be@ 1992»
OECD Guideline for Testing of Chem@ls, Section 2, Ne. 203: "FishAcute Toxic
Test", adopted July 17, 1992 & @§ < ©\ Q;y@g @
Deviations: None ©Q TN @ é
GLP/GEP: ves o ({%\9 Qo &
% Q & © D
&
Executive Summary N @ Q \©
The purpose of this study was to evaluate the acute toxi%ft’y of@H 6561— @har fis &For ‘m@g
purpose, juvenile Rainbow trout were exposed @ a stafic test’to aq us t ontai mng e test
item only at the concentration of 100 mg tes 'tem/I@hder@ 1ne@ond1t1 s 1t tes@ Th@v or(@d
effects were the mortality and visible abn 1&%>of ‘%’L\ﬁsh S
In the control and in the test medium of est ite all¥ish s@we ﬁntll end the and no
visible abnormalities were observed. ﬁ N C O@IKH@& @fzchar trout was
determined to be 100 mg test item/ e 96&our TCs caivbe rea a% 0 mg test
item/L. The endpoints were expressed in &yms o@lom@l tratiods.
AR & @©
\/IA@RIQLS AN%M @Hon@ @
@ & N &@
A.  MATERIALS 'S & @@ ©§ 6@} & ‘&% @ &
1. Test material: é\” ¢§ &9 S @;9\ Q é& &\
Test item: @ < @ MI%Eb 6561 %ac@m @ @
O N S o <
Descripti 6 @\ & qg§olld }%hlte p@&%der %,
LovBatch#: & O rodiist coderAE @97@§ 1899 0002; Batch No: M00402
. >
Purlt&: %, %@ 99996 W@ v @ W
QO O X SENEES
AN L@ @ Q %

o °\
2. Vehicle and/ s1ti‘§ge é\’ O x> & S
A > O
control: &
T FB 4

3. Test or§msms @© ©\ § @@\ @@
Speiss: © QQ %nb(@gtrout%@ncorhynchus mykiss)
Age: § AN @Juve@des \©
lee and weight: § @\ Th ea@ody length of the fish* in the test was 5.12 £ 0.21 cm
£SD), the mean body wet weight 1.16 + 0.26 g (Mean +

@" N NS
$A0 §f D)
@ Q o & ¥ 4@@fish from the test fish batch used for the test were measured
© § during the course of the test
<

&
S@i?ce: § @ N The test fish were obtained from ||| G

K I Gy
& &
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Holding conditions: In accordance with the test guidelines the fish were held in test
water in the laboratories of IBACON for at least 12 days prior to the
start of the test without any medication. During this period unti] one
day before test start, the fish were fed regularly with a com ial @6
fish diet for Rainbow trout. During the last 12 days prior tpsthe stafy
of the test no fish (0%) died in the test ﬁs]@@tch used ané%

@ S

were healthy. o\@
Diet/Food: None during the test =N § § 2]
Acclimatisation: For at least 12 days Hefore the starteQ??the test thefish were é\g
¢ S @
acclimated to the tes{water and temperatur@@ § é\g
O
@ & & VO &
4. Test conditions: S N & & ©% N
Test concentration: 100 mg test@gn/L (limit %t), a&@a c%%t,%l (%gc wat‘&r@%nly@
N ; . LN NN * v Q S Y
umber of replicates: 1 Q @ S W @

. . N OSR S o o
Fish per replicate 10 W\% o\@’ \@ R N Q S @j @
Maximum loading rate 1 %?;ﬁsh/L test wajpr &6 ©& \© éﬁ w §

Q A O N & @9 SSEEN)
5. Environmental conditions: ~> X > o ®\ S O SO
R 17°0 9 < S) o © O N
Temperature: @ o & @ S @© N
Photoperiod: § I'6 h light : 8 h@agrk; 380 - 720'luxe, O
. N S Qy A Y N 2]
pH: o OPpH 7%'t0 710 N <2

9 AR
Dissolved oxyger%:\g @ % leas % gyi e a&tm&tion valite fo@e duration of the study
Hardness: S © @@.5 %@IOI/L 25§9\mg/LQis C&3 &\
Aeration of t@%st er:e The testaedia were sli @fl agrated ddring the test.
i \@t . Thetestanedia, Ware slightly ags %@l g

S N
& A Y
S o & F s &,
oS . SEES)
B. STUD¥DESIGN 2 AT g
N

1. Expe@ental treat@nts § @7 . @Q § . ©\
Ten fish were exposgfhto noffiinal cepcentgafions 6€ IOQ@g MKH 6561-Saccharin/L. For the
determination of the§€st concentrgtions_dnon ran@®-finding test was performed. A negative control
(test water Withoug@ddit@ of thie test i@%’n) y@%s tes@ in pagailel.

@ O ¢ .0 © .0 @

(@) SN ~
2. Observa 'o?i ©© ©\ %’Q 6@@ @©
The test f@ere observed aft@ppro@mat 2, 24548, 72 and 96 hours test duration for visible
abnormalities (e.g. apathy, canv Isiens, strong ventijation, tumbling etc.) and mortality.
The water temperature, pH-vabues 4ad th sso@ oxygen concentrations were determined daily in the
test media of the only test @nce@tio 0 10&@g/L and the control.
The behaviour %f@h%e test, itemg the tes@oncentration of 100 mg/L was observed once every day
during the tes Y
Duplicate saﬁes m thefreshiy, prep¥eed test media of the only test concentration and the control were
taken at t art ahthe te§¢an he end of exposure (after 96 hours of exposure). The concentration
were anﬁd @’ HPLSE. §

N N
S R

3.8 tiz@ calculations
No statisti¢al analysis was performed. The LCso was determined directly from the raw data.
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II. RESULTS AND DISCUSSION

A. FINDINGS

Analytical data: At the start of the test just before introduction of the fish 107% of the nominal t @ @
concentration was found. After 96 hours test duration 106% of the nominal Value&as determm@@ hus
during the test period of 96 hours the fish were exposed to a mean of 106% of némninal. Therefore a&
reported results are related to nominal concentration of the test item. %@’ S @
O e 2
The 96 hour LCso and NOEC values are presented below. () @{*’ SN é\”
Q)

T ¢ S L9

&
Endpoints MKH &@-Sacchari@mgm]@\y § C&©

S

c
7
Q
@
2y
%

NOEC (96 h)

LCso (96 h) /ﬂ@ > 100 X 9 & &
C5
@

B. OBSERVATIONS . .
The biological observations recorded d@ng %Ee,test ge p ted m.the t@% be@v § S)
N

@
Table 8.2-3 Effects of MKH 656@acc&arm t%alnb(@g trOIJu\@

S S
Nominal concentration on o\w\aNumlc)@;* of @ad f%l@ nu@er Of@ fish wit@i{ltotion symptoms
MKH 6561-Saccharin ™ | ¢ a@bseg\v ed symptomg_~
Y 3]

[mg/L| L2 |9 an 47 adn | Oshey < 9 h
Control « S 90O é@m@ S0 L9 o 0

SN T & S
100 & § /@@ N @ 0 0

S Q N @
\
All validity crlteéﬁacc@ng to%E “ 203 1 e

as no a11t§7§occurred in the control group,
dissolved oxyg@ con@tra‘g\ﬂ@ was = O‘V%f a&r §@ nsta@ exposure conditions have been
maintained. ¢, @ D

RN
/@\ &’ @ @ S S N o©
@ QO S C%&CL&SION@

e St
The toxic effect f the @1‘[6 Kl&ﬂ— cch nbow Trout (Oncorhynchus mykiss) was
assessed in a & lidt t @ e {&hou EGwaluegaS determined to be 100 mg test item/L, the
LCso was > &0 mg test itefVL. S ,%Q @5@
@ S @ %
@7 R @ °S
Q
CA s\m Long-t%z'm a@ch @ilc \m\. fish

N
A summary of al xgaﬂabl@ele gﬁt an@con‘%nt data for propoxycarbazone-sodium on long-term

toxicity to fish kgprese%tad taplebelo
@

Table 8.2-4 & Lo@terr@@oxw @mf pr@oxycarbazone-sodlum to fish

@

N @ EU agreed
N S @ ;
Test &n :@@Spﬁs @QTest design E[nncll ;‘E?t Reference s :1:((1:1:;)/1:5 67/
2
Q A 2001-final)
O ]
Propoxy Pt ELS, flow - & - (1999)
carbazone- through NOEC 105 (mm) 108453 Yes
. promelas
sodium 35d M-015904-01-1
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EU agreed
. . . Endpoint endpoint
Test item Species Test design [mg/L] Reference (SANCO/4067/
2001-figal)
KCA 8.2.2.1 /01 . N
Studies shaded in grey have been reviewed as part of the first EU review of propoxycarba@ne-sodium (i@%as%m
Dossier for the active substance P-010245-01). @,Q S

o | | | S D
For information on studies already evaluated during the first EU review of @poxycarbaz\@e-god@mm, %
1 fer t i tion in the Baseline DossiéeP-010245-01incl
please refer to corresponding section in the Baseline oss% 010245 O@ch uded on é;hﬁ pr@@%led @ @

medium and to the Monograph. Q @ NS &
@ <O s & &
CA 8.2.2.1 Fish early life stage toxicity test Q o & & © &@
See Point CA 8.2.2. No additional studies were pettprmed. Q} Q\@ @Q ©\© %@ @@
N B YN S N
CA 8.2.2.2 Fish full life cycle test S) @ é\a @% 6@’ § & AN .

v
See Point CA 8.2.2. No additional studies wete perfoimed.” @Q NS SEV &
& o \ AN & N v 2y
CA 8.2.2.3 Bioconcentration in ﬁsQ@ &> w\g@ @K w\g© <y 2 & O
As propoxycarbazone has a log Pow Q@ 1 .53% pH"{%or @@tai1§§@lse r toDocungent M-GA,

Section 2, Point CA 2.7) a study on@wo&fentra@on in @ish is reil@fed. @@ QRN
@ N @ @J@ @ Q & @© (N
CA 8.2.3 Endocrine disr@ing Fropggﬁes S &@ 2 o Q
Population relevant effects @prop«&car‘b@one— %ﬁum @i fish were@die ki an e@ly life-stage test

(ELS) under flow-through sonditipns witfPfat mi@ow %@&gﬁephﬁ%s Dl ela@s no effects on any
parameter in fish were o@ew@ the BLS te§d) the @’eralg E%ﬂwas JQO mg/{d ominal
X Q AN

concentration), the highest concent n te@ed. §
Based on the absencgof re&ranue@cts it'ean be conc@d tpro%)xycal@’izone—sodium isnot a
. . . \ . . .0 . "0 . . .
(potential) endocrimg di er. No fugther te@ is Q%hcate@o gaate@ endocrine disrupter potential
of propoxycarb ne-@fm & fish.© K@j o S
R S
\@ N A SIRS @ ©

Gy i ¢ 5

CA 8245 Acute toxéfty topqua 1néq‘rteb es«)” O
o O\ Q \
D O & O & )

CA 8.2.4.1 Acut%%xic%y to gaphr@m@é%
A summary of a@avail@ re]svant a&:or@liant a fongopoxycarbazone—sodium on acute toxicity to
Daphnia magh@is pre@ﬁnteb' the\ﬁble blow. >

N AN
@ S
@%
N %%gf § N
&§ Q Q S ©@
&¢ls
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Table 8.2-5 Acute toxicity of propoxycarbazone-sodium and metabolites to Daphnia magna
) ity of . . hni "
EU agreed
. . Test Endpoint endpoint,
Test item Species design [mg/L] Reference (SANC 67/ E>
2001final) o>
D)
— TR
Propoxy- . S N
Daphnia 48 h, 1078%¢t o
carbazone- . ECso > 110 (nom) Q>
. magna static M-002422-01-1 &
sodium Q ¢
< KC@& 4.1 /01 N QY
@ &
1985 & 7 4
Daphnia 48 h, asin @ 'BF/Dm 199, Q@ < c&©
Mo4 magna static ECso > 10% i) Q S M-005032-081 @@S @
o 5 KgRs.2. 4@/03 d i K@}
. 48 h, R &, S BN
Daphnia . %, 050
bIEE magna semi- B >Y6\9@mm@ A M @ 326- (@7 1 A %(es &’
statie S v @ Q keasa@ie S & o
Ny Y
Q@} > SN 3 006 & ©§
' & 9
MO06 Dn(;g ;chza :tit?é &© @50 > 00 (nosm) \Q 183 § %@w study
QL ¢ o @@ @Q K 27%%@-01 B oS
@ | @@’ N QKCA 4
o
< & AN ?
Daphnia 2 48 h© @Q S “ %& 2
MO7 S ECg>™> 10@6n0m6@ New study
magnd | ¥ g O N M2 78973 @3—1
ST & e & o 824 /06
O @
SR N IO P 1 —
Y N Y & 006)
MO8 & P Bh o %@%o 2,100 (@) 30202220 New study
magly o statg . O]« M278974-01-1
b S & T g gl
B ol | & & o KCA 8.2.4.1 /07
N T ]
Daplia .48 he> S « N THRED (198 )
a . m
Mo @’a o | st N Eiﬁ 100@‘“}@ M-005036-01-1 Yes
Q| & & KCA 8.2.4.1 /02

Studies shaded 4 l@é be

Dossier for the actlve substé@@l 024@1) %@er $

Vlev@@d/ as a@of the Ymié

02). @
& e
For information on s@%es ady @alu

the first EU review of propoxycarbazone-sodium,

review of propoxycarbazone-sodium (in Baseline
es are part of the Supplemental Dossier (P-010245-

please\efer to correspondifig sec@n 1n th Ba@me Dossier P-010245-01 included on the provided data

medium and to i@Monograp N

To complete t@ a u@\lc data>pac

MO7 and
within thi

summggsed
@@

@

&@Q

@e ophnza magna, additional acute studies with metabolites M06,
wegesperfdmed, Svhich were not submitted for the first Annex I inclusion and are submitted
Iﬁmen&% Dosger for the propoxycarbazone-sodium Renewal of Approval. The studies are
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Metabolite M06
Report: I I I 06 V127897 1-01 o
Title: Acute toxicity of MKH 6561-sulfonamide acid to Daphnia magna in a 48-hour @ >
immobilization test N @jQ
Report No: 30182220 S @®
Document No: M-278971-01-1 S < O
Guidelines: Commission Directive 92/69/EEC, Annex Part C, C.2: "Ac@e Toxicity for Da Qﬁl",
Official Journal of the European Communities No. L 383 A, dated De&baé@ 1992
- OECD Guideline for Testing of Che@als 202: "Daphmia sp., Acute.Immabi isa@a
Test adopted April 13, 2004. « @ & S .20 @
Deviations: None ©Q @ S é\ﬂ q
GLP/GEP: yes %@K & S R KS) &
. & &
Executive Summary @@ RO 9 @}

N
The purpose of this study was to evaluate the in@uence of the @@itemﬁvﬂ(@%l— \lfOfbi%ﬁde &d, on
the immobilisation (survival) of Daphnia magi@. Y oufi Da@mia (@4 hed#s oldjpwere £xposed for 48
hours under static test conditions in a limit t%[ toa @min\a@:once@raﬁon of l%mg tesh itel@’ an
control. v > @)
No immobilisation was observed at 100 @% te ‘t%i}:m/L@\ﬁfterA‘&hour&M daé?atio @er@re, the 48 h
NOEC was determined to be 100 mg t@ite and@e 48‘“&&@100@%& ifem /@
NACEENARNRNG A X
R o @©®©©®©@\

a0 \NATE@IAI@NQ@[E ODS ¥ & &

% S e @

SN .9
A. MATERIALS _© o & o © Q @9

1. Test material: o % ® ©@§
. Y S © .
Test item: @Q @ @4%561@'&0 \ide Adid é &\

Description: & Q) N 9 AN
S @ O
Lot/Batché’ ©& (AE 12@964@-015@0%@&@:1@?% M00102
Purity: @’Q R % 99%%/%,\@ @© S) %@
N NI @ © & (T
éiﬁ.@ @ . @ S @Q RV Q
2. Vehicle and/or positive S N
control: QO & éﬁ 12 Q O K D
R N @ 9
5 & & & .~ S
QRS T LS
3. Test or@sm o ¢ . & o © v
y SIS TN
Speci%: (& § D@@m’a @g?gna @raus), clone 5
Q7 Bandes i@ﬁ% hours old)
GerimanyO ’

ndi uals per test vessel (Glass beakers of 100 mL volume

: a Q
> D gj “vcongjning 80 mL test medium).

%god: < §f Onek a week the Daphnia of the stock culture were fed with a Tetra
Q@ 8 Min-extract and at least all other working days with green algae
&% ™ @ %@ (Desmodesmus subspicatus); not fed during the study.
Q%}ccln@g{isati(@’: @ For 16.5 hours under test conditions
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4. Environmental conditions:

Temperature: 20°C
Photoperiod: 16 h light : 8 h dark @ S
Light intensity: 207 — 376 lux @\ @§
pH: Control: 7.8 (test start) — 7.1 (test end) @b &@ ©®
Test item: 6.6 (test start) — 7.1 (test end) @
Dissolved oxygen: Control: 8.6 mg/L (test start) — 8.5 (test end) © @)) \zs@
Test item: 8.6 mg/L@%t start) — S@mg/L (test @) @Q &@
. . X
Conductivity: <5 pScem’! e
@%% &© 69 Q S«
Hardness 2.5 mmol/L (—% mg/L) as @CO@;@Q & & (@) &@
N L @ Q \© 9 @
X N . T T AN
LA A N S
B. STUDY DESIGN Q O & O o
S & & ° & @ 5
1. Experimental treatments \ \ S ©@ o @

The effects of MKH 6561- Sulfonaml@§A01d\on Da@mzq ﬁ%agna @re e&%luat a %&hou tic

toxicity limit test. 30 Daphnia (6 r@n @é% a@hal&ﬁe tes«@eak rol i

concentration were exposed to 1 %mg tedFitem’L and An untieated trol e D£

randomly placed into the test be T a@ exp@d to tes§;n @48 %@rs ©© S
&

@ Lo
2. Observations & é @ & @ @ N %

. %>
Daphnids were observe}for iﬁ%mo %;satlo§ 11ty é@l (?17\4918 h&ﬁ 1@%6 animals not able to
swim within 15 sec gentlg gltatlon 0 tes"&beake&rere@nmdm to be immobile. pH-
values and dissol oxygen co@ntrs wete det@hme@m the febt media at the beginning and at
the end of the tegt> At tI®sanretithesthe water tempetatu @Vas dete et in the test medium of one

control beake @h;@aaku%of the test 16%9)1 in test watet’wa se n\l\ the start of the test and after

24 and 48 havrs tesfduratiéh in tk@onl}%\tgst c@"emr n o ©*Vl n‘@L Samples for the determination
of the cor@ﬁgzntratlo s of MKH @561-Sulfonag in the test thedium were taken from the control

and fro e test med@of l@mg @ tem/I” at t@ stad at&end of the test.

L°
\ &\ SR &,\ (& %

3. Statistical calc%§?10n > 0> @’

No statlstlca]@nalyS@ as @fom@@’ TI®\NOE§1 e. ﬁ immobility) was directly determined from

the raw daftdd Q S
N o & Ld
& » Q 9@ S -
@ AN N Q\
o % o AND DISCUSSION
N § @% SULds

&4

A FINDINQ@

Analytical %‘@ At tshp sta thetest Jll@%efore introduction of the Daphnia 102% of the nominal test
concentrat@] wagtound. @A fter 48 hours test duration 103% of the nominal value was determined. Thus,
durmg test @od 48 hoQ¥s the Daphnia were exposed to a mean of 103% of nominal. Therefore, all
reportgbresul@ ted§v\ﬁommal concentration of the test item.

The EC5@1(1 NOEC values for MKH 6561-Sulfonamide Acid are given below based on nominal
concentrations.
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Endpoints (48 h) MKH 6561-Sulfonamide Acid [mg/L]

ECso > 100

NOEC 100 &
S

B. OBSERVATIONS ©

Influence of MKH 6561-Sulfonamide Acid on the mobility é@f Daphnia maxgy% is summa.g@d the ta&e

below. « @ 5}’ @\ @
& v &

%, S
Table 8.2-6 Effects of MKH 6561-Sulfonamide Ac@) Daphnia @na @ Q @© @Q}

Y

Nominal concentration of | NO- of Daphnia @5@ No. Ofm%m‘)blll@?l Q \@ofi@obi@
MKH 6561-Sulfonamide tested | . Daplfiiaafter ® | % Daphnia after

Acid [mg/L] . O %@241.5}9 @x 80 G 24k A 48h

Control 3%% NG *@%U %% %O* @Q % w§
100 3 ] D S| O S 0| &

Q) &

*:1 Daphnia in the control and 2 Daphng@n thqﬁo mg%%t 1te@L gro\u sh(@% un@l bel&our @apping at

surface of water) N)
+: test item particles on the antennae@gl qig@mdS@, @6 @® §© @© @©® N
< Q
All validity criteria according v OBCD 202&re ﬁ%lﬁlled?as no %mmobﬁﬁy oi@aph%ds was observed in

control groups and d1ss01ve@xyge@con trat & wai /L in T@est @sels@&
S o & W WD

S
@ o s
@ & @ CO§L@01\@ e
The 48-h ECso y @a mag‘%a eXpO osed @MKH@%I Sﬁfode A@}d was determined.to be

> 100 mg/L basgd on r@mmal@oncer@a‘uo&
R
48 hours test@)uratlon

N Lo %
& FE
Metabolite MO7 &y <
N

Report: 7 2006;M-278973-01
Title: Q@ Daphnia magna in a 48-hour immobilization
Report No: =) 30192220 & N
Documen e 7897@)1 1 &
Guidelines: 10n %rectl %2/69 ﬁc Annex Part C, C.2: "Acute Toxicity for Daphnia",

\y\’ %ff Eu@ean Communities No. L 383 A, dated December 29, 1992

" - OECD @deh@for ng of Chemicals 202: "Daphnia sp., Acute Immobilisation
“%D est adapted A@s 13 @04

Deviations: @
GLP/GEP: . 2o yes % @

¢ @
O &\@
O S w,
Execugve Sufimary;
The% f this study Was to evaluate the influence of the test item, MKH 6561-Saccharin, on the
immobil@ation (survival) of Daphnia magna. Y oung Daphnia (<24 hours old) were exposed for 48 hours
under stafic test conditions in a limit test to a nominal concentration of 100 mg test item/L and a control.
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3 Daphnia (10%) were immobile after 48 hours test duration. Therefore, the 48 h ECso was determined to
be > 100 mg test item/L.

L. MATERIALS AND METHODS Q\ >
& S
A.  MATERIALS S N
1. Test material: %% . § § \25@
Test item: MKH 6561-Sacchari? @& g}g\ \O\ @Q @
Description: Solid, white powder ©Q %@ § é\a &
Lot/Batch #: Product code: %@F159737 O@B% 0002; Batch No: MO@QD @q}
e 99.9% w/ 9 Q S AN
Purity: % W/W N @ © o @
% @Q Q@' é\ %@ 6\ o\% g§
N
2. Vehicle and/or positive SN &> @jx b@ K SN o °
control: n/a &% \@’ \@ Q % @@ © @j @
£ N oy & NN S §
@ &P SO SIS
3. Test organisms: @Q @ @9 §9 @ @
- @ % Y S )
Species: QDaphn a magn
Age: @ >
S : <
ource:

v
é Germany Q' e
o\@) y O %,
Loading: % 5 individaals @}est é? Glass béakersQf 100 mL volume
@ ¢§ «;o\(%ntalmng 8@@1 tést mediggh). &, °

Diet/Food: @ §) Onega wee“l@th hm@;f the g) %ture were fed with a Tetra
\ Mit-exttact andat 1 11 ot w {g) g days with green algae
©\ o esm@’esnyéssub zcatus ot féd-during the study.
Acclimat at1 I@@ 2 or%l%j ho\@s un@y‘@r test @ndlﬁt&@ls

2 . Q @ @
S RS & XS
4. Eﬁf?ronmentabl &nditi t\@s %@7 Q N \©

Temperature; §§3 $Q 20‘@ @% é =

Photoperlod@ @ N 1%\11 hgﬁ?’ ark

Light 11ty @© @© \

pH: < S § Cé@% %% tg&g@tart) 7.1 (test end)

@7 o\@ Q T 6@“§test start) — 7.1 (test end)
&;ssolved oxyg&: @ @ Conttol: @mg/L (test start) — 8.5 mg/L (test end)
v > t ite 7 mg/
mo8.7 mg/L (test start) — 8.5 mg/L (test end)

N
Conductl&@ & gy &@5 nSein

s
%

Hardn O S e Zol/L( 250 mg/L) as CaCOs
¢ & ¢
< N) @

B. %UDES@\I
1. l%p erj ntal treatments

The effects of MKH 6561-Saccharin on Daphnia magna were evaluated in a 48-hour static toxicity
limit test. 30 Daphnia (6 replicates of 5 animals per test beaker) per control and test item concentration
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were exposed to 100 mg test item/L and an untreated control. The Daphnia were randomly placed into
the test beaker and exposed to the test item for 48 hours.
& &

2. Observations @\ >
Hot abl&to

Daphnids were observed for immobilisation or mortality at 24 and 48 hours. @)se animal
swim within 15 seconds after gentle agitation of the test beaker were consid@ed to be imm%’bile\ﬁle
pH-values and dissolved oxygen concentrations were determined in the test media at th@%egi%@ng ang)
at the end of the test. At the same times the water tempegature was det{h&ined in the test mte m (@ﬂ
one control beaker. The behaviour of the test item in te‘g’a‘[er was ofgeérved at the@art etes@and @
after 24 and 48 hours test duration in the only test co&centration of@) mg/L. S les febrthe Y
determination of the concentrations of MKH 6561-8accharin in tig test mediunSvere tﬁen t@n th@q}
control and from the test media of 100 mg test efg"}n at the start and a&the e@%of thitest. &
@’ N \ 9 @
R
o . IS
3. Statistical calculations S) %@ ('S % .
oS &
The 24- and 48-hour ECs, values were Eg%ale&g@ed,\sgnce %e 1 n%blhs was less t %g
(10% after 48 hours of exposure) and guly a, ﬁmit-te@was formded. The, 0% i@hob%{gy, 1%>

immobility, NOEC and ECs, were rmified dirgstly fugm thexaw dagay
i gepelighimigriy F & o
TN S & & O
o © O § © 9 O S
S S @ SEECENN
“QI. "SRESULTS AND B:ISCUO@) o
MO R S
A. FINDINGS - 2 S &

R
. SO o S .
Analytical data: At the gtart o te@@st be@re 1@ductqgn of @ Daphnia 1Q5% of the nominal test
concentration was fou@g. After 48 KA rzﬁ@dura@ 10@% of @e nomfral valte was determined. Thus,
during the test perigdof 4@0urs§D nia%ere exposed @)a m%@ of @% of nominal. Therefore, all

reported results arErelatad to nofninakconceritration oFthe test ite
@ @ g% &5@ P N

@)

S
The ECso ar@\l OEC wl@ for@&H @-Sac@mﬂ&are gg@@l be{@) based on nominal concentrations.
A @ O o L9 N0

Endpoints (48 h) §\) S ﬁ(ﬂ"@%l-s@lari@ng/%

57 ~
I T A S
NOEC O O O < S

SRS & &
B. @BSERVATIONS @ j’\@ Q@ &
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Table 8.2-7 Effects of MKH 6561-Saccharin to Daphnia magna

Nominal concentration of | NO- of Daphnia No. of immobilized % of immobilized
MKH 6561-Saccharin tested Daphnia after Daphnia aft%ﬂo ;}
D
[mg/L] - 24h 48 h 24h .a8h <
@j)
8
Control 30 0 0% @@@ 0 | @ ogy
100 30 1 3 3o 0
: — : ; 2N 9 %
*:1 Daphnia in the control showed unusual behaviour (trapping at surface of water), g . <) 3,
SN @
All validity criteria according to OECD 202 were fulﬁlled%s no immokility of da phl@ﬁs wa bseg@d in©&

control groups and dissolved oxygen concentration wa@% 3 mg/L in &@es‘c Vesselsé\a QR o @@}
)

~ N
1L (QZQN‘C}L%SIO@
The 48-h ECso for Daphnia magna exposed %MK@%l@ccha@@? was
based on nominal concentration. & \ O
> 2 . & Q w\?\

@
ARSI S

Metabolite M08 & S D §
Q > & O

Report I T 57701
Title: Acute toxicity of MKH6361-4 hydro%s cch&e to @phm&gmagna {Wa 48-hour

immo hzatloétest §9 @% @ °N &)
Report No: 30202220 § R S Q‘”\a
Document No: M-2789 @ @ x>
Guidelines: K@n Dn;gctlve 92/69/@ hex Pa@ C, : "Actite Toxicity for Daphnia",

@ffic al Jour uro]@an ies No.'L. 383 A, dated December 29, 1992
1ne{9r T tlng of@leml s20 &"Da ia sp ., Acute Immobilisation

\gadop%edA ril 13, 2004. \
Deviations: @© e @ K %0 @@ § @%

GLP/GEP: - @’es o G@ S0 &
Q ¥ 0

Executlyé@’ummary g}g Q&ﬁ Q@ o

¥ S o, O
The purpose of thls wasto evaluate 1nfL\ﬂ ce f the t@ltem MKH 6561-4-Hydroxy-Saccharin,
on the immobilisatiQip su ival) pli‘ma magpa. Y@ng Raphnia (<24 hours old) were exposed for 48
hours under statlc %ét itio @1‘( te&fgﬁo a n@mmal@oncentratlon of 100 mg test item/L and a
control. <) ©

No 1mm0b111s::1?on was ob ed %0 est 1@9\m/ i' er 48 hours test duration. Therefore, the 48 h
NOEC wasdgtermined t%be 104 \j, g te ergf@dnd{@ 48 h ECso > 100 m test item/L.

N
S AN @
Ny ™ @@ 1@\@ N@ATE@ALS AND METHODS

@° RN
A. MATE@AL&%“ §” § @Q
T

1. Test materi @© §a Q
Q

LG

Teﬁé@temgj Q MKH 6561-4-Hydroxy-Saccharin
SIS id. bei
ggscrl LSS @ Solid, beige powder
Lot/@ ch #: Batch Code: AE 1364277-PU-01; Origin Batch No: M00832

99.0% w/w
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B.

1.

2. Vehicle and/or positive

control: n/a
s
3. Test organisms: \§ @@

Species: Daphnia magna (Straus), clone 5 ©© @® )
Age: <24 (6.5 to 23.5 hours old) @ s N
Source: i \25@

Germany e N Ry \\ @Q
Loading: 5 individuals per test'vessel (Gl beakers of m lu@ é

containing 80 m@ est mediu
Diet/Food: Once a W%@Daphma of t st@( cu

Min-extractand at least a ther \%I‘kl

(Desmodegmus s@spzca@s) 8& ed
Acclimatisation: For 6.5 hours wgder t&st co ons @

O n@ Q
NARSIPNIR SR IS
4. Environmental conditions: Q@ é\ w\g@ \& %© C}\
Temperature: &@) -2 \Q § \@’ @@ D
Photoperiod: Qlohjighteshdats & O S’
o @ 45 SN - YRS

Light intensity: S %0 ux @ g @Q o
pH: e %,Con 7.94¢est stayt) — 7% (testend), @2 o

@
\@ © Te@§@9 (tegt starfss 7.2 {test e@ @t@

Dissolved oxygens,, @@ Controls 4 (t @star%k 8. Q{ng/LQ@ end)
§ §T e@ 9§mg®(test@tan) &8 mg/® (test end)
& <3wuScm! Q N &
& BN @ @
&5 mimwlL (ézso @g/L) @@ac
©)
"\ &
> @ © N & "
S:@Y DESIG@ § P SR
? N
Experimental t \nen‘fs é’ \© @;\,\ N
The effects of MKH ﬁdro@ﬁac@ﬁrm en Daplgiia magna were evaluated in a 48-hour static
toxicity limit@es @ api@a (6 rgﬁhcat@ of 5 @himal§Per test beaker) per control and test item
concentration were €xp i\ t 1te®L a@an untreated control. The Daphnia were
randomlyplaced into the test ke e ed fo the test item for 48 hours.
S5 &
< N oSS
Obs,\z%’rvations > @@ @\@ Q §
Daphnids wer@o%bsewe;gm 1satiQy or mortality at 24 and 48 hours. Those animals not able to
Xy

Conductivit

\
HardnessE @J@@ %©
9

swim withi®r5 s c%ad 1 gefftle aggation of the test beaker were considered to be immobile. The
pH-valu d olve cont€ntrations were determined in the test media at the beginning and
at the ¢ § of thg test. At the e times the water temperature was determined in the test medium of
one ol ker e beRaviour of the test item in test water was observed at the start of the test and
aft 4 and %uratlon in the only test concentration of 100 mg/L. Samples for the
d@erml on of entratlons of MKH 6561-4-Hydroxy-Saccharin in the test medium were taken
from@ control and from the test media of 100 mg test item/L at the start and at the end of the test.
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3. Statistical calculations

No statistical analysis was performed. The NOEC (i.e. 0% immobility) was directly determined from

the raw data. TS
&4
Qb & S
IL. RESULTS AND DISCUSSION @ s \Q
% S & 52
A. FINDINGS Q
? @
Analytical data: At the start of the test just before introductton of the D ‘ nia 102% @he @1 ng&ﬁst &
concentration was found. After 48 hours test duration % of the nan al value dete@nne husi

during the test period of 48 hours the Daphnia were osed toa m@n 0@93%‘{ nomypal. Théfe for&,ll
reported results are related to nominal concentrati f the test 1%3@ R
S @

S
v
The ECso and NOEC values for MKH 6561§Hydr9§y Saéﬁarm@@? v @ be v%as®on @nal@& °

concentrations. N O
N SRS S
m@ @ ?&\n@ f & © \\2\9 @Q éﬁ S)

Endpoints (48 h) M@ 65@ - 3Q oxy-S}cchaQ@[m § &2 ﬁ@)
ECso >®§OO Z) @Ef@ ©© @@ﬁ &© § ©@ S
NOEC g1oos R ﬂ@Q % Y 0o

N O o @ SN

o\@ © @Q §@ &S @% § @ @\y\?@
R
B.  OBSERVATIONS @@ 2 © @6@ O S« O
Influence of MKH 6 -4 ydroxgsSac «\Q" onthe mebi ity of Daph@a magha is summarised in the
table below. O NV N Do s &
Ty e e O Y E
@ Q SIS ,

Table 8.2-8 ffecf@of MKH 6561-4- 74

= 2
Nomsnal concentrz@on ofChNo. @aphnm Q @1m1r@ ilized % of immobilized

6561-4-H @oxyr § stedss Q “Daphnfa after Daphnia after
Saccharin [m@ & @ o_\@ @%% é h 48 h 24 h 48 h

i
Comrl 2 & & 030 [ & 08 0 0 0
% A\ o o)} & ©
00 & O & s 30T s w0 0 0 0
Y %f, & @

All Vahdl@rlterla accofding t@ECﬂm z@e fu@“}ed as no immobility of daphnids was observed in

control groups and dls@ﬁved%xyge%conc@qatm)@as >3 mg/L in all test vessels.

%@@}Q©@

@ § 2
S § 111QCONCLUSIONS

N
The 48-h EQs for @phn@nag@expo@d to MKH 6561-4-Hydroxy-Saccharin was determined to be
> 100 mgdibased®n n mma@ncentraﬁon. No immobilisation was observed at 100 mg test item/L after
48 hou&%est d@tlon@

@ @@ @

CAS. 2@9 Acute toxicity to an additional aquatic invertebrate species

As propoxycarbazone-sodium is an herbicide, studies on additional aquatic invertebrate species are not
required.
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CA 8.2.5 Long-term and chronic toxicity to aquatic invertebrates

&4
CA 8.2.5.1 Reproductive and development toxicity to Daphnia magna v
A summary of all available relevant and compliant data for propoxycarbazone- s@lum on lon&@rm
toxicity to Daphnia magna is presented in the table below. ©
Table 8.2-9 Long-term toxicity of propoxycarbazone-sod@n and metal@ﬁ{es to Daphnin magrg
&) O
K
Reference é\g

Test item Species Test design

static
renewal,
21 d, limit
test

Evalw%ed during
irst

E I'eV

B Daphnia

carbazone-
sodium

5\@
9
N
S

magna

%,

stati
renewat,
21 0S¢-
nse tes

Yes

Q/I 6508 0f

o0

K&@ 2.5%9/02 e

Studies shaded in grey have k{@ reviewed a@part 0

Dossier for the active s%%stanc

N

For information on sgidies &ready

please refer to co
medium and to t]@

10245-01)y
@& "\a% @
§alu HEe

@"”\g

Qé

durn% the 4

il sec@@n in the Ba%lme

ap%

N

Ro s1er§0 O

%&
9

r st EU re@aw ofpropox
O«

%\ Q C&

st El@review of

—01

2

s

> & o

%

ba@efsodium (in Baseline

)

N

opoxycarbazone-sodium,
uded on the provided data

(S
CA 8.2. @Reproducﬁye a§ de@opment 6@101@0 a@%addltlonal aquatic invertebrate

spec1es
No reproductive an eve oprnen X1c1f§gstud1@:on a
since propoxycarb%’ione 1nse%ﬁ01de@gld d
CA 8.253 D@elop%en@nd St é@}e uéj\ihzr jomus species

No studies @ developm t and oIy erg e ing 1ron‘&mus species are required since propoxycarbazone-
sodium is“not an 1nsec®4de an ¢ e&not sh& am@ectlcldal mode of action.

>
CA 82.5.4 Sediment d@%lm@ngar%ms@

s
No studies on s%@nen%d\weig org‘a@%ms 4§ required since propoxycarbazone-sodium is not an

insecticide an@oes%) sho@™an lng%CtICI@l mode of action and accumulation in the sediment is not

1 aquatlc invertebrate species are required
not show an insecticidal mode of action.

indicated. & >y QO &
G
@
& ect@n @ growth
A summapof all available relevant and compliant data for propoxycarbazone-sodium on effects on algae

is prese in the table below.
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Table 8.2-10 Effects of propoxycarbazone-sodium and metabolites on algal growth

EU agreed
. . Test Endpoint endp
Test item Species design [mg/L] Reference (SANC @0 67 g
2003<final)gp
. _ S
seudokirch- Ty 736 (Gl (1999 N
neriella 96 h Tt 108820 S B o
beapitata ® EpCso 1.57 (mm) M-042242-01-1 - Q &) %,
Propoxy- subcapitata @ o\ @
carbazone- X ®8261/Ol@ §Q\ \g@ ,KZ@
sodium
& h(w%}g Q N
@ Q X
Anabaena 10771 @
flos-aquae 96 h EdCso m)b Q @1647@ 1 & @@Ye%@x
5 . B KCA8®p.1 /(@> N
| Q ¥ & (@9)
woi | Pt || b S &6
subcapitata ¢ Cso 2400 Xn) @ %007 0131\9 $
IR @} N % @(c/s&gy\z 6.1 S
a &x 4
o = @ g )
MO5 Scenedesmus 7 h Q @Cso >%2 ( *f% R 742 . %@
subspicatus @Eb %@ 62 @ @I 01 A Yes
Y — («@ QKCA D. 6 5 S
. % -@-(2006
Pseud(?klrch— - o @%CSO 00 (n(@i) X'301%4210 9
MO06 neriella - |~ 72h @E (\ 10 @hom S ”\1\/[_29% § New study
) . \
subeap l?\s@ @§ < @ 5 KEA 8261706
S 7 @ I < I (2006)
Pseuﬁch@) \® &ﬁzrc«g@@ 10@@0@ f@@ N 1210
MO7 neyella | 721 D \1281243.01-1 New study
) E@o > 160 (nox ) & Ma2S
peap: o P « & ’# S’ KEA826.1/07
F o E T e | e
A8 Preudokind? | & & o § S (2006)
M08 nerie, \%h K30 30-8(gmm 30201210 New study
5 o @Cse239 (flom)
subcgpitata S B S M-281220-01-1
) (Q% @ SRS ©© KCA 8.2.6.1 /08
o O ¢ F O .0 T |
N . (1998)
Peudofitch- ST QiS00 Gom) DOM 98049
M10 c% neriella 9 % M-006193-01-1 Yes
@ subcapitaté? Q @ E‘@) > 108(nom)
S
N O O KCA 8.2.6.1 /03

NG
2 formetly Selenastrun’l%gﬂpnc@tum@ @ N
b Endp\nt is reported based @’dens@} onl[éi %Cso &rresponds to a biomass endpoint

¢ geometric mean o@ihie measured fest ¢ trat@
Studies shadef@rey hﬁ%@ beegytviewed as %@ f the first EU review of propoxycarbazone-sodium (in Baseline
Dossier for t ctlvg\ubs ce R:010245501). .
&

For info t1 st es al&@gy evaluated during the first EU review of propoxycarbazone-sodium,
please gefer t (&1 ﬁndmé\sectlon in the Baseline Dossier P-010245-01 included on the provided data
an&@@) the Mono g@ph

&
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CA 8.2.6.1 Effects on growth of green algae

To complete the data package for algae, additional studies with metabolites M06, M07 and MOS8 on green
algae Pseudokirchneriella subcapitata were performed, which were not submitted during the first Oﬁgex I6

inclusion and are submitted within this Supplemental Dossier P-010245-02 for the propoxycarbaz @
sodium Renewal of Approval. The studies are summarised below. 5 Q\
@
& ° &
Metabolite M06 AN S O o
R ° @ fr{\\’
Repore ke AR G
Title: Toxicity of MKH 6561-sulfonamide acid to Pseudol@merlella sub@?pltat@a an @
growth inhibition test @} & @ Q©
Report No: 30181210 % ) & © &
Document No: M-293396-01-1 N Q @
Guidelines: Commission Directive 92/69/E nex @t %@3 "@al Il@bltlgﬁ%{est"@
Official Journal of the El@pea m ties No. L d Decém be
1992. - OECD Guideline for T 'ng 0 S, S@lon 2 "A roy th

Inhibition Test", ad J %‘ %Nelm r Tes ing of: @ls,
No. 201: "Freshwater Al Nnd C@noba 1a, " q,glft rev

October 22, 2004, N
Deviations: None ©Q (Ei% o @ § @g @Q §‘9 @ @)
GLP/GEP: yes @% K @\ > ®§ r\@ @@ w@ N
9 QD
Executive Summary Q@ ‘\& © @@ x@ @Q S @ Q%

The purpose of this test was tov?letel‘mme t @mhl ry effect of the te tem,l\@(H 61 Sulfonamide

Acid on the growth of thei{@hwatp@ greey lga CCl es Pseuy rcl% zell%@subc tata. Exponentially

growing cultures of this unicell algal specig&Swe -@ pos&to geome?ﬁxz serggy of concentrations of

100, 32, 10, 3.2 and 1. @ig teﬁm/&an contr@ densny@nd t%mhl ition of growth in relation

to control cultures W@ det&rmme t pet%d % hougs, and thus over several algal generations.
@ \ .

N
The 72 h E.Cso {&d se @kzrc@nenel@wubc@ztat@é&po § l\@ 6561<Sulfonamide Acid was
oft

determined to b ased on nor%\mal céhcent: te@bitem, the no observed effect

concentratlor@NOEC) ba:s\gd on &ﬁ%’avt@e wa@’oo n@’/L @ @7
& XS

A. MATERIALS ©© . N N
1. Test &aterlal ©\ %,Q @g@ @é
Te@m: o\@) QQ MKH @61 S@ﬁ)namlde Acid
]%:scription: § O @Soli@whit@)wder
“bot/Batch #: -PU-01; Origin Batch No: M00102

Purity: (& A g %w@v

@@ o
¢y
2
Y
3
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3. Test organisms:
Species: Pseudokirchneriella subcapitata

Source: The algae were supplied by the

Germany.
. S S
The algae were cultivated in the laboratofies of IBACON un{@
standardised conditions according to t]%eb test guideli @Q )
Initial cell concentration: 5000 algal cells per I@ test medlulg %\ \°\ & @
Acclimatisation: These cells were tak!ﬁ from an e@onentlally @Vm§e—cwk%re, &
which was set u@% days prior @w test star@t the same c@itio@&p
as in the test. Q O v @
@ ? Q0 &
@ > "\@ & DN NN
4. Environmental conditions: N @@Q %Q g\f @J& @6 S *
Temperature: 23-28C & @Q Q@ o @@7 ©§ @ I
Photoperiod: Co&ﬁﬂum&“ﬂlum@tlon [} &% QO w §@
N,
Light intensity: @8 Lu&%mea&@ah@%mg&@@%@ 76@ux éﬁ O
pH: @0 to&%&@% (tes@ Starty \@ § @@ S %@)
Q92@96®5t$® § &© ©@ ©@ N
. &
Hardness: @ (i%ll ré;mo /L (24 ) 1 CO@) @@ é%
kN g N -
o\@ @ @Q §@ & @% § @ @t&@
R
B. STUDY DESIGN, @@ &2 O @@Q@ = é « &
1. Experlmental tr ents § Q@ N §’ © &
The effects of @l Swg%namlde A%ﬁ“on P@eudok@ la sﬁ@apzmta were evaluated in a
72-hour statxg@lest rfo o at n@mna@ nc atlo f 100 2,10, 3.2 and 1.0 mg test
item/L, and a ted eontro },?Test Vessels (gﬁ}ep @@tes p@test @ﬁcentra‘uon and 6 replicates in the
control) were 50 mL Eglenm contAin 1ng 30°mL @lgal s@ensmn per replicate. The test was
starte@ inoculatiop’ef a assQt 5000 alga]é%] permL @t medium. The test vessels were
incubated for 72 heurs in ‘awatex bath the algae suspensigns were continuously stirred by magnetic
stirrers. Addltlo@ one&repl e pexgest c@entr@ on was prepared without algae to provide as
"blank” for the &pectraphoto rica@easﬁi@mm@ and bated under the same conditions.
@ O & .Y o,
Q O o O N \ @
¥ o K 2
2. Observations @ %f 9 @

24,48 and 72 hous of expysure@and were ngfeplaced. The cell densities in the samples were
de%rmmed by spectromtom@lcal measur&yient. For the determination of algal cell densities, the
absorption of @é‘blanks W ubt@%d f@n the absorption of the samples with algae.

The cell d ty m\%le cdirtrol was coug@ted by microscope after 72 hours test duration. Based on the

counted e¢ de@fnes & baséd on thdetermined absorption of the control and five dilutions of the
o e s

controkd lineairegression was performed for the calculation of the cell densities in all other samples

meagtyed ro;@;om&t tcally during the test.

F@he géﬁermine@jon @@n influence of the test item on the algal cells, from the test concentration of

Deﬁnc@olumes ofthe %@sug&ensmr@@om@ replicates and from the blanks were sampled after

100 st item/L a sample was taken after the test period of 72 hours. The shape of the treated algal
cells tompared to the control was microscopically examined.

The pH-values were determined in the test media at the beginning and at the end of the test. During the
test duration the test media temperatures were measured daily in an Erlenmeyer flask filled with water
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and incubated under the same conditions as the test flasks. The behaviour of the test item in test water
was visually determined daily in all test concentrations. Samples for the determination of the
concentrations of MKH 6561-Sulfonamide Acid in the test medium were taken from all test

concentrations and the control at the start and at the end of the test. @o @@
N o>
. . S & o
3. Statistical calculations @ S . S

The ECs values (the concentrations of the test item corresponding to 50%\inhibition ot@y weight (@
(biomass) or growth rate for frond number and compare@o the controg\and their 95 % co 1 enc&
limits were calculated by Probit analysis. N

*”\g
For the determination of the LOEC and NOEC, the ¢alculated grov@l rates and fig b@
‘:é §the il 1an@

@

test concentrations were tested on significant diffet¢nices to the @trol ValuesQ ult@le

N
Sequential t-test procedure (ToxRat Version 2. @2 01- 20059\ @ @
¢’ @ O @ 6 \% 2§
5 LS
© %@ & @x b@ T & o
. RESULTSAND BISCUSSION S 9 @7 >
&N @ & %,
A.  FINDINGS & & Q
\a§ fo& (avémge for all

Analytical data: At the start of the te £90% %the %maktﬁst r@l@
test concentrations). After 72 hoursst d%atlon % o € noyl ues average for
all test concentrations). Thus, during thegtpst pefipd o @ hm@ ae W@ ex a mean of 91%
of nominal. Therefore, all rep@@d restits ar«@selated nonfinal c@ ent@jtlon of the te®1tem

%
In the lowest test concentrat@n a H&l Va@ @) of n@nmal was f@nd onsidgfihg the mean

recovery rate of 83% of théwespegtive for@ﬁc le@> it c@@e ass%’medg at thiy slightly reduced
value is not result of wreng pr@atlo@)f thiflest @@cen&@ ossg%f testoit\ . Additionally this test

concentration is belowgthe NO d@rm%@l int test§a
S é IR e & &
%, Ry .
The 72 h-E.Cso NC@ Va@es for@[%@ﬁl Sul ona@lde @ are@ given below based on nominal

concentrations

% N & L
QS PSS - @@ &
Parameter o\@ 4,\@) rowth Y U
(0-72h) » s @@mm@ s@,na"é@ Acid mg,L]
E.Cso _ 2 (@ Sy > 18@’ (\\@ %j@
E.Cio Q ©) K©w &NO S °®\ @
NOEC &) o Dl gl 7w

N N N
KQ N N
B. .OBSERVATIONS @ & Q@ N
At the mlcroscop@examlnatlol&g? the ghape Q{%e algal cells after 72 hours test period no morphological
difference was gbserv %e‘iﬁ %@gae g@wmg in the test concentration of nominal 100 mg test
e control.

item/L and th@ al%@lls i @
@ @ ©
Mean c@ens@s ane\%nhlb@n of growth rate over the test period are summarised in the table below.
SE Ty




Bayer CropScience AG Propoxycarbazone-sodium Document M-CA, Section 8
Ecotoxicological studies on the active substance

July 2014 Page 38 of 150

Table 8.2-11 Mean cell densities and percentage of inhibition of cell growth of Pseudokirchneriella
subcapitata exposed for 72 hours to MKH 6561-Sulfonamide Acid

Test parameters Control MKH 6561-Sulfonamide Acid [mg/L]

P - 1.0 3.2 10 32 1 &Goo O
Mean cell densities (0-72 h) (x 10000 cells/mL) 195 191 195 189 203 @ 1960
Inhibition of growth rate p (0-72 h) [% of control] - 0.4 0.0 @Q%S - 0&7@ A0

0 Q

- % inhibition: increase in growth relative to that of control S N
&% S & «?
The growth rate in the control cultures increased by a fact@f > 391 withn 72 hours, \coa®ien @
variance for section specific growth rates must not exceed < 35% (was 20.8%), for thg) holeRst peuod ib&
must not exceed < 7% (was 5.5%). The validity criteri@ccording to QQdeline OE@ 2014ge th ore@ﬁ}

fulfilled. &° @ S . >

> \ &
1L GO CLUSIONS” AR BN
The 72 h E.Cso for Pseudokirchneriella subc itata@pos@f)o M@ 656@Sul onamic@%&ci@ s &7
determined to be > 100 mg/L, based on nom;%al 6&gcer@tion the t 1tern§e n&observ eff
S

concentration (NOEC) based on growth@w@i@mo mg/L. & & %\ v
> D
SEESIRSIR Y RO
N

& @ S S §@ 2
Metabolite M07 R o S S O S
@ & & 0
Report: ] | 2006:91-281243-01 ©
Title: Toxicg’% of MKF 3 ] eudokirchn@lla s&Q@lpitat@in an algal growth
inhiyjtion test & Q° R <& @\y\?
Report No: 3019121(@ 2R RN RS
Document No: @28 1243°01-1xx,, ‘ Q %\ Q N N
Guidelines: @om ission@ectﬂ@?@’EC, Ajinex @rt C, @5 " Ai%a] Inhibition Test",
N) Offigigl Journal ofthe E%opean“@m @nities No. L A, dated December 29, 1992
(O CD &idel{le for stingQ¥Che i als,tionw\’lg, No. 201: "Alga, Growth
@© ibitign Test®) adopt Ju%ﬂ, 19@; OEED Guideline for Testing of Chemicals,
@No. 2064 "F hwa%r lg‘g§ d C@obactia, % wth Inhibition", draft revised
" Octgber 225%04. @ o

Deviatio;@ r@% § @7 . @Q § ©\
GLP/GEP: yes  ° NEE N

QT N & YN

Executive Summﬁ@? @ @ @,&9\ . %@J ©© Q@
The purpose of @Bis testwvas t eter@@le th@nhibi@ry eff&t of the test item MKH 6561-Saccharin on the
growth of the shwa erg al spec@Psezi}okir hneriella subcapitata. Exponentially growing
cultures of iy unicellular algal @ie re )g?osedgg a geometric series of concentrations of 100, 32,
10, 3.2 an@1.0 mg test-iten/L &d a control, €ell @sity and the inhibition of growth in relation to control
cultures were detem@@d ovéga tes@eﬁo@f 72:hours, and thus over several algal generations.

N > S S
The 72 h E.Cso fo@lPseudokirchiherie ubcagitata exposed to MKH 6561-Saccharin was determined to

be > 100 mgé@sed 1) no ﬁ‘\'\) tion of the test item, the no observed effect concentration
(NOEC) basehon growth e was 100 nag/

@ @j§ RS
QO
NN
N @ @Q B | MATERIALS AND METHODS
& £
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A. MATERIALS
1. Test material:

Test item: MKH 6561-Saccharin @o @@
Description: Solid, white powder Q\ g
Lot/Batch #: Product code: AE F159737 00 1B99 0002¢Batch No: l\&g@ O@@
Purity: 99.9% w/w v Q> @
< O o 2
© &% O &
2. Vebhicle and/or positive \e Q@ < ©\ %@ &@
control: n/a & Q %@ NSRS
isms: @ & & VO &
3. Test organisms: SN Q o & )
9) S
Species: Pseudokircl@iella sub
Source: The algad'were sfip

0

7 Gegnany\ >
T}@%lgae\§ere @ivgt& in tl@[ab A
@da@éﬁed c@ﬂitio@accg@ing @e t@ui@nes@)
Initial cell concentration: 5000 @éal cells p ML t@%me%@n @@ @Q Y
Acclimatisation: @ Tlé?e cek@@we‘lﬁgﬁﬁen xpo@r@tial&ro%n} pre-culture,
§ Whic s set Up 3 days priddto the test start at tl® same conditions
o éas iI@@e tes@ Q S @ o\(@ )
o 9 § & @% Ko < N
> v X
4. Environmental diti‘@ 9 O 6@ O S
Temperature: @ @3 é@"c § §’\ é S
' § .9 @
Photoperio@@ \© Q> C(Y%ftinKo\as ill&m?lati@@
Light int@ty:@;@© %© 8&%@){ (r%an value), © &
pH: ¢, &) 7.9%0 8.2&%‘(5‘(@’ >
D @§ § €710 9.2 (test@nd) §@ S
Ha%ness: @\ &\ §0.24é§201£>=2§img&§w CaCo,
s &8
QRS T NS S
oY ¢ L ¥ © . O @
B. STUDY@@ESI@N ©@ O Q\ S D
1. Exper@tal treatn(%nts Q§ @'jf' L2 . %@

The effects of MK@S& Sacchagin on eucjﬁ@r}chneriella subcapitata were evaluated in a 72-hour
st@%toxicity tesﬁperfo@ at fomi ons@}trations of 100, 32, 10, 3.2 and 1.0 mg test item/L, and
an untreated control. T&t vesSels (3geplic {63 per test concentration and 6 replicates in the control)
were 50 mL \@’ eyer flagks corfaining30 mL algal suspension per replicate. The test was started by
inoculationf a bigmass 5000 ¥gal gslls per mL test medium. The test vessels were incubated for
72 hoursdnra water batkand t alga®Suspensions were continuously stirred by magnetic stirrers.
Additipilly, @?Trg{g@ate test concentration was prepared without algae to provide as "blank” for

the ip@ trophyto ical surements and incubated under the same conditions.
S
¢ & <
2. Obs tions

Defined volumes of the algae suspensions from all replicates and from the blanks were sampled after
24, 48 and 72 hours of exposure, and were not replaced. The cell densities in the samples were
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determined by spectrophotometrical measurement. For the determination of algal cell densities, the
absorption of the blanks was subtracted from the absorption of the samples with algae.

The cell density in one control was counted by microscope after 72 hours test duration. Based (;ri@e >

counted cell densities and based on the determined absorption of the control and five dilutions S

control a linear regression was performed for the calculation of the cell densitig in all other s@ples K
@

measured spectrophotometrically during the test. S ©)

o . . G S S
For the determination of an influence of the test item on the algal cells, f'rI%l he test congentr: of
100 mg test item/L a sample was taken after the test period of 72 hours..[te shape of, t\l@ treated algal

cells compared to the control was microscopically exad. @& é}” @\\ @@ @
The pH-values were determined in the test media at the beginning é@ at the end, ¢Pthe et Dl@ig thé
test duration the test media temperatures were meag@gred daily in g ErlenmeyerQlask filted Wa@b
and incubated under the same conditions as theég@%ﬂasks. The behaviéyt of @ tesm in test water

was visually determined daily in all test concentgdtions. N @ \ w\?@ @

Q O\ o,
Samples for the determination of the concel@ﬁon M@ﬁ&iﬁacc@?ﬁn i@he test%ned%ﬁ?lg were

taken from all test concentrations and the %ontrol%& the @ﬁ% ar@ the@d (g the te@ @j @§ o
NSNS
SN o &6 . O AP &
3. Statistical calculations @Q (iix é\g @ @9 S @
Based on the calculated cell den&es thé®,Cso and %&6 an@aheir @ o@denc@i imit&%vjere
RS O ©© N

Yo-C
calculated by Probit Analysis. 2 @@) & ©©

Y @
For the determination of the"ROEC and C, th@éalc&a‘[ed @%’th@tes an@mea&iomass at the
test concentrations were t?gsted oftsigni r@rene@ to thécontt Val&@ by %e Williams Multiple
Sequential t-test proceduré (meair biomiss onferrony tstest wth@ates) T oxRat Version 2.09,
q proceduré ( ) aferronitsfest (growthates) (&

2001-2005). @
S @@@ S F Ty 8
& I RESULTS %ﬁﬁ)IS@USSI(QJ S
: o . o A Y
ONNEN N N
A. FINDINGS Qb o & RS
Analytical data: At th@start & the %st 106% of sgef@ho“@l test@)nc%@ations were found (average for all
test concen;té@ons). After72 hows test atiofl 06% o tlﬁ@min@’values were determined (average
for all te ncentratiops). Thus, during'the test per@ of 42 our§he algae were exposed to a mean of
106% of nominal. T ore@&ll re&;ted ré%lts dre rel@&ed to Igﬁminal concentration of the test item.

0 v
S @ ©
A @
S ARG . -
The 72 h-E.Cso agpd N 5) = valyes for MKH @’61;S®char@’are given below based on nominal

concentrations. ©© Q\\ Q\ é’@\ @@
«@% o & @% ?&@ s

Parameterx @\ %

(0 - T2y S S

E.Cso ﬂ@% @%

ECio L O &

NOEC o SO & <

A
N
B. SF%@ATJ§NS X
At tl% mﬁcopic examination of the shape of the algal cells after 72 hours test period no morphological

differen as observed between the algae growing in the test concentration of nominal 100 mg test
item/L and the algal cells in the control.
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Mean cell densities and inhibition of growth rate over the test period are summarised in the table below.

Table 8.2-12 Mean cell densities and percentage of inhibition of cell growth of Pseudokirchneriella

subcapitata exposed for 72 hours to MKH 6561-Saccharin ﬁ©
Control MKH 6561-Saccharin [mg/
Test parameters : 1.0 32 [\©1 0 32 @@ @»Q
Mean cell densities (0-72 h) (x 10000 cells/mL) 195 204 181 9 167 KZ\O} QSS
Inhibition of growth rate p (0-72 h) [% of control] - -0.8 1 ig% 2.6% Q0.6 @ Oxé@

- % inhibition: increase in growth relative to that of control ©@ @
mean value significantly different from the control (Bonferronkt-tes owever, as e is 0s
* | gnificantly different from th trol (Bonf ?t t, p<0. 05\% @ e;o\ﬂ &
response relation, the significance is considered to be coincidently and not te@l m related sﬂ\g Q Q&©

The growth rate in the control cultures increased b@ctor of > 391QW1 72 I@Jrs, @ coefficien

variance for section specific growth rates must not exceed < 35(@Wa§% -8%qgyfor tha,whole fest @od it

must not exceed < 7% (was 5.5%). The Vahdlt}é&rlterl@%cog@g to@%ﬁdel@ OEED 201 are ther

fulfilled. & o Q S <\ %

@Céﬁa@s\lo & &% : § S @j§>®@
~ O e & 3§

The 72 h E.Cs for Pseudokzrchnerzell@sub@zmt%&pos& n&@l 6 @9 Sa rin @% detéymined to

A

be > 100 mg/L, based on nominal c@%centraﬂon e t%t itemsdie n seréﬂ eff conge céntration

(NOEC) based on growth rate WB@IOO\Q@%)/L &@ Q& IS ©© N
S @ ¢ @)
S %)
. @ N ©
Metabolite M08 F R O
, X &
Report: : -2006@ 281920-01°,
Title: of M2 : 4rd B igg to Pse klrcl%erlella subcapitata in an
Report No: @Q G @ @ §
Document No: @© 81229-01-10 §
Guidelines: @’Jomﬁhssmn@lrect ve 92/69/ %EC@HCX I@rt @3 ""Algal Inhibition Test",
o\@ Official Journal offhe Eu@pean omm@ntles @ L 383 A, dated December 29,
&@ 1&2 @ line for Te@ eml , Section 2, No. 201: "Alga, Growth
ibitign e t'", ado @% Juane7, 1984. OEED Guldehne for Testing of Chemicals,
@ 0 204: 'éz %d C obacteria, Growth Inhibition", draft revised
(0] er 22320043,
Deviations: @ Iéé%b NS @@7 ©\% § @@Q
GLP/GEP: &7 @os O .

S S 9 X & @
Executlv@ mary ¢, O @

The purpose of this te@v determine tlnhl,bﬁ@ry effect of the test item MKH 6561-4-Hydroxy-
Saccl@ﬁn on the growth of: frei@/ @reer@}gal species Pseudokirchneriella subcapitata.
Exponentially growing culliires $this @ncel fak algal species were exposed to a geometric series of
concentrations f@OO 2,10 % andQ.0 mgest item/L and a control. Cell density and the inhibition of
growth in rel tmgo tro ture&Were@etermmed over a test period of 72 hours, and thus over several
algal genera@o S. @onc rationSof 100, 32, 10, 3.2 and 1.0 mg test item/L correspond to the
geometrlan §ymeasu ed C(@centratlons 0f93.4,26.6,7.3,2.2 and 0.72 mg test item/L.

@ @for I@udo chnerzella subcapitata exposed to MKH 6561-4-Hydroxy-Saccharin was
determinedto be 30.8 mg test item/L (based on geometric mean of the measured test concentrations), the
no obse effect concentration (NOEC) based on growth rate was 7.3 mg/L (based on geometric mean
of the measured test concentrations).
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B.

1.

L MATERIALS AND METHODS

MATERIALS & &
1. Test material: > @Q\ v
Test item: MKH 6561-4-Hydroxy-Saccharin @JQ AN ©®
Description: Solid, beige powder % ©@ @Q\ 2
Lot/Batch #: Batch Code: AE 136¢277-PU-01; %%gm Batch k@\MO(ﬁ&Z &
Purity: 99.0% wiw g & § & &
5 © s Q& WP
@ Q& . &© O @
2. Vehicle and/or positive @@) ) & o @}
control: n/a @ Q} N @y 6\ o R
sms: & & SRS SN
3. Test organisms: ", @x @ @Q A
Species: Pseuc%vrchrf&’ ell< cha ta S > Q@ ’
Source: Thga%sgere sipplied @ the;

o , Ge anyg,
R Th@jlgae syere cultivat the@bo a@rles db A@O under
@  standardi%ed cq@tlon@cco@lg to the te 1d@gnes.

Initial cell concentratiorfs, 5%00 @%al c&ls per@p tesg%edlu &
Acclimatisation: | © @ Th, 8 ere%tilken from a%ﬁpon@la§€?owmg pre-culture,

o % hich 6& up prlgxto the Test stardat the same conditions
é%f ¢§ %;% inthetestey” ' Q&S
& < § @ ©§y e o
4. Envn’onm@l Qg@lthB@\ % \\ \ @&

Tempera@re @,@ © &3 %@ §

B
Photolf@rlod ) @muo@ﬂlun@atw@ @,
90

R R
Ll@ntensny @Q § Lux (m@ Valﬁ ran@ 6830 to 7440 Lux
pH: S O A8.0 @t st@ A
@ % @ ‘Z&o&&@%s‘cen% &
HardneSS@ R S N 054 @ml/@ 24 @p/L) as CaCo,
@ SN Q\ @ >
NN~ @
ST YDESI@ o O
% % @ @ N
Emerlmental treatmfg@ @\ Q §

The effects oé@l 6561-4Hyd —Sa@arin on Pseudokirchneriella subcapitata were evaluated in
ont

a 72-hour ity perﬂ%mned@t nominal concentrations of 100, 32, 10, 3.2 and 1.0 mg test
1tem/L eate Test@essels (3 replicates per test concentration and 6 replicates in the
contro ere er flasks containing 30 mL algal suspension per replicate. The test was
startﬁ lat of a%@t\omass of 5000 algal cells per mL test medium. The test vessels were
incgmted @r 72 s in &’ water bath and the algae suspensions were continuously stirred by magnetic
s@@rers. dltlonally, replicate per test concentration was prepared without algae to provide as

"bla or the spectrophotometrical measurements and incubated under the same conditions.
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2. Observations

Defined volumes of the algae suspensions from all replicates and from the blanks were sampled after
24, 48 and 72 hours of exposure, and were not replaced. The cell densities in the samples were
determined by spectrophotometrical measurement. For the determination of algal cell densities @ @
absorption of the blanks was subtracted from the absorption of the samples w1%algae @

The cell density in one control was counted by microscope after 72 hours te uration Based on

counted cell densities and based on the determined absorption of the con 1 and five dll@ons the
control a linear regression was performed for the calculation of the cell Qﬁ ities in all Gther s@lple%

measured spectrophotometrically during the test. ©) g}g \ @Q @

For the determination of an influence of the test 1ten& n the algal c@ from the 1&ét conc§?1tra of &

100 mg test item/L a sample was taken after the teg@period of 72 fiours. The sh@e of tl@trea@@ alg@k
cells compared to the control was mlcroscoplcamlned Q @@) Q @ @
The pH-values were determined in the test med1 at the begi \ng at tl@end the, t&sat D ?%g the
test duration the test media temperatures w ed day ask ﬁﬁ%d th water
and incubated under the same conditions %‘t e t ﬂas%ﬂhe@@law@ of th @t water
was visually determined daily in all testgOoncentrations, Samgples’ forthe d mmatlon of

concentrations of MKH 6561-4-Hydrgxy- Sa@harm@ the te me@um were tal@’fromall te
concentrations and the control at the@aﬁ giﬁd at t@ﬁnd@the %1 @ N

Q @ S
3. Statistical calculations @ N w\g@ @%} @j@ @® @ ©© @©
Based on the calculated ceﬂ§n jties th@Cso gnd E: %@gjo and@eu 956@ co@dence lets were

calculated by Probit Ana@ﬂs

SN ‘%
For the determination of the @EC d Ni thé §ed owth rates an@nean biomass at the

test concentrations @te tesgp on&gnlf@ant d1 feTenceSsto th@ontr@walu Ssby the Williams Multiple
Sequential t-test @ed@e (gro nd B§1f61 t-tegf (mean biomass) (ToxRat Version 2.09,
Q @
2001-2005). < S N
& @\ s % Q} & N
S o om © RESULT&AN@IS SIQN
.9

R X
A. NGS O § @ @ S
Analytlcal data: At thistart gfithe test 101° f th&no al tests ncentrations were found. After 72 hours
test duration 62% offie nominal yalues were d r ore, all reported results are related to
nominal and the géometicime th easui%d co entr 5 ~ s of the test item. Nominal concentrations
of 100, 32, 10, and mgAAEst itef/L C(@espm@ to th@eometrlc mean of measured concentrations

0f 93.4,26.6,73,2.2 d 0.2 mg: \snte@é @

The conc%@non of the %est 1te th 1&%@ medgp of nominal 1 mg/L were actually below the Limit
of Quantification. Howeyer, thésk values w d since they were considered reasonable. This was
not congidered to 1n% nce @ integrity ot@le stirdy, s1nce this test concentration was below the NOEC
determined in this test. @ ¢ @

I

S &&\Q

The 72 h- ErC@rC aNO OEues for MKH 6561-4-Hydroxy-Saccharin are given below
based on n@%&mal the@eom&ﬁqc mean of the measured concentrations.
&
% @\Q )
Par@er @@@ o @ Growth rate p Growth rate p
©-72 h(§ MKH 6561-4-Hydroxy--Saccharin MKH 6561-4-Hydroxy--Saccharin
(nominal) [mg/L] (geometric mean of measured) [mg/L]
E.Cso (95% conf. limits) 36.6 (27.7—-48.5) 30.8 (22.8 -41.9)
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E.C10(95% conf. limits) 12.3 (5.0 - 18.2) 9.2 (3.4-14.2)
NOEC 10 7.3
LOEC 32 26.6 O &
N g
S
B. OBSERVATIONS @b @ QQ
At the microscopic examination of the shape of the algal cells after 72 hours tes@jperiod no @Qrph gical
difference was observed between the algae growing in the test concentratio@f nominal 160" m %5@
item/L and the algal cells in the control. v@@ @x %\ \°\ @@ @
SIS
R © SC)

Mean cell densities and inhibition of growth rate over @ test periodare summaris@”in th@abl%) &ow@
%gl@ @f N & @}

Table 8.2-13 Mean cell densities and percentage &finhibition @l] gagth 0 Pseulrchigé@lla@

° R

subcapitata exposed for 72 hoursg&) MKRA4561- ydpix,,y-Sae\c? rin© N

N Cantrol @y~ MKH 65614-HydEoxy-Saccharin [mg/L}
AN 02 3.2 10 ¥

Test parameters %

1. @00
1

Mean cell densities (0-72 h) (x 10000 celiymby” N 86 |1 4 %05 & |13 H2e

‘o
&
22
2

Inhibition of growth rate u (0-72 h) [% of dantrolf & b LIS 472+ 84.6*

- % inhibition: increase in growth relativg to that®f contrel RN @\)f @@} $ W\;@
* mean value significantly different fro@the @ntrol oy illian@t-tes 0.059 O Q) AN

@ N @ S @© (N
The growth rate in the control@ures Ecrea@d by a@?jactor%f > 19 vx{)itl@j;n 72 é?}ours, the coefficient of
variance for section specific growthrates @%‘[ no@xcee(@; 35% was@j%g% or thegywhole test period it
must not exceed < 7% (was 2.2%). The V@idit}@teri&accor@g to %uldelgfe\OE@ 201 are therefore

R

fulfilled. @ o
ulfille é\” @@@@ @@ §@ w;\ é& & &\@
& & 5 dovagiow e

& A
The 72 h E:Cso %@Qfﬁse %kirc eriel%subc@tamg&pos to l§ 6561+4-Hydroxy-Saccharin was
determined to b&’30.8amg test item/L asedon g%i@netri«@mean the féeasured test concentrations), the
no observed éffect concelgggation& ECybasedph gro ragg was @3 mg/L (based on geometric mean
of the m@ed test coo e tfa\@s). o ©© N \@
AT IR -
CA 8.2.6.2 Effects on growth of aradditional algal @cies

For information@n stydies alrggady e&@uate@urip@he fir%EU review of propoxycarbazone-sodium,

please refer to corresp ndir@ect' in t@ase]ﬁ&e Dg@@ier P-010245-01 included on the provided data

medium a the Mono rapl;@@ O@@ %,

Further st@dies are not-equired: N
S N &9

% ST
N\ T ey T8
CA 8.2.7 Effegts on aquatic m phyites
A summary (@l av, i“l%b%le r&evantiand compliant data for propoxycarbazone-sodium on effects on
aquatic macrophytesJs presentedsin the tdble below.
o S o ©§’ ®
AN % Q
S A

& &

&
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Table 8.2-14 Toxicity of propoxycarbazone-sodium and metabolites to aquatic plants
Endboi EU agreed
. . Test ndpoint endp
Test item Species design [mg/L] Reference (SANC @0 67 g
2003<final)gp
L B R
Propoxy- Lemna 14-day, (1999 . \Q
carbazone- : static- ECs0 (biomass) 0.0064 (mm) 168338 S B o
. gibba S) &)
sodium renewal 0 M-6Q9972-01-1 - o é\g
N @’Aszwm@ § @ o
. < (I o) [ S
pOxy Lemna 7 day, E:Cso (frond noy  0.06664 (nom) Q DOM 23 @ Q&v @
carbazone- ibb tati 016 1-1 & New study
sodium gibba static ECs0 (frond are 0453 (noncgk ) \@ & @@
. ~KCA &2.7 /C% R
144, o @ S o . - .
Propoxy- Myrio- static E. % % Q (20 © @ @&
lwmQ Q
carbazone- | phyllum water- e % o 704@)245 % ev§udy
sodium spicatum | sediment E@“ (W“’&‘ ?%@92 n\ @ - 05- @0% S
t
system | (R i SRS > KEAB2 o
N > S (19@@ N
Lemna 7 da§@ ﬁo\j@ C@%}) @® %@ >
Mod gibba stafe | % 14‘2@“)& &2 o Yes
-~ O N @ N XKCA89T /03
D > N
TP S -
Lemna 7 d&y, © . DOM 9
MO3 gibba | stltic > @Eyg’ >@ g{’? O 0185@ 01-1 Yes
ng A .9 O < §@ s KC{@N/M
7 ddy NS
MO06 @:“ @é pidot S K@) EC@M% 5 N Yes ®
R | ssudy . & O]9
L@ 0,
P & & @ & N o @@ @ I 2006)
S Lemna f 7 &y, O 30184240
Moo AN gibl®@ ‘Static |, @QQO ?\@0 (g:% ] M-281240-01-1 New study
DY SN O KCA 82.7 /07
=2 SERN .
o & é§ L s & o I 2006)
*& emndy ay, : 30194240
Mo7 | gibha Ostatied)* %Q\ECS%%\I 00 Gom) M-281250-01-1 New study
A o & |9 o .S KCA 8.2.7 /08
N I
\y\’ L $ Q%d Y, &l Q@ @ 3020%%%6)
emn aysy
Mos gibba @jsta&i @ g 100 (nom) M-281362-01-1 New study
< & ) KCA 8.2.7 /09
& $ > I
q N O RN (1999)
@ Lenpmna 7 da¥y DOM 98114
M10 @ @bba% 5 ECso > 100 (IlOIIl) M-009757-01-1 Yes
§ @ 3 KCA 8.2.7 /02
a Th&4esult 06 presente% in the final list of endpoints (SANCO/4067/2001-final) was obtained from a non-GLP
pilot stu Lemna and was submitted to RMS Germany on request during the first Annex inclusion
(SANCO/4089/2001 rev.0-2 (05.12.02)). However, as a new study with M06 on Lemna is available, the endpoint can

be replaced by the result of the newly conducted GLP study (ECso > 100 mg/L, [, 2006; M-281240-01-1).
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Studies shaded in grey have been reviewed as part of the first EU review of propoxycarbazone-sodium (in Baseline
Dossier for the active substance P-010245-01). Other studies are part of the Supplemental Dossier (P-010245-
02).

&
For information on studies already evaluated during the first EU review of propoxycarbazone- sodkg
please refer to corresponding section in the Baseline Dossier P-010245-01 includ@g, on the prov dgt
medium and to the Monograph. @
\
An additional study on the most sensitive species Lemna with propoxycarh%y%ne -sodium %ais co§ ctegf@

in 2004 (. DOM 23101, M-001604-01-1) to dem@trate techniéal equivalence, 5f th\\actw @
substance after the change of spemﬁcatlon of propoxycarbone sodiungye Chmcal T@ lu% &

average growth rate derived from the new study were 664 ng a.s./L @ rond nums an a S. @k
for total frond area. As the new endpoint is slightly 1q \@ than the c@tent EU eanmt he rlsk@
assessment provided in M-CP, Section 10, Point QS(’)‘O 2 should{e baseg;on the@)wer.lde@t as v@%st
case approach. . &S @ 6 AN
N 9 Y & S
. : Q. @ %
To address data requirements according to Commis Re@ﬂatlo U) ﬁ) 283/ 136}1 nal Qtﬁdy

with propoxycarbazone-sodium on the dicetyledongus aduatic %crop 1\@ hyllum spicatupSas
0

conducted. The study (_ @13); %401 60%@2 li&seveal a slightly higlier but
overall comparable sensitivity of dicotyiedo to t m the st sensitive
endpoint results from the studies w1t]& emn@yit is &Qn51déf°ed a opl‘la§J @@5 n gﬂ)ba in the
risk assessment; no further testing With M@pzca@n (m@boh  formiuilation) s ne@ssary\

@ N
Furthermore, to complete the éi% pack}ge f@Lemna addlt%nal i@%es &yith r%etaboht@ MO06, M07 and
MO8 were performed. N N <

@ © @ §@ > Ko @ @to\’
All studies that were no%ubml@ durgyg the@rst eX I faklusian process and@gat are submitted within
this Supplemental Dosgier P- 0@24@&2 for@le pr XyCﬂ{F&ZODQOdI@ Reng%al of Approval are
summarised below. g .9 % @ 2 o @
> >N Y @

Propoxvcarba%ﬁ)@ej-soxﬁ\m > § Y
Report: , & ‘ } :2004;M5001608:01
Title: RH 656 daf grow; E%LG@M gibba G3 in a static test
Report N& . DFE ' o N
Document No: \© N S
Guidelines: @@Q OEED No 1, Lepina C{@vth Ir@lbltl@ Test (Draft October 2000), under
canyiderdtion 0&@% ney raf@del July 2002

Deviations: © @pone KN \
GLP/GEP: ves O SN Q9 2 @©

=) N NN

) & @ .

Executlv&mmary N R @ N

Q
The aim of the study.was to erm%e th@@%{ic@of MKH 6561 (propoxycarbazone-sodium) to Lemna
@)

gibba'§3.

3 x12 fronds per @st concentr v@exp d in a chronic multi-generation test for 7 days under static
test condltlon nom ntratipns of 1.00, 3.20, 10.0, 32.0, 100, and 320 pg a.s./L against a
control. The on&g f t an is qu ied by measurements of frond numbers, dry weights of plants
and frond

The pH ‘ﬁle ged om 7 () 8 7 in all test levels and the incubation temperature ranged from 23.3°C
to 23. & g@n additional incubated glass vessel over the whole period of testing (mean 23.3).
Rec ies 61@& measured in all freshly prepared test levels on day 0 and in all aged test
levels o 7

After 7 days, the ECso for average growth rate were 6.64 pg/L for frond numbers, 4.53 pg/L for total frond
area and >320 pg a.s./L for dry weight of plants. All values based on nominal concentrations.
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B.

1.

. Observat@

L. MATERIALS AND METHODS

MATERIALS o
1. Test material: . @ N
N
Test item: MKH 6561 (propoxycarbazone-sodium); tethnical @Q S
Description: White powder @JQ S o\@
Lot/Batch #: Batch number: 05649/0054 S & & 2
Purity: 96.3% @, & @«z}g\ O S
V& &S
SN %
2. Vehicle and/or positive %@ Q& . &© R @© @Q}
control: n/a Q 2 & @}
. 9 NN \ 9 NS
3. Test organisms: & @f@’ N D \% N
Species: Lemna gé% ({9@ L @% .
Source: In- hoa%: lab@to 3 %
obtsgnedfmm

. .. Q> N N \.v
Acclimatisation: ock@altureﬁ are nﬁi&mta @ terilferconditions @lass

Q dls@s filled, with@pX é[ er cofistant BLlurnmatlon of

@ 6500 - 10000 lyxvand ténpe forsa minimum of
%@ tﬁree wWeks. ngfifers&are re@l arl into frésh medium to
% &pro%é% g&@}hys &0 colonies @e r@@%ulurﬁ@
S N S
D & & < E

© O
4. Environmental gonditigns:
i S8 S
Temperature.@ L . O 23§ 234
Photoperiod:y \© &\ Contin&g%s 111& thination

S
Light int@c?ity:@;@ %© @335“@3?: (n@h f al 0§§nea@rements on day 0)

pH: . © N %@ 7.6 8.3 Epst staf®); 8.4 8.7 @t end)
> A
A & & o SIS S
STUDY DESIEN N S s
9 @ S \&,@J (S

Expenment@trea@nts N) @@’ .
stoh

A7 day stagg toxicity te Lemna gthba wésperf @ejd with test concentrations of 1.00, 3.20, 10.0,
32.0, 10Q5and 320 pg p \baz_@ o@?m/L d an untreated control. 3 replicates per test
conce %on and comgol wgi;st@und he sa%qe conditions. Test vessels were filled with 20X
AAP miedium and gplants, prefesably CQQ stm@)f 4 fronds each (for a total of 12 fronds) were
as?&cally addedsto eac t yedel. Ves@s were kept in an incubator at a temperature of 24 +
2°C’during the 7-day st@dy. @\
@° SN <

NS SR
Fronds were oof &fed @@ tota@%nd ﬁa was determined on study days 0, 3, 5 and 7. In addition,
visibl an 0 \\J n pgnt d pment were observed and pH was measured. On day 7 also dry weight
wasgd determ 5‘*..

les ere an@&se@r the actual concentration of propoxycarbazone-sodium present in the test
mediu @?t each treatment level and in the control on day 0 and day 7. Aliquots for the day 0 analyses
were pled from the prepared volume of each test treatment level. At exposure termination, the
fronds were removed from the test vessels, the contents of all three replicate vessels were combined,
and the pH was measured. The combined test solutions were then submitted for the day 7 analyses.




Bayer CropScience AG

July 2014

Propoxycarbazone-sodium

Document M-CA, Section 8

Ecotoxicological studies on the active substance

Page 48 of 150

3. Statistical calculations
Growth data, based on (a) average-growth rates of frond numbers, (b) average growth rates of t;igf
area, and (c) average-growth rates of dry weights of plants were used to conduct the statistical ahalysegs
Calculations were carried out using Microsoft Excel spreadsheets.
Statistical analyses, LOEC determinations, and ECs calculations were cond@d using a ¢ @Emer@l
computer program ToxRat Professional (2003) with conclusions of statistic4bsignificance based\o a
95 percent confidence level (a = 0.05).

I1. RESULTS AND@SCUSSI(&;
o

A. FINDINGS

Analytical data: The quantities of MKH 6561, me
found in all freshly prepared test levels on day O 1
and 107% (average 100%). In 7 d-aged test ICV%S ana

s

as free

n eference to. @p 1n‘&kconcq&tr ran bet¥en 91
al Qgﬁmgiﬁv\v’ere r@ andy

1(%%

i

O

101%) of nominal. All results based on nomina onagntraténs of@(‘ﬂ

The ECso, NOEC and LOEC values for

nominal concentrations.

@‘fxo@@@@

wee

KO N .

6%d (pr@oxyc&@azo%odu&% ar@qve%elow @ed on

»@@@

Endpoint

Averag@ow rate r

M KH 656Nug a£/L]

ron n

yer

J A ge rowth rate for

& welght of plants
561 [pg a.s./L]

ECs0(95% conf. limits)

.64&025 - 4@.1) @&

a
ort d
‘OMKH 6561 g a.

. P 2,320 (84.0 - n.d.)

NOEC "~ 109 Soexet O © 1.0
LOEC > 23 7 PN s N 32
n.d = not determined thematggil rea®ns > N @
The LOEC determma@an lx@ed ON%SH&% dathalys@ §2 @& @@j
6 S K %
B. OBSE@VATION% A S I A
<& & SN

Smaller and curled fr

e%bs

the highest test con@ at10ﬁ§ one

grved o “ys%g%d for te

We%l

cr otic frondiwas o

moncentratlons of 3.2 and 10.0 mg/L. In
day 3 and two necrotic fronds were

observed on days &and 7 %,
A
Frond number@ﬁal ﬁ@nd €3 andgdisy cights oglant@,nd their percent inhibition based on average
growth rate dre presented i e@ low. © %@
@7 °\@ Q @ N
N N
. SO S
S ¥ & Q
G
ENE,
¢ & ¢ &
AN % Q
S A
& &
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Table 8.2-15 Frond number, total frond area and dry weights of plants and their percent inhibition based
on average growth rate after 7 days of exposure to propoxycarbazone-sodium
Test item Final frond Total frond Final dry % inhibition
concentration no. area weight of average average a&ge S
[ng a.s./L] (replicate (replicate plants growth rate | growth rate th r@
means, day 7) meanzs) (replicate for frond %01‘ total @ or
[mm?] means, day 7) no.  (yfrond area [“dry v@ight
[mg] § ant;,ﬂ
Control 102 861 1417, -f\ﬁ o 12 A
1.0 98 747 129~ 2@ 1 49, Z
3.2 8 314 @o @'s* w75 O 3%, O
O &
10 25 191 Q65.1*. &072.91* ©324%
J @)
32 20 146 Q%@’ 5.6 N s &
‘0
100 14 125 7 & @.9* _8.0%- 143 4*
320 15 27 © @5 4 @ @ 91. %‘i@ﬁ 0 91.4¢ Q 37.8%,
* Results significantly different from control (bas%i on ]ﬁ@me&@?/lultlpdl%t te% o= OQ§) © @
\ > OO S o S
e @l' N ~ & RS
The validity criterion for the study w @ fil é& é\a @\ @
* the doubling time (T4) of fr num@r in the cg&ol m e 1@ tha@ 5 dﬁwa&@3 days).
9 9
o Ty Py
" H@QO cLUsIONs<” ., @
@ N %v @ .9

so§m f@\a grov?\;\\fh ra&were@ﬁ ng/L for frond

ar&@nd >590 u@s /L{or delglqgof pla& All values based on
&

@
&

After 7 days, the ECsy of p?epoxg%arbazo%e

numbers, 4.53 ug/L for@tal f]&@l
nominal concentrati(@

Report: < ;2013;M-466605-02

Title: ©© 101ty®f proI@(yca{Qonelum @ the aguatic @ant Myriophyllum spicatum in a
@tatlc @sowth@hlbn n testawith a p&'@@@ ing pha&

Report No: .. P 1040245 . IS ®

Documen }%@ @666 @ § ©\

Guidelines® stud <%seda&n the ring tesiyprotocol for a proposed test method for

@ie ro%te tICo iophyllum spec., 2009 and ring test protocol:
sta@ardn@ fom\gy estéa ing é@t substance impact on rooted aquatic
@ ropl@es,
Deviations: @one S
GLP/GEP: © yes ©© Q Q\ @\ @7,@

% @"@”

R
Executiv@mmary - ©\
The putpose of this test wa dete@’nne gé h%tory effect of propoxycarbazone-sodium on the
Veget\ve growth of the f¥‘és Wa@ aquati plafd Myriophyllum spicatum in a static water-sediment

system. Followin@a 7- day prezpooti gphasecplants of Myriophyllum spicatum were exposed to test
concentrations@f 0. 95% 05 7, 33 angd, 100 pg propoxycarbazone-sodium/L and an untreated control
under deﬁni onditipns. mh@ltlom&rowth in relation to control cultures was determined over an
exposure p@iod 4 daye whefelthe plants were incubated under controlled environmental conditions
(20 + 2°C>16/8photopiriod s

Recoveries ofgropoxycarbazone-sodium were measured in all freshly prepared test levels on day 0 and in
all aged tesgfevels on day§

The ErC @alues for growth rate were > 100 pg/L for total shoot length, 63 pg/L for wet weight and
>100 pg/E for dry weight of plants of Myriophyllum spicatum following 14 day exposure to
propoxycarbazone-sodium. The 14-day E,Cso values for yield were calculated to be 57.0, 29.2 and
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64.2 pg a.s./L for total shoot length, wet weight and dry weight, respectively. All values based on nominal

concentrations.

L MATERIALS AND METHODS

A. MATERIALS

B.

1. Expmmer@ tre@m

@day&tlc tagicity;

05, 9.%4% 31.3 and 100" nug propoxycarbazone-sodium/L and an untreated control. Five shoot apices

from
with sediment (prepared according to OECD test guideline 219 with added N and P nutrients at a

concentration of 200 mg nutrient/kg dry sediment, pH 6.9). The pots were placed into 2 L test beakers

and the test medium (Smart & Barko Medium, pH 7.5) was added very carefully in order to avoid any

. Environmental @Jldlt@

1. Test material: v b N
. : MR S SN
Test item: Propoxycarbazone-sodium; technical_ \© 2N
Description: White solid VC@ @ g}f Q\\ @Q &@
Lot/Batch #: Batch code: AE 0298618-01-09¢ Origin Batch No: 2012-008382 O
. @ S Q S
Purity: 95.1% wiw Q O <
@ > \@ & DN & Q@
. Vehicle and/or positive N 9" N N g @6 NS
. Q LU N N & @
control: n/a % @@ Q@ S @g <\ %
. Test organisms: w\% \@ N > ) § @j §@
Species: M Kop um § atum& & Q
Source: &Q Ti g:%lants ere Qggm d@ﬁ'o , Geggnany.
Acclimatisation: Q'Th lants f the tp @Jre a@ mai mod@ged Andrews’
@ me%iml @htal 3‘%@ @ﬁunde@ten @on ions. They are
c%ltur under contmﬁous il a@on at 6 Q0000 lux and a

(&tem tur@ange 8520 to 25 °CS
@§ o & % < @
2 > \© S o W2
§ 9 °C @th%@ day@exposu@e pe@1§d
Photoperlo(@g &\ 6% hggx 8 }kd\ark @ @& <&

Light intéfsity: € @ o &447@@ (n@an v@) W16§ran@e of 8870 - 10000 lux

Concesfration (@7 DISSKTVC%@ 6 7.8 @/L atfest stgrt é,(;\’

Temperature: &

Ox @ N - 7 6 mg/Lon da A
&%% @ .9 _ 96-B3%6mgon 10\©
@ & a8, 6\©3 0 thg/L %ﬁest e

oxygen cent ns were measured on day 4 and appeared

@ @Q @Q . Gaall @wen@ ions@nd the control. Therefore, it is not considered

@@ \\ a;@st 1t@> effegt; No adverse effects on the plants due to the low
% § 0 n c@centl@?lon were detected.
pH@? \@ R 7@§ at t@ staj
% § @ @ @} onddy 4
N > 8.5R9.5 gprday 10

& @@A 9.8 Q\ at test end
% § N g

STL@Y D@GN@ ©§’ ©

en @

st on Myriophyllum spicatum was performed with test concentrations of 0.95,

Ithy culture plants (without any flowers) were carefully planted into small plant pots filled
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A.

Analytical data: At@?he
test concentra@’s ). Sg,corr osmg cou%
nominal Valges were determined @%rag all

stable und

The E@ig,)/zo/m, NOE@%ﬁd

concentrations.

. Observations

. Statistical calculations

disturbance of the sediment. To induce root development, the plants were incubated under test
conditions (20 & 2°C; 16/8 photoperiod) for 7 days. After the pre-rooting phase, two of the five plants
in each test beaker were removed leaving three in size and appearance homogeneous plants per test_
beaker (= replicate). 3 replicates per test concentration and 6 replicates per control were prepare
Before application of the test item, the test medium was changed in all replicates to reduce gr
micro-organisms. Defined volumes of the test media per test concentration wegg removed i h
replicate and carefully spiked with the respective volume of stock solution tgpbtain the resgpectlv
concentrations. The day of application of the test item was designated as %ay 0 (= start (@the ) T%
plants were then incubated for further 14 days. o % @

N
@ @

X &
At test start (Day 0), Day 4, Day 10 and at test en{% @ay 14) the

o
of§

\
v

@
& o
t length aréﬁghe le%th

ght st pla%%

measured at the test start and at test end. Any sublethal sym chl 051s CCIOgIs

recorded twice during the test (Day 4 and 10}and at@he en@f thi%est Agtes @‘he &Klstené’éy of
roots and their appearance were also record @ @

Samples were analysed for the actual co ntratf@n o@pm{)@rba ne-sodi
medium at each treatment level and mQ% con@%l at%he star@nd 7%3 en\c@f th
oo o g

@’

\
Q @
shoot above the sediment was measured for all S. Fresh and

1@ t teat
ium p " en @’h§§@
Q
“”\9
@c%leld@nd t&@ 95@0n%@we QQHS @e caée?]ated%y Probit
analysis.

For the determination of th&4- ys\LO@ nQNO 7 Value\s)@ﬁlgr&@ant d@fferenc@s at the test
concentrations compared@g) the €dntro %lu @ere tested by the W@I’ch @st (t%@ shoot length) and
Williams t-test (wet and\dry \glght) r spe ely
For the determinatiothof the 34 OEr
concentrations co red tothe w tro lues
tested by the Wi st. \

The statistical @alu &0 baséd onq@e mean, Valu&ﬁner ré&mat@ @

The softwargyrsed t rfo@n the @mtlst&@an@sls way To '«“.\ Pr@essmnal Version 2.10.05,
ToxRat® %olutlol@(}mb@ O

S

N

FINDINGS >

The ECiop0/50 for growth rate

Er Valu 1gn1 cant d@ences at the test
tot@szhoo@length Qret Wéﬁght and dry weight were

@ @
§1 E&[@T@ND&C@ION
S QS
S \ S &

@)
of § tes @% Oﬁﬁe ngfinal concentration was found (average of all
e demonstrated. After 14 days test duration, 85% of the
t cogeeéntrations). Hence, the test item was sufficiently
st. Th ref&e all ?epoﬁed results refer to nominal concentrations.

\

e cond1t10@5 of t

Q
I@EC Va@es t@uel@nd growth rate are given below based on nominal

@ o Y &
Endpoint @ %Yleéﬁ “Growsth Yield Growth Yield Growth
@()tal (tot oot | (wet weight) | (wet weight) | (dry weight) | (dry weight)
@ @\ lerigth) length) [pg a.s./L] [ng a.s./L] [pg a.s./L] [ng a.s./L]
& Ing as.i ¢\© [pg a.s./L]

14-day > | S s > 100 292 63.0 64.2 > 100
(95%(cont. kisdits) | (43.8N78.2) (> 100) (12.8-69.8) | (35.0->100) | (26.7->100) | (83.4->100)
14-day E@) 17.8 513 10.6 152 5.01 13.6
(95% conf. limits) | (10.1-24.8) | (38.5-60.9) | (0.674-20.1) | (1.94-285) | (0.226-12.9) | (2.01-30.6)
14-day ECjo 9.69 32.8 6.26 7.22 1.32 3.06




Bayer CropScience AG Propoxycarbazone-sodium Document M-CA, Section 8
Ecotoxicological studies on the active substance

July 2014 Page 52 of 150
Endpoint Yield Growth Yield Growth Yield Growth
(total shoot | (total shoot | (wet weight) | (wet weight) | (dry weight) | (dry weight)
length) length) [ng a.s./L] [ug a.s./L] [ng a.s./L] [ng a.s./L]
[ng a.s./L] [ng a.s./L] & &
(95% conf. limits) | (421-152) | (20.3-425) [ (0.110-13.8) | (0.267-16.6) | (<0.95-4.92) (<4@5 - 9.@@
(W)
14-day NOEC 9.77 9.77 9.77 9.77 ¢§9W @ 9.;{@
14-day LOEC 313 313 313 313 313 IR Q;%
= O & 2
B. OBSERVATIONS ©, < SN
: N @ @ Q\ @ @

Over the whole test period no sublethal effects were regprded. All pl&% develope@@ealth@oots@d n&
difference could be detected between the roots of th céyntrol and th@xp pl its. Slc@ shoot§?
frequently occurred in the control and the lower c@ntra‘uon ranges. Wath i ncre sing st itefn
concentrations, the number of side shoots decre&ed T}% side @0‘: l@ths weke c& der&é*in the t tal

shoot length evaluation. Q @ v
& & @ A O Y
The test media were clear and colourless. N SN
D & Q s . ° & ¢
Yields and growth rates based on total s@t 1@ W@Nei%ﬁ; and @ we&ght aft d@@ of §sme
and their percentage inhibition are pre@tedq&l he t\@%s befo @ @ @
Table 8.2-16 Yields and percenta@mh@tlon @Myr@vyﬂu@wa af8§f4 of efcposure to
propoxycarbazon@odlum @ & Q
Test item X Y;&d base@lﬁn { .2 &% 1nh1ﬁt10n
concentration total sho@ @ina@? §§@ inal dry X?rage@ Q@?rage average
[ng a.s./L] length welg Qytights) S yield fos @eld for yield for
(re@aate @)@ e 1cate @eplm\n}te " sheot - final wet final dry
& . .
& ns) S eagj m@ws) lehgth weight weight
Slemfe> [mg fing] @ &2
Control @© 3@ %3047 @§ S 81.§Z @ v - -
O ) N
095 D S0 2] YmsS |o ed O  @s 243 6.2
3.05 , 9 372 2 gy & Ps @ | @2 5.7 4.7
0728 My &) %92 S6le” O 63 43 246
31.3 55 o | A 3640 LS 415 N 30.1 % 65.3 * 49.2 *
100 @9 119 @ 23r U 7 67.4 ** 75.4 * 51.4
- % inhibition: 1ncrease 1 j\%&/th@ﬁltlv {&that of con ‘§

N
* Results 51gn1 rent fdm co&trol ( ased on.V s@ test, o = 0.05, one-sided)
** Results signi 1cantly differ fro ntrol@ase%@@ We@t test, o = 0.05, one-sided)

N
& @ § @ & &

§@@%§

@%

@&\%%é@@@f
O N 9
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Table 8.2-17 Growth rates and percentage inhibition of Myriophyllum spicatum after 14 days of exposure

to propoxycarbazone-sodium

Test item Growth rate based on % inhibition .0
concentration total shoot final wet final dry average average Qa@glge S
[ng a.s./L] length weight weight growth rate %owth rate gth rite
(replicate (replicate (replicate for shoot or final @for f@
means) means) means) length  @p>'wet weight dry v@ight
[1/day] [1/day] [1/day] SO ¢
% ? ° Q J %
Control 0.130 0.114 0.088 - g D N D
0.95 0.127 0.104 0.086" 2% 99 9 08 |7
3.05 0.128 0.114 087 SR 200 O Si7©
9.77 0.128 0.117 %.072 Q L& § 2.3 © ISQ@
313 0.119 0.060 |9 0056 & 8% Y 4P D 269+
100 0.076 0.050 /@2)055 iﬁ?l 9 *%y é@g.o N '37.2
- % inhibition: increase in growth relative to that of tontrel ~ @UU o & % o
* Results significantly different from control (baég on V@Tha&@test 0@ 0. (& one- s@ed) ) @j @&
a \ S & O & ©§
Validity criteria were not defined at pe@rm ﬁ&e of %o W\? <

+  The validity criterion under discussién duritng performa
plan (at least 50% growth c@npa@l to tlig initi eng
Compared to initial va @(100%) contfd! v

total shoot length, we

The E,Cso values for
>100 pug/L for dry
propoxycarbazon
64.2 ugas./L fotal
concentratlons

N

Metaboli% MO06

\

o

v
@©

S

Report:
Title:

Document
Guidelines:
v
Deviations:
GLP/GEP:

@
Q
Report No: %

9
‘oxici

st"

nor@

yes

AN
th r4& w
ht fgplants

o @
S

Ghhi tfon t
30118%40 %

M@fﬂ%@ | @
@ewse Propaesal for & ew @D Guideline 221: "Lemna sp. Growth Inhibition

ght aiid d@vel ht, respe 1ve

@ > %7 @
a. @VC&?USIO@S %

@)

S

IO@g/L

b\

M ?%p Zlum s,
yC5o\ ues f&r yiel
éot I@gth f@%t WK@T an

tes@ S
of t@est @1@ meﬁne%@ the study
bio&s@ss in@he corftvols) was met:
aft P T4 d@ o135 42% and 355% for
o\@
<
BN

\25@
NS
O

shoot @gth&’} ug@ for wet weight and
tum fBllowing 14 dgy exposure to
ere@a culafed to be 57.0, 29.2 and
w@ght @@ec%@%’y. All values based on nominal

@’

tot

MK1@6561

ctob@’zz
AN
@)

& @

INAN

1249-01
A@§Z the aquatic plant Lemna gibba in a growth

Executive Sll@ma@
The purposg)of

Acid onwi@ gi@ es‘%\;@s 0 @

st a cont

expos
test 4
and dry

growth r

@%
S

Culgy

@L@

<

Y @

X

Acid was analysed after 0 and 7 days.

rminﬁhe inhibitory effect of the test item MKH 6561-Sulfonamide

of the freshwater aquatic plant Lemna gibba in a static test design after 7 days of
emu%glbba were exposed to nominal concentrations of 100, 32, 10, 3.2 and 1.0 mg

r@ The response of the plants is quantified by measurements of frond numbers

hts of plants to determine the inhibition of growth for growth rate of frond number and for

¢ of dry weight of plants in relation to control cultures. The test item MKH 6561-Sulfonamide
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The 7-days ECso values for Lemna gibba exposed to MKH 6561-Sulfonamide Acid were > 100 mg/L for
growth rate of frond number and for growth rate of dry weight, based on nominal concentrations.

L MATERIALS AND METHODS 4, @ ©©
Q\ g
A. MATERIALS S RS
1. Test material: v \Q
. . : A\ S K« o
Test item: MKH 6561-Sulfonamide Acid %y \© 2N
Description: Solid, white pOWdCI?C@ @ g}f Q\\ @Q &@
Lot/Batch #: AE 1234964- PU—Q] Origin Batgl No MO001 Qg@ O é\g Q
- 0 @ & o R O &
Purlty: 99% w/w % Q o & & Q) @
Q'?Q} N @@) ) \© & @@}
AR
2. Vebhicle and/or positive é& @@)) %Q é% @%@1 @6 SN
control: n/a %, @) AR S <\ o
3T L N LB @ R IS
. Test organisms: %, N \\ > % o
Species: Le@%a {ﬁ}a Gvig@ o\& & >
Source: @th p(%ats W&‘%sup@%d &
Q Gerrnany S © Q) .
9 QO L N
Acclimatisation: @  Theplant®are @wat@@l (%@ﬁabor%ries@lB/&CON under
s %and&@ased conditions acc ing @the test guidehines. Plants are
(&pre @ure@gor 14 @ays un%er @}con& ns. @

> & N
4. Environmental @ndﬁ@ @6 \© é 'S \@
Temperature: & § 23~ 4°C > ©§9 @ S &
PhOtOpCrlO@Q &\ Contlnu\\us 1ll&m1nat1®€@ @&

Light integsity: @ o @7933@ x(@anv ), rase: 6@30 to 8440 Lux

%

Y
pH: 2 @ R @76@& stafé: 8@@—89 t end)
o X N
A K SRS \@Q O
B. STUDY DE@N SO A & @$
1. Experimental tre ts § > \% N
The effect @@ lfom,mld 1d e&@e a@gjzbba were evaluated in a 7 day static toxicity

control t vessels (3,repli centtation and 6 replicates in the control) were 250 mL

test Piﬁ;ﬁﬁ‘ed at nmnln@COﬂ@tri;ﬁ of @ 3 @(\ 3.2 and 1.0 mg test item/L, and an untreated
est
glass flasks with @t 170 m 2{X AA& W@Medium per replicate. Colonies consisting of 3

fronds were transferted i randomis om the inoculum culture. Each test vessel contained a
total of 12 fronds. Test%ssel@ere in ba for 7 day under controlled conditions.
N & @
K & Q
2. Observati @

Fronds were ¢ Klfed @? tot ond %%a was determined on study days 0, 3, 5 and 7. In addition,

Visibl an n plan d%@)pment were observed and pH was measured. On day 7 also dry weight

was@eterm@d

G
The (@values were determined in the test media at the start and at each observation day. During the
test duration the test media temperatures were measured daily in a test vessel filled with test medium

and incubated under the same conditions as the test flasks. The behaviour of the test item in test water
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was visually determined at each observation day in all test concentrations. Light intensity was
measured once during the test.

Samples for the determination of the concentrations of MKH 6561- Sulfonamide Acid in the test >
medium were taken from the test concentrations of nominal 100, 32, 10, 3.2, 1.0 and 0.32 mg}e@ S
item/L and the control at the start and at the end of the test. The lowest test concentration of al &
0.1 mg test item/L was not analysed, since it was below the 7 day NOEC, de@nined in th' G st

N
3 S § %
3. Statistical calculations Y N é\g
The ECsp values (the concentrations of the test item co(gpondmg to @% inhibiti \z%f @N igh®
(biomass) or growth rate for frond number and comp&red to the cm@%l) and the;;% S %—@bnﬁ &e
limits were calculated by Probit analysis. @
For the determination of the LOEC and NOEC @S the calcu ed <%@)Wth%tes a %e test &
concentrations were tested on significant differsgtes to the ¢ rol % @@/Iulkzg@
Sequential t-test Procedure (growth rate of fn&nd nu@er ar@?groyx% rat@\g dry@@lght oxRat
Version 2.09, 2001-2005). % @ @ @ @’ @g @ o
@
1. &jxms@s ANQ\DIS&@ISS@J & o S
SN & O
A. FINDINGS @Q & @ N § § @
Analytical data: At the start of the t@ 94% of th 1 test cen@' Swere @nd (aVerage for
nominal test concentrations ofg@ to 1@5@1@ t%lteng s tes@ra i@ 95

0 (} the nominal
values were determined (averag&Yfor nominal test con@ntraﬁons 0 100 mptest ¢ L). Thus,
during the test period of 7 days'the kemna were e sed tpya medh of 9 o of I@nm%l@ Therefore, all
reported results are related {@nomh@l copgentr ] o&the teét 1tem% @ @\:@

R
The ECso, NOEC and @EC w@es ﬁ%@‘f\/{KHQ% l@.\lfonﬁmlde@md dre glvém%low based on nominal

concentrations. N @ @ S

£s.88 MR @
Endpoint @Q @ G¥0wthgatef rondaumber > § “Growth rate for dry weight

@ &1 MKH 6561 Sulﬁgnam1@§ﬁc1d g/L]1S> MIH 6561- Sulfonamide Acid [mg/L]

ECo & D sy U o | ey > 100
7-day NOBE" & & & 032 & O 0.32
7-day LOEC O & O &K D 1.0

N T

o> o & &> &

YL e 5

B. OBSERVATIONS
Q

The shape offronds and co@nie@er i"rQ‘ st pério o7 days was not different to those in the control up

to and incfiding the n (fRal te@concerat mg test item/L. At test concentrations of 10 mg test

1tem/L3&nd above col@@es w%e de@sne N

?7
G
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Table 8.2-18 Frond number and dry weights of plants and their percent inhibition based on average
growth rate after 7 days of exposure to MKH 6561-Sulfonamide Acid

Test item Final frond no. Final dry weight of % inhibition .0
concentration (replicate means, plants (replicate growth rate for | growth fate ford>
[mg/L] day 7) means, day 7) frond no. dryWeight U
[mg] 0-7d (aftét 7 dzgdd)
Control 173 214 Y DN
0.1 194 23.5 1. O &y 2
0.32 186 269 o 28 A ey b
1.0 145 15.5 R 67 @] Jud o
3.2 102 @0.6 E 198+ © | N 2y o
10 90 93 Dux® & L 28950
32 78 RGN O YR
100 71 o @9 i A e 34.9%
- % inhibition: increase in growth relative to that gf cont @U Qb o Q) @ &
* Results significantly different from control (bage oﬂ%\hllial\ﬁs Mul@le Seq%ntifll @st; 9\9: 0.05, one-sided)
¢ N 0.8 &S 8
The validity criterion for the study wa&lﬁlé . é\g § @9 § S @ &
* the doubling time (T4) of fr@%d num%@ejr i tﬁe c%trol \t be@”s thafe2.5 @s (w{qs\ﬂl.& days,
corresponding to an appr@dmat@\\@ 14.43f0ld i@reasﬁ @gs). S ©© N
§ o\ @ q @ & &@ O @ @ @
o ég @§9 COLU@ONi § @ \25@
The 7-days ECso values for Lem gibba exp to @—%fonanﬁﬁe Acgddwere > 100 mg/L for

growth rate of frond nl@ber fo§ wt@h@jate o@ W@gﬁi‘ght, baggd oorniim]b concentrations.

& <

SO RPN O e & D

Metabolite MO7.5 &y © N Y § N

S S @
Report: & . £2006;M@281250-01 @7};
Title: S Jeity ef 6961 -Saccharingsto the@¢quatisplant Lemna gibba in a growth inhibition

A ) ) & . o O

Report No: \Q\\O 194%%0 é\a Q %\ % RN
Document No: OM-281250-Q3°1 S )
Guidelines: 2 ed osa@&oﬁr abiﬁv OEED G ine 221: "Lemna sp. Growth Inhibition

@  Toest", @gtober 82,2008 O W
Deviations: 9 <%on%© O Q\ o O
GLP/GEP: yes N 9 @

X7 ¥
S R R

Executive Summary@ AN @ @K \©
The p&%ose of this test W?S?) determinefhe in@tory effect of the test item MKH 6561-Saccharin on the
growth of the fre%water a ati& ant fgmnagibba in a static test design after 7 days of exposure.
Cultures of Lemua gibba-wer poisg@“to noMinal concentrations of 100, 32, 10, 3.2 and 1.0 mg test
item/L agains@con‘é&l. T sponsé of f@e plants is quantified by measurements of frond numbers and
dry weights@Q pla@to fermin&the inhibition of growth for growth rate of frond number and for growth
rate of drpweight®@f plants in r&hation to control cultures. The test item MKH 6561-Saccharin was
analysedhafter @and VS, s,
The % ys @o val{igs fotbemna gibba exposed to MKH 6561-Saccharin were > 100 mg/L for growth
rate fumber and for growth rate of dry weight, based on nominal concentrations.

O

L. MATERIALS AND METHODS
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A. MATERIALS
1. Test material:
Test item: MKH 6561-Saccharin @o @@
Description: Solid, white powder N\ g
Lot/Batch #: Product code: AE F159737 00 1B99 000@ atch No: %@40@@
Purity: 99.9% w/w N
< S & .o
© &% O é%
2. Vehicle and/or positive \g @ O @\ @ @
K T S & S
control: n/a & ® %, Q> @)
i @ & o0 R O A&

3. Test organisms: Q o & & © &@
Species: Lemna gzbl&3 \ R RO 2 @
Source: The planwereé@pph&ﬂ%y M

Germany S & AR @& o °
Acclimatisation: The plants age culm@tedg%e la%orat@ of IBACO@n

B.

1.

%
. Obser@ions L@ Q @

stagdardise con@lonchcor to fh@ test de%ggs. Plafts are
-cult %ased fi d Swunderitest c 1t10

> ©
4. Environmental conditio @Q &@ @@ @@ @® Q& @© @©@ o

Temperature: & s - A @

Photoperiod: &Com&uous@ﬁumm@ion Q @

Light intensity: 73(% Le&@}alu@‘an e%lOO% 76(@:

pH: Q> 4 —@ 5 (te art)&g%7 89 (te@nd) N

<&
s N @ @ N
STUDY @SIC@ o & &® > S
o) SIS @
Experlm tal tre@’ments & @\
The e %ts of MKH %I—S@n n Lemna gibba wege evahs@@e,d in a 7 day static toxicity test
perfoﬁa& d at nomm@conc@ratlons of @@ 32,90, 3.2%and J\Qng test item/L, and an untreated
control. Test Vess®(3 rep 1cat§§per telsd con@tratm and replicates in the control) were 250 mL
glass flasks wit “@bout 70 OX@ {Gwth I\leu@)}per replicate. Colonies consisting of 3
fronds were transfe @ d in adp do@@" er frof’the jnoculum culture. Each test vessel contained a
total of 12 {9 ds Test Veééls {e{e ineyl ted%@r 7 %y under controlled conditions.
Y &L e

‘”\g

Fronds were counﬁﬁ\b and total frond ar as. @%rmmed on study days 0, 3, 5 and 7. In addition,
Vi&@fe changes ir%lan@velogment Were o§rved and pH was measured. On day 7 also dry weight
was determin ©

N
$ oA @ Q
The pH-V@S were det med 11 the f&st media at the start and at each observation day. During the
test durafion th@s‘t a te@erauﬁs were measured daily in a test vessel filled with test medium
and in b ated@hder. the sa@condmons as the test flasks. The behaviour of the test item in test water
i
was %uﬁ ed at each observation day in all test concentrations. Light intensity was

@ure ce dffting @ test.

Sam;@ or the determination of the concentrations of MKH 6561-Saccharin in the test medium were
taken ffom the test concentrations of nominal 100, 32, 10, 3.2, 1.0, 0.32 and 0.1 mg test item/L and the
control at the start and at the end of the test.
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3. Statistical calculations

The ECso values (the concentrations of the test item corresponding to 50% inhibition of dry weight
(biomass) or growth rate for frond number and compared to the control), and their 95%-confidence
limits were calculated by Probit analysis.

For the determination of the LOEC and NOEC values, the calculated growth rates of frond n
growth rates for dry weight were tested on significant differences to the contr(é@/alues by th,

Multiple t-test Procedure (ToxRat Version 2.09, 2001-2005).

A.  FINDINGS

Analytical data: At the start of the test 95% of the nom@

IL.

v

RESULTS AND DISCUSSION .~

AN

¢ &

I test conceg@atlons weré@und ther &ays%

test duration 100% of the nominal values were det%?ed Thus, d@ng th test

Lemna were exposed to a mean of 97% of nomina

concentrations of the test item.

In the lowest test concentration a mean value 0& 6% (@no

recovery rate of 91% of the respective fortlf%tlon
value is not result of wrong preparation of this t%ﬁeonc&\&atlo@r 1
concentration is below the NOEC deterngined %&g is te@

The ECso, NOEC and LOEC value

LS

N %

sr©MKé§65 6 1\§cg§ﬂn agjg@llven@%b

on
l@el it@an be@sume th
og%f tesQi em%Addmo

>
ber a

tt's

X

riod f 7 days’the <

refore, %%repgrt@i result ar@\@ated% no@al

s@rm the
his slightly @ce <
nall

test

S

v@%dﬁon@%&l

concentrations. - %@ @@Jg) @O\§ &@Q § ©© ©©@ .
Endpoint R Gr te fg frond number th rate for dry weight
2 Q) K&Sﬂ-@cchan [mg/L] 656Baccharin [mg/L]
ECso Ny T < 287> 100
7-day NOEC S WS e S OSSN
7-day LOEC & & O 8w @@ d @ 32
AN R ey
B. OBSER%%I@S O O & & @@ @§ @
. © S >
The shape &f fronds and @om fter i€ test perlod@f 7 d@swa ot different to those in the control up
to and irfchuding the n,o@naLt\e@concentrat@ﬂs of 1 mg test 1te§1 . At 32 and 100 mg test item/L
necrosis was observ er§and @“&y&o@xp%gre é&
@ % N AP @b
o N P.U S & @
QOO O N O D
¥ o K 2
N § £ 0
& L Q@ Y& O
N AN NG ERAN)
N (g @\ R Q
@° N >
PR ) SR
& o &
& & & ©§’
AN % S
S A
& &
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Table 8.2-19 Frond number and dry weights of plants and their percent inhibition based on average
growth rate after 7 days of exposure to MKH 6561-Saccharin
Test item Final frond no. Final dry weight of % inhibition °
concentration (replicate means, plants (replicate growth rate for growth @5/ e fordy
[mg/L] day 7) means, day 7) frond dry®1ght v
[mg] 0-7d (aftét 7 dzgdd)
Control 174 23.8 Y & D
0.1 134 19.1 9.1 O e .7
0.32 139 2080 o719 A Uss8er by
D)
1.0 105 18.0 R 183 @] O & S
Q
3.2 82 @32 E 27.8% O SRS
10 80 182 D808 & . 98>
A CA
32 67 150 O S 3%t D) LN 17,0%
> 7 4 % @ EES
100 65 Q @2.5 5\9 A 6. 7* o 22.6
- % inhibition: increase in growth relative to that gf cont U % © Q @w N
* Results significantly different from control (bage oﬂQunneN test $ @

** Results significantly different from contr

(@bbase& Du t’s 1\@ tlpleéte t; m:©0 O@ile-s@gd) ©§

o
G &I F S " o
The validity criterion for the study fulﬁ@d ~ ®\ QO @ SO
* the doubling time (Ty) of rond %@mer the ¢ontro t béJess 2%&% (w}s 1.8 days,
corresponding to an ap@emmm@ %5 fold @l’crea@@ n L yS). & . é
D
o\ @
Sy @;@ géc USIONS $ &

rate of frond number

The 7-days ECso Valgr Le@a gkl @ exosed tg@'KHQéSM @%chaml wefe\,% 00 mg/L for growth

for growt@te QQ\' w&@ht@@

ed (@nomm concentrations.

N) N - 9 N @
O @\ N N RN

ite MOS S &Ly &

Metabolite M08, @ S N6 S & e
- B N D Z?
Report:  °s, - *@ 20, M‘Z@&'@{
Title: &@ T@xicity ©@MKH 6561 é*ﬂydré? Sac%harln,e Sthe aquatic plant Lemna gibba in a
Wt&%hlbl test@ %\ & %
Report No: 730203240 @’ © @
Document No: \/jél 36
Guidelines: opos@ for z@ew O&D G@ﬂelme 221: "Lemna sp. Growth Inhibition
@Fest" @)ctob&\ZZ @94 @\ S
Deviations: none© % @
; @ w
GLP/GEPLY ye@ S @ D> S
NN

Exec %‘i’fe Summar% @ ° G S

the Q@bitory effect of the test item MKH 6561-4-Hydroxy-
eshi@ter agitic plant Lemna gibba in a static test design after 7 days of
1bba were e®posed to nominal concentrations of 100, 32, 10, 3.2 and 1.0 mg
Th spon@of the plants is quantified by measurements of frond numbers
and dry weight lants To det€rmine the inhibition of growth for growth rate of frond number and for
growth #ate of §P t of@:ﬁnts in relation to control cultures. The test item MKH 6561-4-Hydroxy-

Sac%&ﬁ‘n was“nalyged af§g 0 and 7 days.
$

&

The purpose of this test was to &%rm
Saccharin on the growth of th
exposure. Cultiwes oflemn
test item/L &gainst@eon
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The 7-days ECso values for Lemna gibba exposed to MKH 6561-4-Hydroxy-Saccharin were > 100 mg/L
for growth rate of frond number and for growth rate of dry weight, based on nominal concentrations.

L MATERIALS AND METHODS @ ©©
@\ (g
A.  MATERIALS S RS
1. Test material: v \Q
: LN S SN
Test item: MKH 6561-4-Hydr0>é-8accharm % \© 2N
Description: Solid, beige powdelv @ g}” Q\\ @Q &@
Lot/Batch #: Batch Code: AE §%64277 -PU- O&rlgm Ba e@%o @08 C&©
Purity: 99.0% w/w % Q& . &© g Q) @
% ? QO @
\% S @ D N
2. Vehicle and/or positive @ @ 9" %Q é*’ @1&7 IS T
control: n/a %, @Q AR @ <\ o
3. Test organisms: w\% \@ \\
Species: Lé@%m {ﬁ}a Gwig@ o\&
Source: @he p(%ats W%%SU%' d
QGermany % S RN
Acclimatisation: @  Theplant®are Vat@l IBACON under

%and&@ased conditions acc ng @the test guidehines. Plants are

<
% (&pre @ure@gor8 s nd%r te@ond& . @
"\9

§ @ @QQ ~ &
4. Environmental @ndﬁ@ @6 \q;\ é & &\@
Temperature: & ) § 23 g 4°C > ©© @ @
PhOtOpCrlO@Q &\ ontlnu\\s 111& 1nat1®€@ @& §
Light integgity: @© o &12%@; (mgban valie), r@§: 6750 to 7400 Lux
pH: \@ @ %y\” %@’@ @tes‘[ 5@4); 8.8~ 8.%'[65'[\ e@?)
A ] RSN

. < NS
SR N

B.  STUDY DES NS Q@Q §\© S & @$

1. Experimental trea@@ ts S @@’ \% @ @j@
The effect 6 @ZH droxy- %@har@ on Lemna gibba were evaluated in a 7 day static
toxicity performed @no 1 co @O 32,10, 3.2 and 1.0 mg test item/L, and an
untrea@@ntrol Testyvess 3 reyiti ate er te%concentratlon and 6 replicates in the control) were
250 mi>yglass flaskswith abo 0 mL % @Growth Medium per replicate. Colonies consisting

of 3fronds were txgnsfe in a@nd stder from the inoculum culture. Each test vessel
contained a total of 12 @)nds@j\‘es‘[ vessels \@re incubated for 7 day under controlled conditions.
N N
5 & Q
2. Observati @

Fronds were ¢ Klfed @? tot ond %%a was determined on study days 0, 3, 5 and 7. In addition,

Visibl an n plan d%@)pment were observed and pH was measured. On day 7 also dry weight

Wasgeterm@d

Gy
The (@values were determined in the test media at the start and at each observation day. During the
test duration the test media temperatures were measured daily in a test vessel filled with test medium

and incubated under the same conditions as the test flasks. The behaviour of the test item in test water
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was visually determined at each observation day in all test concentrations. Light intensity was
measured once during the test.

Samples for the determination of the concentrations of MKH 6561-4-Hydroxy-Saccharin in the @o
medium were taken from the test concentrations of nominal 100, 32, 10, 3.2 and 1.0 mg test ite an
the control at the start and at the end of the test. The two lowest test concentrations of nomina@ﬁz aftd

0.1 mg test item/L were not analysed. S &@ @@
g .
N
R § § %
3. Statistical calculations Y X

The ECsp values (the concentrations of the test item co(gpondmg to @% inhibiti \z%f @N i @
@nﬁé@e

(biomass) or growth rate for frond number and comp&red to the cm@l) and thqgl@S %
limits were calculated by Probit analysis. @ @q}
For the determination of the LOEC and NOEC (éf?s the calcu ed <%@wth@tes atkhe test &
concentrations were tested on significant differsgtes to the ¢ rol % sRulti
Sequential t-test Procedure (growth rate of fn&nd numj)er ar@?grov% rate:Q dry@@lght;%roxl%&t

S

Version 2.09, 2001-2005). % & @g Y S @ K
@

@

IL ULTS A \DIS SS &>
gx%&gs g@@ \&@ LON S & & ©§
A. FINDINGS R« N N @’% @ @

Analytical data: At the start of the t@ 100%@; e nomgal tes@nce@mo&% as fonnd ( \%rage test
concentrations of nominal 1 to 10§ mg testite . After 7 d@te ‘uratiqy 60%Of th nomlnal value

was determined (average test c@@entramons nomn@f 10 to 100 mg tesgitem/L)~In thgyaged test media
with a concentration of 100 mg a mean V@le of &O% of@omlnﬁ wasgfound. Since the NOEC of this test
was 100 mg test item/L (mo@nal) ts &e relateg to ﬁma@ncen@atlons of the test
item. N

The test media with a 1nak§nce%%tlon o@ 0. l@d 0. 3% mg té% 1teIﬁQL wefs,not analysed. This was

not considered to 1n ce &16 1nt@y e stu‘@ (N@C —@O mg test lt@?%/L)

The ECso, NOE d LOEC Valﬁes f&gMK 5%561 &}Iy %1 S @iylarm@,re given below based on
nommal5 concer@@o@g ©) % §

2 S °x\ @’ ”%
: & ;
Endpoint @\ < Gm@‘h ragé%t frond | nur@er Q& N Growth rate of dry weight
MKH 6@-4-Hy roxy<Sacch4ein [m$/A.] MIKH 6561-4- -Hydroxy-Saccharin [mg/L]

ECso R 00 & > 100

7dyNOEC 9] &) & Q100 & & 100

< ®) o
7-day LOEC ) |& & 10 T LY 100
<

B. OB@VATIQ&@
S

The s‘h@pe of fronds avd c@es"a@ter th&est @od of 7 days was not different to those in the control.
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Table 8.2-20 Frond number and dry weights of plants and their percent inhibition based on average
growth rate after 7 days of exposure to MKH 6561-4-Hydroxy-Saccharin

Test item Final frond no. Final dry weight of % inhibition 2.0
concentration (replicate means, plants (replicate growth rate for | growth fate ford>
[mg/L] day 7) means, day 7) frond no. dry®1ght v
[mg] 0-7d (aftét 7 dzgdd)
Control 174 23.8 Y D 2N
0.1 155 21.7 21 O & .7
0.32 176 Y o 09 A sJoler W
1.0 186 245 R 32 9] & 1& S
3.2 148 @15 B s4 © | & D
10 153 235 D 45 & L 04D
32 164 AR RS
100 144 o @aos A @b S 03
- % inhibition: increase in growth relative to that%f conta@ﬂ @U Qb ~ S O @w @&
‘”\9 \ \\ 6 % O §
The validity criterion for the study was 111@;%\ N ‘”\9\ éy
* the doubling time (T4) of fro&@num%@r gcontgg) é@@than@) daﬁwas@@8 days,
corresponding to an approx@ate% 14.4- %)ld 1n@§ase day ©@
@ %o @ &
S II@ONC@’USI&NS @ o
The 7-days ECso values for\@mna é%)ba %H 6 L+4-H: oxyﬁ@acc @HWCI‘C > 100 mg/L
for growth rate of frond numbe@d fo&jgro Y ate htggased onsnomindl concentrations.
S V& o @ & & <

CA 828 Further testing oftaquatic or‘gxamsr&S© $ @ @@

Further testing g é@. q%@ori@wms %ot <g‘&@mde&%’ neg@sary §
: Sy 5\ T @ é&“’
<D
CA 8.3 &Q\Effects on@@rth@ods@ o & W O
S O Q O &
CA 8.3.1 Effec n ees@§ N @’ S
nt

o
A summary of a avaﬂ rel a@@éor@hant @a fogﬁopoxycarbazone sodium on effects on bees
@
is presented inglje tablg belo,

&
5 g 5 g
Table 8. 3 Effects o@rop@arb@p e-%@mm ofihees
Fostopdyies O n EU agreed
s Jes ies / . agree
Tes<s\\|ibstance tes @gr@ Q @%@ndpomt Reference endpoint
v @ &
S SR s
Do carba@ N\, Hongybee, @@1 LDso > 319 pg a.s./bee 4150036
i ot 48 pGral a M-006195-01-1 Yes
@] contact tox@®ity contact LDso> 200 pg a.s./bee KCA 8.3.1.1.1 /01
o &1l O KCA 8.3.1.1.2 /01
@ o
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Test substance Test sp ectes / Endpoint Reference EU agre ed
test design endpoint
T3
Honeybee, |\ b~ 1600 mg a.s.ke feeding | NN (2014) S
Propoxycarbazone- 10 d chronic . 70407436 (@)
sodium adult feeding solution M-484623201-1 v Sm@
- - 201-
study NOED > 47.6 pg a.s./bee/d KCA SB1.2 /01 AN \@
SRV
No adverse effects on bee brood © 9 «v\g
Honeybee development (eggs, y@ larvae, p (201 g}g \\ @@ @
brood feeding | old larvae) and mortality of adult 70473031 @,
ATTRIBUT $G70 (Oomen et al., | bees and pupae by &edlng honey O M-466734- @L w@adyc&
1992) bee colonies s \;v-’ syrup at a Q KCA 8. 3 01
concentration@yf 5% 0.175 ga.s./L m

Studies shaded in grey have been reviewed as part of th\ﬁrst EU reviggr of

Dossier for the active substance P-010245-01) éiher s@@es are part

02).

For information on studies already ev:
please refer to corresponding section i

medium and to the Monograph.

@

&

%@f

v

N
To address data requirements aCC@dlng@g@Con@%ssw &R egL@o

adult feeding limit test was con@cted with
investigate the intrinsic propertles oﬁpro

honey bee brood feeding stu@y has

These additional studi

within this Supplem

1 Dgssier P

ere qulm)ltted durin
s Were 09 i§§

0245202 fo

The studies are sum@aanse@undil\Pomt?@A 83.1.2 a@QA g@ 1. 3

@© @6 o o & & & §
o NG~
CA83.11 Acute toxncltﬁo %@s S S v,
IS Fo&Es
CA83.LL1 Ac ral@sxnc S S
For information on@ alrea
please refer to cor r@ on irghe % llne@osm
medium and t M@gra&@ @ ©
N Q @\ @
L..4+° 6 @
CA 8.3.1@ Acute tac toxicity &N
Please refer to Point CAN8.3.1.1.%. Q
" & é @ Q@ &
o ® & 9
o Q
$ ) %,
& o &
& & & ©§’
AN % S
S
¢ & <

aﬂgﬁéﬁ dg%?ﬁg th rst E@ewﬁsﬁf p@poxy baz%le SO@I
X B%iS@ migssw@R OlOég

@@fw N&%
oxycgé%azoﬁc sodji hermo
ne-sQgium on im

poxycarb
§ r@lt&the p@@uct& TR@ @ 0.

fi Mnne& n
pl@poxy@rbazon sodi

@’

oxyc@bazo \sodlum,(/ln B&hne
€ S@lemm@d Dosser (1%6%’0245—

&@j&o

© @

0 lémluc@on rovifidd data
@ . ‘&9@
Ny

hromc 10-day
1n@rder to

ture h@ley

e live stages, a

c{&on %P:cess and are submitted
u

di Renewal of Approval.
@

alyated du@ag th& st KU review of propoxycarbazone-sodium,
1& -010245-01 included on the provided data
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CA 8.3.1.2 Chronic toxicity to bees

Report: I I I 01 4:M-484627-01 >
@it &

Title: Chronic oral toxicity test of propoxycarbazone-sodium technical on the honey bee (
mellifera L.) in the laboratory @

Report No: 70407136 > @ @

Document No: M-484627-01-1 < LR

Guidelines: OECD 213: OECD Guideline for the Testing of Chemicals on Honeybe@Acu@@)ral
Toxicity Test, (adopted 21st September 1998) % @

CEB No.: 230: Method used to assess (l Effects of C&op Protectlo&?’rod\m on @

Honeybees, Apis mellifera L., 1st Ed%n, Novembet & 003). 4 @
Deviations: none g y\g@ QQ é\g «
GLP/GEP: ves @ S Q KO
@@ Q @ @ @}

Executive Summary Q&
The effects of propoxycarbazone-sodium on hoftgy be 74 ?@elltf %) test .Q na chxonlc Oral
exposure laboratory test with regards to mortal& ehav@ural .h ties. Bees were fedyith test
item treated sugar solution ad libitum for 1 nsec@ive ]j,ﬁi l.concenation of 16 00,@00,
200 and 100 mg a.s./kg feeding solution v&@re teS%@ -\ spo g to@%ses OP47.6:29.5, 13. 7, 6 and
3.70 pg a.s./bee per day (based on actu ea iitak %ﬂ {n ngreategﬁ ntr 50‘@ ueold sugafsyrup
solution) and a reference item (dlmeth@ e) e runin paga atlel. @ &

After 10 days of oral exposure, 3. 3orta1 occurre in the u&r eat ntr6h groupyMortadity of 3.3%
was found in the 3.70 pg a.s./beejday tegiﬁ%em p. Ko mo@ty Mas ob ved 47.}, 29.5,13.7
and 6.20 nug a.s./bee/day test itefdtreated groups. The%eferehce itegy Taused 100°§n ity after 7 days at
a dose 0of 0.029 ug dlmethoate%ee/d@ No, $ iteriy relateg beha&louralé%nor@htle(%occurred at any
time of the test. @) @ y\g & x

& &Y
The LCso value (10 days was > a s./kg fee sol@%n rrespo%dmg@?an LDs value (10
days) of >47.6 pg a.s. /@e /day/@as al foo@ntalggﬁ\The NO Céad NQED values (10 days) were
> 1600 mg a.s./kg fe g s&lu‘uon 6 pg 2%, -wo er%@f respectlveéjy

©@§

% @ Ny @ i~
. N D @
AN
A. M@RIALS iY § @ @% ©© £ \@
1. Test matena@ & é&a S
Test item: & % Pm%oxx%@i)azor@ sm@@m
Descriptigp: @Q @Q @?hlt@hd Q @&
Lot/Bat@# © @© Q\\B @cod@ﬁE @8618—01—09; Origin Batch No: 2012-000352
Pur S 931% N
S 2 @éw
N

S
2. Wehlcle and/or pos@%e @\ Po@we ﬁtrol Perfekthion EC (analytical content: 411.7 g

control: &@% . g @meﬂ%&tem)

S @
Sp@te Q@ % ©© Honey bee (Apis mellifera L.)
NS N
e: @@ @ § Freshly emerged adult worker bees
QSour@: Honey bee colonies, disease-free and queen-right, bred by -

Diet/Food: 50% aqueous solution of commercial ready-to-use syrup (Apiinvert;
30% sucrose, 31% glucose, 39% fructose) ad libitum
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4. Environmental conditions:

Temperature: 32 -34°C @ ©©

Relative humidity: 39 - 79%; mean relative humidity: 71% ®\

Light: 24 h darkness (except during observation &@ ©®

Ventilation: Ventilation to avoid possible accumul%lon of pest1c1@va;@f %

% ' 9D
© N \v\g\ SO
T ¢ o 9 8

B.  STUDY DESIGN & R O S & S
1. Experimental treatments & R @© @g}

@)

Freshly emerged female worker bees were expose@ ominal ¢ ncentr@i@;ls 0@600, 0, 4’{%0, 20®1d
100 mg a.s./kg feeding solution, an untreated cont and a refe ce 1fem (1 1@ dl@oe{[eﬂgg fecding
A

solution). @ @ % &

One day before the start of the test two brood,combg;ere é‘%cte om 0@ hiye w1th @%k(@d in °
which bees were visibly starting to emergexJ le combs cdntain polle&%whlc@ as used as a¥first fg &
source for the freshly hatched bees. The @mbs @re ta@ frofq the @e andmdult Q@e;@\gjgﬁ sw out.

Afterwards the combs were placed in @ xc]g@%r bo@nd b@ugh@ck géhe h&
freshly hatched bees remained in th%%xclud@’box S

The following day (start of the test), freshy emefged w @aka@ut frdeh the excluder box
with forceps and were transfen@o thi:?eady-p par test 4f (Rits es) withoutdhe uséof smoke and
without anaesthetics in order tes ar%,he test- O 'S @ 2 ©
Three replicates per treatmegy, groupywere {gsted &ch co@istmg of l%ees tesgo\] &pe. The bees were
fed with a 50% aqueous sdlution Qf comnitérei ady o-use §ytup (%pnnvgg content: 30%
sucrose, 31% glucose, 32% fruétose) c@ltalnl@ cithdya re@ctlv onc&ntratlo the test item or the
reference item (test a efere@e 1t@ treat@ent p). Fhe cont ol gr@iip weke fed with untreated 50%
aqueous sugar syru %, e e ed and untiggited foe $8d w s offeregg for 10 consecutive days ad
libitum to each caggin s\ 1nges %mgew re r&ﬁiaced@ad A/ ek@ly to calculate the food
uptake per bee dayQ S
The final test sofu tlor@weréip;repa d onceﬁ%r tk{f@ntlr 4ime ofhe ¢ \o driment (10 days), directly before
start of the &)@erlment and%wer%@pt c 1ge©ra%%7 %@ + 4\"@3 in the dark.

A& S & & O v L0
2. Observations Q\ &\ % Q> N A
Number of dead b Was ssess dall n&@fe exp@sure@erlod of 10 days. Dead bees were removed
from the test umés on e sse@ enpday. ‘&h&Vl(@l ab@malltles were assessed daily (day 1 to day

10). Food uptakg was ¢g ord %y\ Q\ @\ @@
S @ W’

3. Statis@i calculau&f@ N

The L(\:@ was determified dirgctly th@ﬂw d@?without statistical analysis. The NOEC/NOED was
estimated using F isher’s Exadt test (pairwige comparison, one-sided greater, o = 0.05). The software used
to perform the sta@s@cal analys&@l’as TyxRatProfessional, Version 2.10.05, ® ToxRat Solutions GmbH.

& B
& O é@ S @

X
& @ S gz "RESULTS AND DISCUSSION

A. @NDI@@S A&% OB§RVATIONS

The%st 1te@@vas daily ad§ nistered to the bees in sugar solution at the following concentrations: 1600,
800, 40 0 and 100 mg a.s./kg feeding solution. Mean consumption of feeding solution in the test item
treatment groups ranged from 29.8 to 37.0 mg/bee/day. Based on actual daily food consumption, the
concentrations correspond to mean doses of 47.6, 29.5, 13.7, 6.20 and 3.70 pg a.s./bee/day, respectively.

rth% day. The
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Mean consumption of feeding solution in the control group was 32.2 mg/bee/day and in the reference item
group 24.9 mg/bee/day.

After 10 days of oral exposure, 3.3% mortality occurred in the untreated control group. Mortality of 3% @
was found in the 3.70 pg a.s./bee/day test item group. No mortality was observed in the 47.6, 29.5,

and 6.20 ug a.s./bee/day test item treated groups. The reference item (dlmethoategit a dose of 0@9 pg@’
dimethoate/bee/day caused 100% mortality until day 7. ©)

& <
No test item related behavioural abnormalities occurred at any time of the test. N
g &\ S
R N N @
Table 8.3-2 10 days chronic oral toxicity of propoxycar@one-sodiumr\@§hnical to h@y b@ @ R @
T S NN
est Item Prog@xycarbazone-@dlum, techl}(i\gal Q S %
Test Organism @% Apis m@lfer@} é A& B © &@
Exposure £ @Ora"l\ Gog 6\ L@ @g
10 day&hroné@xp%\h@e vu&%ﬁ% %eous@gar so“futlon >
Application Rate C centr@n QQ S Y % @ @&
[mg a. %@% fecding S&Iﬁﬂon & % @g ayi{bee perday] @
1600,@0 200%d 1000 [0 42.8,296,13.7.620 and3.70
Endpoints * & I@O > 4@%0 % \@7 @@ A LD§§/ 47&6%
) ® o
Y oNoe@160gY &) kY 3O NOED: 476
* The NOEC/NOED was estlmatggssmg Fisher@xact te@(pan%vlse cc@¥ans@§ one- s%d g@er a=0.05)
C:g o @ N @
& @
Validity criteria of the test?con mogtality §/«3 #prtal of % refere”ﬁce 1t§ (dimethoate) > 50%)
are fulfilled.
@ Y @ @
& O 8 @ @
@@ \© &\ NMIL &ONCQ Sl(g%
o O S > <

In a 10 day ora xpo3§e s %@ with propo%earbf@one-&umm ©n bee&the LCs value was determined to
be > 1600 mga.s./kg feeding sol;é@n v espo@ng td%@n LBso Vah@bf > 47.6 ng a.s./bee/day. The

NOEC a @OED value&were 300 s./kg feeding olﬁ@fon 47.6 png a.s./bee per day,
respecti\%l’y \8@ N {Q° \ @
$ N S i & Ry
9 & RS ©©
N Ty S @

CA 83.1.3 E@ects &n hg@ybe@dev@pme@t an@ther honeybee life stages
=)

Report: @y
Title:

\y\’ t0\9mel,‘f;§a Ly<J
Report No: @° 704

Document No:

Guidelines: corﬁ to &men@t al. (1992)
Deviations é% non@ ?”\9
@

;2013;M-466734-01
cts ofpropoxycarbazone-sodium SG 70 W on honey bees brood (apis

roo@eem@est

GLP/GEP;¢ @ &
% @
Execugwe Su@%ar@@ N

A bee broofest was conﬁted in order to assess the effect of Propoxycarbazone-sodium SG 70 to the
honey béejprood. 0.25 g test item in 1 L commercial ready-to-use syrup per colony, equivalent to an active
substance concentration of 0.175 g propoxycarbazone-sodium a.s./L. was tested. An untreated control and
a toxic reference were included in the study. Three bee colonies were used per treatment group. The test
item and reference item solutions were mixed with ready-to-use syrup (Apiinvert) and applied to the bee
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colonies via a feeding trough. Pure syrup was used for the controls. Ontogenesis of a defined number of
honey bee eggs, young- and old larvae was observed for a period of 22 days following the application for
each treatment group and colony. Assessment was conducted one day before (= BFDO; Brood Area Fixing
Day) and 4 (= BFD 5), 8 (=BFD 9), 15 (= BFD 16), 22 (= BFD 23) days after the application by ta@g
digital photos of selected brood combs. Mortality of adult bees and pupae was assessed daily. ® >

@
Honey bee colonies or bee brood development was not adversely affected by Pg@oxycarbazoﬁw-sodﬁ@@

SG 70 at a concentration of 0.175 g propoxycarbazone-sodium a.s./L. % § @ o

< < N
L. MATERIALS A% METH @Q § é\g@ S
N . Q

& o Q A

A. MATERIALS @ Q & @ & @) &@
1. Test material: Q} @ N\ «:05@ Q@
R

Test item: Propoxyéybaz%;%%m@l SC&F(A@%% SG70)
Description: Ligh‘w%eigez s@’d \@Q Q@ o I é % o
Lot/Batch #: Ba@@ﬁq@@@gm 1§§aecgﬁﬁo&@o.: 16200001 1542804
Purity: 0%, (a@i@pm@gxycag&one@di@M%@sé1)
$ TNy P IS s
o © & § © S

. " Q
2. Vehicle and/or positive S > O
control: Q@ Rz\sgiti\%contro@Fendx%carl@%O %g (Ins@t gr(@th regulator)
6 & F T Ve
I N S NN

3. Test organisms: s

@ NS
Species: é\a @@ wHone lg%e (l@s m?éé&g era é&%’nicé@.) &\@
Age: @ g § Alkages anﬂEall @es. @
o > . 9

to normal beekeeping

. No varroacide
) N2 .

ke colonies fogat least 2 months prior to the

@
Source: @Q ©\ > qJgoneyﬂs\g}: colohiies, maintaj&d ac%%in
&

Q @rac@g@by
v ¢ hagbeen i

& ; ! o
o X 1 start @
N g}a © 1meria s& a% N
Déﬁ ood: @ S atural-food &id water sm{@s
Ny SR Qevi N % . .
§ A Y O Asad ev19§@n toé%at, on day 12 following the application, 1 L
mergial ready-to-u§e syrup (Apiinvert; 30% sucrose, 31%
? &

@ o @© @ uco®39‘y ctoggy was supplied to each of the colonies. During
Q \\ the ess%ﬁnts 0@BFD+9, it was observed that some of the
% S § colonies an fdsufficient amount of nectar/honey stores.
. 9 Thereféte, it a@% decided that an additional, exact feeding of all
S % ~ colonies was@eeded in order to avoid a suboptimal supply of the
LS @@ T co oy es. @s situation was caused by the very limited natural food

IO . . . . .
sourcg$dvailable to the colonies at this location during the

%% ~@ssessfaent period.
Prepar@n oftthe Ho§ &C@aies were well fed and queen-right, each colony occupied two
Bees:& é’ @© §9 magazines (“Deutsch NormalmaB, DN’) with 11 frames each. At

S §9 ©© the start of the experiment, each colony had 10-14 brood combs
<\a @@ @ R containing eggs, larvae and capped cells and a sufficient amount of
Q© & g @ honey and pollen. The colonies were assembled at the same time
N with healthy queens in order to guarantee uniform bee material in
@ all treatments. 1-2 years old queens were used. The colonies

contained about 16.600 - 19.500 adult honey bees.
All colonies were equipped with a dead bee trap at the entrance.
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4. Environmental conditions:

Test site: All colonies were set up at the same location. Test side was §f S
characterized by uncultivated fields; the surrounding area ung erhe@@
agricultural use mainly with arable crops aigg. meadows. @ S

Conditions: Natural conditions; temperature, relat1ve¢§m1dlty and ﬁpempl@l on
was recorded for the entire experimental time. N @\ &
. 9

A
R
@ Q)
B. STUDY DESIGN §V R 2 Q§ &
1. Experimental treatments & @ O @Q}

1 L commercial ready-to-use syrup (Apiinvert) w ered ina eedmg @%)ugh ‘@nch @as p%dnec@

into each colony on top of the second magazine. T é))a;r sol@n wa&elthe@ntre d for'the com

treatment or mixed with 0.25 g test item (equlv nt toggconeg] ratien of 0 poxycxdrba one-

sodium/L). As toxic reference fenoxycarb was admigiistere <Csz‘@llth @suga@olu‘uo m @

concentration of 0.75 g/L. Three bee colon@gﬁ%)er “tre megt gro§ e%sted er 24 h, th

the food by the colonies was complete (\@:h the %xcept@a of an col@»y n tige ref ce H@n gr that
N

needed 26 hours). @Q %éx \éa § K @9 @ 4

”\9

2. Observations Q 9 @ @Q &© @©® O N

To evaluate bee mortality, o\&(fz" S WET! % colle@ed o d%"beeps The col@ted dead bees were

separated during counting into%ad ultg&& orker@ lgrvae pupag. ity and behavioural

abnormalities were assessed@nce P&y day fpm 3 @ays be ore apphcatf@ to @ 21 &ﬁ@r application.

Ny
sse 1ffe?@nt ex;@cte% ges d@rmg@ae d@z&elopm%@ covering one

eriod hone @ee. Thedevelopment of thébee brood in individual marked

cells was observed ho@rapk& %several Ct pdvaual cofyny. One day prior to

application, 120 - cells contéining e ggs 1&} 1 ells vﬁth §ﬁ @e and 150 cells with old

larvae were sel@d matically n %&arked@smg image analysis program (ImageJ), in
co plete

order to follo% up thé@rogréss overa r00 ycl& hich lasts normally around 21
days. In mest of the cases50 ¢ @aﬂ(e §roo ent (eggs, young- and old larvae)

was asse one day b@g)re (=RFDO @rea ing:Day 4 (=BFD 5),8 (=BFD9), 15 (=BFD
16), 22 (= BFD 23) %@ aft&Nhe @hca‘t @ @

The climatic condﬁ%ns @1 re, r@tw ﬁamld@r and c1p1tat10n) were recorded throughout the
experimental p 'u a 1oy @g th@ppl;c@on fr@uenﬂy rain occurred, meaning that the bees
were not excesst ely 1@ n o\n &r craps Vert@ to the offered contaminated food in their

colonies. Insggneral, the e b ara tHised as unusual cold and wet. The mean daily
temperat followmg@g icatioh from day é 1, was between 11.0 and 20.8°C. The weather over
the ent;{? time of the %ﬁ)erm&)nt w@u @d and requently some rain occurred.
N <

@ < Q
3. Statistical cil@ﬁat'ogs o @@ @
The data werg&ested\fo noﬁ dis%tq?\‘ibuti@ using Shapiro-Wilk's test and homogeneity of variance using
Levene's te@s} @é% @© S
Mortaht@ S @
A pam&gse c@ari %a =9.05) was conducted for the mortality data (two-sided before application and
one % ter, after ap@catlon) using Student t-test for homogeneous variances.
Brood De$lopment:

A pairwise comparison (one-sided greater, oo = 0.05) was conducted for the comparison of the brood data
(egg and larvae termination rates), using Student t-test for homogenous variances.

Honey bee brood was a
complete developme
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The software used to perform the statistical analysis was ToxRat Professional, Version 2.10.05, ® ToxRat

Solutions GmbH.
e
&g
@ @® @

A.  FINDINGS AND OBSERVATIONS ~N NS

N
Adult bee mortality in the test item treatment group was lower and thus not %tlstlcally m@%ca@ @
different when compared to the control group. ©) \\ @ @

Pupae mortality was higher (4.7 dead pupae/day/colony) vKn compa@to the contr@@@ 4§ad é\a @

pupae/day/colony), but not statistically significantly d@rent Q @ @@}

No behavioural impairments were noted at any tl% ny of the test or ren@ 1ten@eatn@nt gr@
until test end. Also no behavioural abnormalities observed the e@ntro]@rou% @

The termination rate of eggs was higher in the é%t iterfZfreatifient g p( A)) \g@ mpare%to the
values from the control group (16.0%). This_ts due t@fhe fagf, that@ ne of onies an @] ually
high termination rate of 42.0%, compared to.the other Nolo ] (20%& al@ 2. 7%), respectivel
Nevertheless, this slightly increased tem‘@atlo Ete w@ not %atlstl y sg&ﬁtﬁca om@ved t§

control group. ©Q N @ @ @\a @ $ @ o
No effect on the development of yo@ larvggj was ?bs ;ﬁ aft@}: s@pﬁo Eof thestest itéh. The mean

termination rates of young larvae@l the Yt% ite cat

ent gr@ w ow itmean of 2.1%
compared to 18.9% in the contré>grouip, v @

There was also no effect on the devé“epmé%f o@arvae@fter consun@tlon &@he tést item. The
termination rates of old lar¥a€ in the test f&m t@men&grou@%re Y% cor par@@ 2.7% in the control
group. . e oW

The reference item trg@ment (@se ; al enox@:arb@sult ina s@mtlcfﬂy significant increase of

unsuccessful egg-, young- @d old| a@@evel%)mem@d thws confiumed the sensitivity of the test
system and the v&@hty @the test con&tlons AN g w g@

II. RESULTS AND DISCUSSION

&

o T Vo a8 T e &
S & & & NN
'S &8 Ve & O

SIS
9 @ Y &

Q v - ISERS
o N .U O .0 @

A N

S\ L 4+ 9 @
& N @ y R
@’ 2 Q &@@\
S @ﬂ&@\ O
@%
§\%Q§y §@Q
% Q
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Table 8.3-3

Effects of Propoxycarbazone-sodium SG 70 on honey bee brood

Test item

Propoxycarbazone-sodium SG 70

Test species

Honey bees (Apis mellifera L.) (complete colorp(.@)o

o

Exposure via treated sugar solution & @
Treatment Untreated Propoxycarba@ne- ReQ%%nce
control sodium SGY0 gsegar 5. =
% O eno&@arb) &
Rate per L sugar solution [product]? - @ 0(;“@ g/L Ry 30 g/I@ﬂQ @
- )
Rate per L sugar solution [a.s.]? - 0@5 gas/L @5 gds/L @x
. . 0/1 b @0 ) Q * g&
Termination rate of the eggs [%] 16€0% @QS.Z % (n.s.) @) 97@ Mg,
Termination rate of the young larvae [%] ° @@.9% 2.@% (nsR § 83.1% @
Termination rate of the old larvae [%] ® 2.7% o Q‘Nl% (175?) 6 . 9f\716.2§§>")
Mean brood termination rate over all stages qQ SX1@5% e 9 5@ S. ) @: & 6&% (*)
Mean mortality of worker bees/colony/day duri . \@ @
pre-application phase ° <\9 > 183 E %6 (n @ Ko
during the entire post-application phase ° ﬁ@ % %@5 S @ 19. 1@ s.) @»@ @ (*)
Mean mortality of pupae/colony/day @) %ﬁ% o < § @ § @ ©
during pre-application phase ¢ Q% > % > ©‘ (. ~, %0.6 (n.s.)
during the entire post-application phase 9 9 S @@p & 47 (%Q) @Q ~ 11.9 (%)
Mean Number of Bees before Apjﬁ%atioﬁ\ & ®165 & @Q 16590 © ®) 19485
a test and reference item was mixed in ggar so$on N °\ o 2 &
D
® mean termination rate of 3 go@mes pet trea S Ry
¢ mean number of dead honeybees day nd col fo n de ee raps RS §
4 mean number of dead p e/la per a and co on nd ﬂNiead bey trap N
rent par control. statﬁtically significantly different

Statistics: n.s. = not statj call signifi
compared to the contr t t- te§

greater (after applicaty n)

S

SN

Validity crlte@a of the test(contra]

AN

S
6@ O

S

g

% pa&wwe CG@)&I‘IS
N

two-&ded %@ore application), one-sided

§”\g

referencg{@n fenoxycaé% are@ﬁlle o S § @\
o, Q\
LSO s 2
@ @ §@ S Qé’ousg@vs
o O g .© 9
Q. O O NS
Honey bee %}omes or beebroo Vﬁen s
SG 70 at @ centrati?i@f 0.1@ pr Xi%gbaz%g&sodium a.s./L.
> . 7 Q@ &
CA 8:3.1.4 Sub-lethal éﬁcts@\ Q

There is no part Qlar

in all studies @ducﬁg 1t
reported. @ §9
SN
@{\9 @@ @@ S
@ & <

o&onmd@able@mgh Aamber of impacted brood due to the

dversely affected by Propoxycarbazone-sodium

y degign / &3t @i(@ne to assess “sub-lethal effects” in honey bees. However,
opoxycarbagone-sodium, sub-lethal effects, if occurring, are described and
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CA 8.3.2 Effects on non-target arthropods other than bees
Studies on non-target arthropods have been performed with the representative formulation of ATTRIBUT

SG70 (tested as MKH 6561 WG 70). A summary of all available relevant and compliant data is presgnted S
in the table below. S
@\ (o8
Table 8.3-4 Effects of ATTRIBUT SG70 on non-target arthropods other than !@ @ &
453 EU \eed
. Test substance / . . . @ enpdpoint &
Species Test design Ecotoxicological eréd@pomt & %eference [ (S @ / 7 /
S S@ e | 2001-figal) [
N
MKH6561 WG 70 | LRso> 100 g/ha @} Effect on ¢ © & Q <§ K©
At lab., glass plates Parasitatid®) @ 99)& ©) K@
s [g product/ha] COIT. Mortahty@ EfﬁmenQ [%] BAR98-20 o Y&
5 . M @6190@\ Ly 6
100 0k 92 N .
008 & & S JOA 8321 /0]
S
MKH6561 WG 70 | LRso a%)o g/h@? @ Q |3
lab., glass plates < S Effe@on &’*
Typhlodromus [g product/ha] c Mort&\ty @}Repf&iuctw@
pyri Control [Q @ @\[%] >
100 & I, q
200 N @19 0 @ > zz§ ) @
MKH6561 WG O m@’ @ \1
, lab., glass plates L 50 > g/ha o of .
Cogaindie [g produc@a] é)rr alitydyo | @wae/female@ éﬁ Yes
septempunctata Confrel & @% % M@ 18
oni
00 & @ W O, | Reagy/m
‘or L o
61 WG 70 §LR o OOgs% @@? @ O I (1999)
@, quar@ andes ffeg&pn Fo 10 48 082
o SSP @@g pro 3y ct/ha]& ng MO \lty [(VQ\ Ub@ake §06613-01-1 Yes
O $o o | O L S
S W ¢ & S @ KCcA83.2/01

* A negative véje indicates a highe feadin %ﬂvn@ the tétmeng than ig-the control.
Studies sh in grey havechden reiewed @y part of the ﬂ@t EU%@/lew propoxycarbazone-sodium (in Baseline
Dossier fos the active,silsta @ 010245 (@% \
O O & Koo

For information or@%die%lre §%Valwed dg?%g thc@ﬁrs‘c BV review of propoxycarbazone-sodium,
please refer to c espo@ng sedtion inythe %sehn@ 1@—010245 01 included on the provided data
medium and teiie M@ogr: NN N

o & & e

SR

CA 8.3. 2@ffects on@pm@ rhépalosiphi ..

No addmonal studles%re c%duct% Ple@ refe@ Point CA 8.3.2.
> o &
CA 8.3.2.2 Effegts on Typhlodroms pyri-
No addltlonal@dle&%re %ﬁucté@ e@e refer to Point CA 8.3.2.
f\a @ AN
&
CA 8.4« E@ts @no@rget soil meso- and macrofauna

Alt %1 nger @ata%&quirement according to Commission Regulation (EU) No 283/2013, a
summary 11 available relevant and compliant data for propoxycarbazone-sodium on acute effects on
carthwots is presented in the table below for completeness.
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Table 8.4-1 Acute toxicity of propoxycarbazone-sodium and metabolites to earthworms
EU agreed
. . Test Endpoint endpoint,
Test item Species design [mg/kg soil] Reference (SANC 67/ §>
2001<{inal) gp
e o
Propoxy- HBF/R & IS
carbazone- Eisenia fetida | acute, 14d LCso> 1000 Yes,
sodium M-004250-01-1 & N &
KCA%4 /01 O ¢
1999) =, NS
MO5 Eisenia fetida | acute, 14 d LCso > 100?@ 3666(1 ) & § Y. I 4
: 07 @ 096470142 Q & K©
@ & KCA 8.4 /g & @
@
MO7 Eisenia fetida | acute, 14 d LCs0> 1000 é@
S @& x
&% NS N >
M10 Eisenia fetida | acute, 14 d@ °§€50 > 0 &
D
S &
Studies shaded in grey have been revie as pa@’ of thé¥irst ED%evi @
Dossier for the active substance P-01024%01). & Q
% %5%9 ) & @ @ & S

For information on studies alreﬁr evalliate rmithe ﬁrSt&EU
please refer to correspondm%sectlc@ n th
medium and to the Monogls@ph %

CA84.1 E

A summary of

arthw

all avgulabl

effects on earthwdims I%JCS

@%lev

9
©)

9
s %b lethal effects §
nd&p ant datdJor proxyo@rbaz@—sodium on long-term

&

ent‘%d in

aselige Doss#ér P- O

@Qe tab%elov&\
RN

S g

o,

9

245@1 inely
N

Sy

&
S

R

K
%@Iew (@prog%xycarb@one -sodium,
ed (@the provided data

D & 0 Qb @
Table 8.4-2 .. Long@rm t:ﬁ’iuty@ pro&xycafbazoneé@dlu% nd %abolites to earthworms
N EE@ N EU d endpoint
S NS agreed endpoi
Test itéﬁ Speci@ 4 @ Test des%@“ o\%NO soill & © Reference (SANCO/4067/
QY N glkg soill.y 2001-final)
Propoxy- @@w S éy ~ & o 2012
Eisenj repr tiot"@\ < 6§ 70403022
carbazone- o feti O 36d = M-466608-01-1 New study
i D
sodium NS X3 S KCA 8.4.1 /03
> o | & @ . I 2012)
MOS @7 Eisenig Qreproductio&,@ ©\ 10 70415022
“ feitda 2 6d @ M-466675-01-1 New study
N PSRN Q X KCA 8.4.1 /04
@° & @ 5@%1 (2012)
& %% pro ion, <10 70424022 N tud
<© o 5 (lithit te®) M-466689-01-1 ew study
MO7 N enia O] & Q KCA 8.4.1 /05
@ @fetida S’ | B
S @ ‘Seproduction, 56 d 50 70425022
§ @ @ | (doseresponse) ' M-466699-01-1 New study
S > KCA 8.4.1 /06
I (2014)
Eisenia reproduction, 71792022
Mo8 fetida 56d >0 M-485902-01-1 New study
KCA 8.4.1 /07
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NOEC EU agreed endpoint
Test item Species Test design [mg/kg soil] Reference (SANCO/4067/
2001-final)
I (999 & &
M09 Eisenia reproduction, 316 HBF/Rg 315 N @
fetida 56d M-024207-018%; g@@
KCA 8.4.1.42 & @@
| PED) N
M10 FEisenia reproduction, 50 7182?%22 R § %@ %@@
fetida 56d Sy | M4s4e33-01-1 | O NSy
X cAB41/08 |G o @ P
2014) . P & &
Eisenia reproduction, @} & 71812022 @ RO @Q}
MIl fetida 56 d % >0 K- 485903 Newstudy,
chsarw O & O
2 NOEC given in study report is 0.350 kg a.s./ha; en«l&omt was)fe- ca@%fated@rmg 1€t A I revgew, cénsidering

a vessel surface area of 198 cm? and 500 g dws per @ssel, MOEC highest te “rconceptrati
Studies shaded in grey have been reviewed as parof the«@%t EUgrevie prop car@zone élu

Q{@%B ine
Dossier for the active substance P-010245- *@J) (&l%@r sn@s are @,rt of & Supp@ment&ﬁDosm r{P-0 @5-
02).

Q K &

For information on studies already ¢ ~~ luate@urlnﬁhe ﬁl%f E Vle@ pr § onzg?odlum
please refer to corresponding sectl in tl@BaS @er P 024&— 1 1‘@Jde§ﬁ the Provided data
medium and to the Monograph

@ & @ @
In order to address data reqt@emel@xaccorﬁyng omm@;lon Regulﬁon %} N @3/2013 several
additional studies on chrorfie exl%sure to@a ﬁﬁerfoﬁhed ®th prépoxycarbazone-sodium
and the soil metabolitessM05, MH7, ME8, Ml@md mitted wit 1@16 Supplemental

Dossier P-010245-02 for the p po@%ﬁrha@@ne sggtum &newal of Apfoval These studies are

d bel S
summarised below. S o N 7, N . Y é@ @& @@

O NS N
Propoxycarba@ @ ) S @jog@&& @© ©§ @%

&
B 20 2;M-4@
yCarbazqne-sogihm omreprod@@tion and growth of earthworms eisenia

: 9
Report: °

Title: &@ s P
etida ina 1ﬁ%l soil @h 5 percent,peat
Report No: §7 403022 @ . Y@{ tﬁ&

Document No: 660

\
Guidelines: @in 2, o0 150 112@1 19§
Deviations: @ @one©@ \ \ >
GLP/GEP: yes @@ @

Executive ummary. N @
The &@tts of propoi”\ycarl%g eo@@ium@ Eis@a fetida were tested in a 56 day sublethal laboratory
test with regards tg mortal vioygal effects, weight change, feeding activity and reproduction rate in
artificial soil prepared ccord to O@CD 28 w1th 5% peat. The test was conducted with five nominal
test concentr: s ofl.25 &’and ) mg propoxycarbazone-sodium/kg dry soil. Defined amounts
of the test item weé?ﬁrst ed ith ﬁn@luartz sand and then thoroughly mixed with artificial soil. The
soil was stczgwith ¢ionjged water. In addition a control group was exposed to soil mixed with the
same arifeunt z sand as in the test item groups and moistened with deionised water.

>
Aft§<28 the test item caused no mortality at any tested concentration. No effects on behaviour
(mcludn@&dmg activity) of the worms were observed during the test. The test item caused no
statistically significant change in biomass when compared to the control group. Reproduction rates
(assessed after 56 days) were significantly reduced compared to the control at 2.5, 10 and 20 mg test
item/kg dry soil, but the significance at 2.5 mg test item/kg dry soil was not considered to be treatment
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related since there was no dose-response relation and no statistical significance at the higher concentration
of 5 mg test item/kg dry soil. All validity criteria according to OECD guideline 222 were fulfilled.

The NOEC for mortality and weight was determined to be 20 mg test item/kg dry soil. The NOEC @ @
reproduction was determined to be 5 mg test item/kg dry soil.

S @
@ @@

~N N
L. MATERIALS AND METHODS S
A.  MATERIALS VCQ @ g}\ Q\\ & 2
1. Test material: g @Q %@ QQ é\” C&©
Test item: Propoxycarba—sodiurn Q& o &© « @© &@
Description: White solid Q} Q\@ Q \© %@ @@
Lot/Batch #: Batch coégg AE 86&{9@01-(&5}\7Oriat@§10: 2612-000352
Purity: 95.1%Ww/w Q(ZS%” @Q Q@ o © ©§ % &’
‘&% STy S § N @j @
. . @} N @} & & RS §
2. Vehicle and/or positive IS NI OEEN 5 C‘}y @ L O
control: ar & .8 © SR @ &
$ TSN VN O &S
Ve o D & O 9 &
3. Test organisms: @ . v Q§ ©@° Q S &
Species: R v Eisentg feti%g & AN &
Age: \@ © Adﬁﬁs, apProx @ months oldﬁh cﬁ@lu X

Weight:

Source: @ O §h?—@&e cu@neﬁ&ﬁ @ . o
Diet/Food: ©® \© \ Fitrely i?&und cattle r@re @
Acchma@lon @6 @ é“dax\@’artlﬁsc;l&al sc@}und st conditions
4. En@ﬂnmental c@%ﬁﬂ@ @ § ©\
Temperature N &\ w18 @oc AN
Photoperlod@Q % @Q l%ﬁ hght?@ h da@ 40& 800 lux
i At s@st 6. z§6 5

Soil pH:
@
Q @ ©©@ \Te
Soi@ls‘mre content: é@o ° o 23.0% (48.7 — 53.6% of the maximum WHC)
Test &

\ 010 25.9% (52.7 — 60.3% of the maximum WHC)
% > @

S ¥ @
B. STUDY Q@é‘lcg% - @@ @
1. Experim@l t@tmedg S @
Clitellate a @t ear@von@é@v poseﬁo five concentrations of the test substance in an artificial soil
substrates®¥ -,;v -pea@% kaolin clay, 74.8% fine quartz-sand and 0.2% calcium carbonate;
accord%%’to O'Q\
pote@ 1nfh@ence 0 he pertles of the test item on bioavailability). Propoxycarbazone-sodium was
mixe {$ine quartz sand and added to artificial soil, resulting in the following nominal concentrations:
1.25, 2.5%3, 10 and 20 mg propoxycarbazone-sodium/kg dry soil. The control was treated with the same
amount of ﬁne quartz sand as the test item groups. While thoroughly mixing the artificial soil, the soil of
each treatment group was moistened with deionised water.

0 (2003), 5% of peat was used in the artificial soil considering the
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Four replicate test containers (test item) and 8 replicate test containers (control) with 616.8 g soil wet

weight (corresponding to 500 g dry weight soil, 111.8 g deionised water and 5 g food) and 4 - 5 ¢cm soil
depth were prepared for each treatment group. 10 adult earthworms per replicate (80 individuals per

control, 40 individuals per test item treated group) were exposed. o

In a separate study, earthworms were exposed to the toxic reference substance carbendazim. N §
. N AN N
2. Observations w

At test initiation and after 28 days, the mean body weight of adult earthwornds was record@ﬁ \ty, &
behavioural and morphological abnormalities were recordegkgfter 28 days, After additiofral 28 days (S@ﬂ
days after application), the number of surviving juveniles et replicate w@e counted. '@é nt of’ @)od @
added to each test container (which approximately reﬂe&ts the amountﬁood eate @’as rde
Temperature and light intensity were monitored contlgpusly Wate@%ontent and &@ measut We%
performed at test initiation and at test termination. ¢ &° Q

N LY \ 2

. é@f BT S §

3. Statistical calculations S @@ %G & ™
Body weight change and reproduction data were te for @?m trlbﬁon an@ﬁon@ene %f &
variance (o = 0.05) using Shapiro-Wilk’s t@%nd 2 mo@@rov mlrn test weight chan‘gé@
Levene’s test. Dunnett’s t-test was used %o \*e tre entc& Vé‘lues ( 1ple@omp0n, o
= (.05 two-sided for weight changes a &0 &ded S 11er rep@ductu@ 'lﬁftw used

perform the statistical analysis was TQ fessagnal %rsmn\ 0 ‘C ® T@ tlo&@}mbH.

@ & & @6 @ & Sy ®© N h
\RE@LTS ARD IﬁSCg‘&OP@@ . 9
2] (& @ & < NS
A.  FINDINGS AND OB El%VATI(@Js S S @@% S $
5 & .
ed in any t§ rou& he @dy ig@l‘[ of&e eafﬁa\worms at test end was not

No mortality was obs
e caqtrol group updo angjncluding the@ighest tested concentration.

significantly differ o
The reproduction Xs1gn1ﬁcant different cor@%red t@the {@-” olt@%oncentratlons of2.5,10 and

20 mg test 1tem@ dry SO1 1 HoyeverCihe @tw%&gm@ance 2.5 mg test item/kg dry soil was not
considered to.be treat@’ent rétated @nce %i —resp se selation and no statistical significance
/kg

at the hlgheg%ncentratlc@@f 5 @ test s&l @’
@

Table 8.4-3 Leth@%g)nd sgbiethakgffects@ pr%myc%azon@dlum on earthworm

R

Propoxycarbazone (3
[mg test item/kg dr% soil}d @ @’ Y C%trol @ 25 25 5 10 20
-
Mortality of ada@?%«/om@after @days M © °\@ 0 0 0 0 0 0
Mean weightichange afier 28 @hys %8) =% & 37@ | 427 | 480 | 332 | 339 | 4209
Mean nuniet of juveniles after S6days <] 368 332 | 279% | 315 | 204 | 286
Changexof reproducti %mpﬁ@gl to c@rol}\‘@ E\\ - 90.1 75.7 85.4 79.8 77.6
Food consumption N & & &@ 25.0 25.0 25.0 25.0 25.0 25.0
§§@ »% f(\@ n@ @Q Endpoints [mg test item/kg soil]
N X
NOEC (da ort an igh 20
(day é @g@y fg& g@ B 9
NOEC (@56 l@odu%n) S 5

* Si@@ant ¢ ffer@conﬁg\'ed to the control (Dunnett’s t-test, o = 0.05, one-sided smaller); however
significance@s not considered treatment related since there was no dose-response relation and no statistical
signiﬁca@at the higher concentration of 5 mg test item/kg dry soil.

The validity criteria according to guideline OECD 222 are fulfilled:




Bayer CropScience AG Propoxycarbazone-sodium Document M-CA, Section 8
Ecotoxicological studies on the active substance

July 2014 Page 76 of 150

» mortality in the control group was 0% (should be < 10%)

* the number of juvenile worms per replicate was 245 to 463 and so this validity criterion was met
(should be > 30 juveniles by the end of the test) S

» the coefficient of variation of reproduction in the control was 17.4% (should be < 30). \@ S

In the most recent test with the reference item Luxan Carbendazim 500 FC (pert@@ned under kE C

Study Number 46644022 from September 2011 to November 2011), there were@’tatlstlcally 1gn1f nt
effects on reproduction at a concentration of 0.67 mg carbendazim/kg soil an%hlgher the éﬁo fep) @
reproduction was calculated as 1.11 mg carbendazim/kg M%@These result{?how the seg\jftlvr%“@f thed@st

system. v\g
S
1L CONC@!SIONS Q . & < @
@ @@) @ &
In an earthworm reproduction and growth study wi K propoxyc@zoﬂ& sodiugp t ob
concentration (NOEC) for mortality and weightwas d. i néd'to bg?o st it€m/kg diy soil. The

=
%

NOEC for reproduction was determined to be mg Iwe@ 1teg dry®oil. & v @& IS
\ < @j @
% \ N @ DO w §

S @ RN

Metabolite M05 Q NOA \ Y6 N
SN IR R
Report: _;ﬁizolz 46663501 o O Y LY
Title: Effects of 636 I#sulf mlde@&i repﬁ ctiomhand gl@@th Q rth@é)r}ns eisenia
fetida in é&cﬁf%ﬂ W@S percgéf peat, @ % @ S
Report No: 70415023 & & @ $ S
Document No: M-466675-01€) o\ y\?@
Guidelines: OECD 222 2004 an IS(@%S@? 199? NN
Deviations: mpe L N \@
GLP/GEP: ge  © @ @ \Q Q&
& o I @f Z p
: % :

Executive Summ @ &\ \\ &\ @ @& @

The effects of 6 sul@nann@ on £ emaggfzda @T 56 day sublethal laboratory test
with regards morta@t’y, beﬁawou}?’il effects, b&ass dgvelo ment reproduction rate in artificial soil
at

prepared aceording to O $\qth @6 pe st wa \\vo nd%@d with a single concentration of
10 mg M@ 6561 sulf@amld dry soil. The testGtem was first@hixed with fine quartz sand and then
thoroughly mixed W e Ffﬁm gsml Ty smL@*as m@stene@\nth deionised water. In addition a
control group Was ose oi 1xeg1%%$1th tl"@Same@mm@ of fine quartz sand as in the test item
group and m01ste em§ \@%r

N
@ g
After 28 days, t Qe test 1tem@se \hty 16@any %%tment group. Body weight increased

significant the test itgm grou@co &f@le ceg! rol. However, a stronger weight increase is not
considere&to be an adwersSe efféet. No effec viour (including feeding activity) of the worms were
observed during the ;@@ Aﬁduc@ rat@%( ¢d after 56 days) were not significantly different
compased to the control ah@t@y crlte gording to the OECD guideline 222 were fulfilled.

The no obse ffe g/atl %ﬁ\\IOEC@for mortality and reproduction was determined to be 10 mg
test 1tem/kg 011£j§he % EC for b elght changes was determined to be 10 mg test item/kg dry
soil. @
@ S
. @@ @ &
& @ Iy °
Q& X
§ L. MATERIALS AND METHODS
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A. MATERIALS
1. Test material:

Test item: MKH 6561-sulfonamide @o @@
Description: White solid Q\ g
Lot/Batch #: Batch code: AE F073550-01-01; Orlgln h No: BCQ@SWS@J
Purity: 99.4% w/w Q @ %
<) ié 5@© &
2. Vebhicle and/or positive \e Q@ @@ Q\ v\g@ &@
control: n/a @} &© é\g QQ @@ C:§©
. Q &' @ & @) &@
3. Test organisms: Qo7 Q} \@ & 6\ %@2 @@
Species: Elsema @@))Q %Q &% @J& ISEER Y
Age: Adult: appr ths @with@litdl@u@j @% @% @§o
Weight: 30056 OQE \\ d OO w S
Source: gfouse\\altun% \& %© C‘}y\ @Q é\g O
Diet/Food: &Qnely@rouﬂicatﬂé&manm@ § @Q § %@)
Acclimatisation: N 1 d@ n q@lma@ﬂ T te%@ond@ns @Q ~
& T JTE
4. Environmental cond%%jm' kN @ @ s @ \@9 2

Temperature: S 18@22 § ® %
Photoperiod: é\f ¢§ @ hgé /8@ark ‘400 — @ lu& &\@

Soil pH: @ & @ e§@’tart @
@ @ &\ Test en@k\6 2 @ @& %@@
Soil m01 1 @ cnt Q est cs\é@t 2%% ( @5% e 1@x1mum WHC)

% T n % 10r24. 350 t 4% of the maximum WH
\@ o @9@ @e d%ﬁw/@o @7@ (5i 0 57.4% of the um WHC)
A ¢’ O O O
B. STUDY DES@ NS \© v\,\ &
1. Experlmental f@eat ts @’ N % &
Clitellate adult ¢4t s W@e exposed to@le tes@ubsta@e in an artificial soil substrate (5%

Sphagnum- pea OA) a011 ay,4¢.8% {iye qu@g}z sa@and 0.2% calcium carbonate; according to
OECD 22 EPPO (2003), 5% -) of p@fwas used i i artificial soil considering the potential influence
of the profgrties of the:{e 1te n bloava @ty KH 6561-sulfonamide was mixed with fine quartz
sand and added to ar; ificial 1ng 1 nal concentration of 10 mg MKH 6561-sulfonamide/kg
dry soil. The control was ted h the' St § unt of fine quartz sand as the test item groups. While
thoroughly mixingthe art1ﬁ01al£§01l @ﬁoﬂ each treatment group was moistened with deionised water.
Eight rephca@t con%?ner or the test iterit and the control) with 617.5¢g soil wet weight
(corresponding-to 5®g drySveight soil, .5 g deionised water and 5 g food) and 4 - 5 cm soil depth
were prepa@d for &ach tregtmentgroup. 10 adult earthworms per replicate (a total of 80 worms per test
item treaté&dt ano grou%@ere exposed for 56 days.
In a sepatate @3’ edtthiworias were exposed to the toxic reference substance carbendazim.

& 2
2. Obs tions
At test initiation and after 28 days, the mean body weight of adult earthworms was recorded. Mortality,
behavioural and morphological abnormalities were recorded after 28 days. After additional 28 days (56
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days after application), the number of surviving juveniles per replicate were counted. The amount of food
added to each test container (which approximately reflects the amount of food eaten) was recorded.
Temperature and light intensity were monitored continuously. Water content and pH measurements were

performed at test initiation and at test termination. @ @@
N S
- : > @Q
3. Statistical calculations S @
Body weight change and reproduction data were tested for normal distribution %d homoge ty 0 \
variance (o = 0.05) using Shapiro-Wilk’s test and the Levene’s test. Studentdé;est was use are

treatment and control values (pair-wise comparison, two-sidegl for Welgthnd one-side %allei\fo é\”
reproduction, o = 0.05). The software used to perform the Yatistical an‘ﬁs was Tm%@t Pr@sm a@
Version 2.10.05, ® ToxRat Solutions GmbH. & <

7o

o &
> ©Q@©é}

I RESULITS ?:5@ D@US@@N i @@

(O N

g & © @ 9 @ >

A. FINDINGS AND OBSERVATIO \\ 6 % @
S
@ AN

No mortality was observed in any treatfie % bo@@velgk&g@f th t en(@)vas
significantly higher compared to the &@nrol&up ~which is.not ¢gr id to b@ se ei%ct The
reproduction rate, behaviour and feéding %twlty@ﬁfas n%slgm@ntli I fer ed%g e control.

@ & (g @
@ @ &, @Q @ @ ‘5%
Table 8.4-4 Lethal and sublethaﬁgjfects@M%%1-@1fonarﬁide @earthv@rm o

MKH 6561-sulfonamide °~_°~ © & o Ry
[mg test item/kg dry soil], @ &) ©§§ K@ @tro{\ " § 10
Mortality of adult wowﬁ@fter 2@@3\@’) @ § w0 2 Q & 0
Mean biomass changeafter @ay&@@ v\} . @V %@7 N «(\@ 67.8 *
Mean number of j&énile@’ter 56%“ays ' @} AN NT3O §J RS 125
Change of repro@ctio@mpm@%}m con\\tjfol (‘Vﬁ 9 @U -© @ 96.2
Food consu&@?on [g] R M{\“\\{J @ @ ~ v @.0 (o 22.0
AR>S . @ ) S & O 8 Endpoints [mg test item/kg soil]
N O
NOEC (day 28 mort N ;@Q N % S 5 10
o) -
NOAEC (weightl; K S Lo O S o 10
@ 5
Y D (S
NOEC (day %reproductlon)b § O%?Q ) @@@ @ 10
@4
* Slgmﬁcaﬁly dlfferent@mpared% tl&:ontro&&t n@nmdered to be an adverse effect)
>
N @ T Q N

The validity crlte@%accor%g t&%ulde@pe OQ&& 222 are fulfilled:

* mort 1n the to groﬁ% was®@> (should be < 10%)
. the@umbe@%f ]u@le v@‘ms per’replicate was 94 to 188 and so this validity criterion was met
(§@®uld pd % by the end of the test)
. {T\fe cc@%&e@) vaftation of reproduction in the control was 23.1% (should be < 30).
‘s
In the m@recent test with the reference item Luxan Carbendazim 500 FC (performed under IBACON

Study Number 46644022 from September 2011 to November 2011), there were statistically significant
effects on reproduction at a concentration of 0.67 mg carbendazim/kg soil and higher; the ECs, for
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reproduction was calculated as 1.11 mg carbendazim/kg soil. These results show the sensitivity of the test
system.

11l. CONCLUSIONS & O
. N
@

In an earthworm reproduction and growth study with MKH 6561-sulfonamide thd28 d NOAE@base
mortality and weight was determined to be 10 mg test item/kg dry soil. The N based on r&aroglu@lon
after 56 days was determined to be 10 mg test item/kg dry soil. % § @ 2

R N ° @ v

& & N @ @
v R ¢ F&d
Metabolite M07 o « S R O &
<\ N A N v @
Report: Vo689, |, @ % N
Title: Effects of MKH 6561—saccl3irt1ne or@e’prod on }gm\g&tﬂ@éf e onis%éisen@g etida
in artificial soil with 5 peraggn pea@ @j& > %
Report No: 70424022 % @ @Q Q s S & & ’
Document No: M-466689-01-1 5 S @
Guidelines: OECD 222, 2004 a@usa ﬁ»268 @ 998 < NN é\f s §
Deviations: none Q %g Ry \ %G é)\? & Q
GLP/GEP: ves o~ & .8 < o S § &
J @ @ R %

Executive Summary @Q &@ @J@ & @ @© @ >

The effects of MKH 6561-saccharin oﬁ\fiseq@sz fetzda@\)fere ‘{%sted @% 56@ay sub@thal fﬁﬁmratory test
with regards to mortality, behavioursl effects) biogiass de@lopme%lt epr&c@ctw@ate in artificial soil
prepared according to OEC{@Z22 with S%@peat he te{t was with 'si concentration of

10 mg MKH 6561 saccharln/k so% The as fizst m&ed W1t1$ﬁne agz sand and then
thoroughly mixed w1th ¢ artificial 5011 s%ned with nised*water. In addition a
control group was exfigsed to soil gf\ the @ount@f fine quart@sand as in the test item
group and mowte@wn{@lon@d wat&’ \ @

6 §
After 28 days, t@ tes (Red nc@nort%ﬁsty m@ly ﬁnen oup@o effects on behaviour

(including feégmg activit ) the %brm ere the t > The test item caused no
statlstlcalL§lgn1ﬁcant clrgiige g m@ when co rol group. Reproduction rates
(assesseé} ter 56 days)‘l/ere sighificantly r@ﬁceg&&r pared to ontrol All validity criteria according
to the OECD guldeg@\zzz fere ﬁ@lled S @;\,

v
The no observed e%)ect %cent@ on& for @oﬁ@ﬁy and weight was determined to be 10 mg
test item/kg drgsoil. The N(@é@ fc{*mproég o’ Was d%ermmed to be < 10 mg test item/kg dry soil.

@ & § @lj? @
N Q N MIA@@ S AND METHODS
% ST e @
N Se TS
A. MATERI%)RS N @ &

1. Test ma ial:%“ gf § Q

Test i& : Q ® §9 ‘@Q') 6561-saccharin
Deséfipti © O OftWhite solid
Q&E/Ba@#: @ S Batch code: AE F159737 00 1 B99 0002; Origin Batch No: M00402
T oo
99.9% w/w

Q%uri
Qg@

2. Vehicle and/or positive
control: n/a
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3. Test organisms:

Species: Eisenia fetida @o ©©
Age: Adults, approx. 11 months old with chtellu% N g
Weight: 300 — 600 mg & % S
Source: In-house culture Q @

. <) Q ¢ 9
Diet/Food: Finely ground cattle @nure % \y;\ N é\a
Acclimatisation: 1 day in artificial sol under test @dltlons @@ § S0\9@ &@

@ ~ S” R @<§ é}©
4. Environmental conditions: % R 23 S & &
Ny LY RO o @
Temperature: 18 —22°C @(@a %\ o 6\ % §
Photoperiod: 16 h ligl@S h d@?, 400~ 80‘%1)ux @%7 @@ S
. kR @) @ S % <’
Soil pH: Test stagt: 0.3% 6.4\@ Q o O @7 @
Test ehd; 6.2 > &6 &% ~ &
Soil moisture content: l@% stai#?l& to % (5¢,5% @56.30 f theSwiax V@—IC)
«Test end: 24:3% to 34.6%:(56.5° 572% of ¢ max, WHC)
RV o D § © o L
G & Ve oy - N
B. STUDYDESIGN =" = & o 2 2 o ©
1. Experimental treatme \4 © @Q 3 @ @ ‘”\,@
Clitellate adult earthworms wer d to th&test & @ stan@@n a&amﬁcfoﬁlﬂ s011§bstrate (5%
Sphagnum-peat; 20% l@lin c 74?3& fine quartg~ an aﬁad 0.2 cal nate; according to
OECD 222 and EPP 003), 5% eat&s use@in t @mﬁ@al soil cons1der1ng the potential influence

of the properties of-the testitem dn bioaVailability). MK —sac r1n mixed with fine quartz
sand and added t&ﬂﬁ%l soil, resulting in @omm&l co centrat of l&mg MKH 6561-saccharin/kg
dry soil. The cdtrol tre, t@ with'the séime arr@,l%nt 0 q§; sand as the test item groups. While
thoroughly naxing the artificial sof the sdil of %@h tre@ment groupas moistened with deionised water.
Eight repligate test conta@%rs (tz@%ihe @ item and tlg.con é&g 17.5g soil wet weight
(correspéhding to 500 ¢ry w@ht soil, 1125°g de@nsed%vater d 5 g food) and 4 - 5 cm soil depth
were prepared for e@\reatﬁnent %p I(Qdult?z@;lrth ] pe¥> replicate (a total of 80 worms per test

item treated and ¢ 1 g%up) é&sed fg 6 da S

In a separate stu@/ ea orrréibvere os%ﬂo th Xic @rence substance carbendazim.
A

Q

N R ,@ & &
2. Obser@ons 2 QQ @ g %
At test initfation and a@r 28 %ays, the mearib odyﬁlght of adult earthworms was recorded. Mortality,
behavjdural and moﬁ%}holo($ bg w@@ recorded after 28 days. After additional 28 days (56
days\%ter applicatiqn), theftumpés of WIVII@UVGHIIQS per replicate, were counted. The amount of food
added to each te@@:ont iner (wéhich approxinfately reflects the amount of food eaten) was recorded.
Temperature light mten Wer%on@red continuously. Water content and pH measurements were

performed a& st 1@xmlon@nd agest tefinination.
@

3. Sta@ﬁ’ical@

elgh@g ange'and @‘oductlon data were tested for normal distribution and homogeneity of
Varlanci@ 0.05) using Shapiro-Wilk’s test and the Levene’s test. Student t-test was used to compare
treatment=and control values (pair-wise comparison, two-sided for weight and one-sided smaller for

reproduction, o = 0.05). The software used to perform the statistical analysis was ToxRat Professional,
Version 2.10.05, ® ToxRat Solutions GmbH.
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II. RESULTS AND DISCUSSION

A.  FINDINGS AND OBSERVATIONS
& @

No mortality was observed in any treatment group. The body weight changes ir@e group treated with

MKH 6561-saccharin were not statistically significantly different compared to the control den@-tes

a = 0.05, two-sided). The reproduction rate of the earthworms after 4 weeksexposure to-the test

concentration of 10 mg MKH 6561-saccharin/kg soil was @Stlcally m@}ﬁcantly red@e pare& @

the control (Student t-test, a. = 0.05, one-sided smaller). No behaviour: normalitie§zwere

any of the treatment groups. The feeding activity in al@e treated graups was com@fable@ the @ntro%

@2 N
> < S
Table 8.4-5 Lethal and sublethal effects of MJKH 656@93&[@ om\e}rth fm O - N %,

N >
- %
o e e e o 1o g T1 7 S wg o
Mortality of adult worms after 28 days (%) Vi\ﬁ > 2D R &ﬁ . 9) R 0 §
Mean biomass change after 28 days (%) \\5@ N A @5.7 Z;QU @(}9 ({@ @?59‘4 O
Mean number of juveniles after 56 days& S 13 @®> m@ $ 9@0@
Change of reproduction compared to c\n<‘trol @h) @@J) ©© ﬁ@\\)j &Q &@ @Q 3.3
Food consumption [g] N o] O 20t O 220
% %& @ @§ g En%’pm@[mg (@ itengkg soil]
NOEC (day 28 mortality an&\eig}&% @@ 8 ﬁ@} @QQ %‘\x% %10 §
NOEC (day 56 reprod@%n) < Kt C§g Q@ § r§9 - Q <1

* Significantly differeit c@red &N ¢ control @dent Kéit o § 05 md@maller)
O O S O
The validity crlkrla %rdlmgQO g%ldehne%ECDf@ZZ e ulﬁl@d @
% SRS

@’
. @ahty in the tro@oup @ 0% (shoe <%%) N

* the number o Ven"lﬁ WOTRS per 1cat&wasq&4 to lgwand so this validity criterion was met
(should be juve 1les the &nd of the test®

«  the coefficidnt o@rla of @rodu&fon ifthe c@rol was 23.1% (should be < 30).

& <& S
@ ©\ @1 (@JCI@IONS
& i
In an earthvorm repr ctlo%a:nd Q; WE‘@ MKH 6561-saccharin the no observed effect
conce{ﬁﬂa‘uon (NOE&) for iprta nd G ght@as determined to be 10 mg test item/kg dry soil. The

NOEC for reproductlon w de{@hme@to C@O mg test item/kg dry soil.

%é@@@
Q
@ &

Asa N@ﬁmpr@on could no%@e determined in the limit test, an additional dose response test was
cond@d Wé@@met htegw In contrast to the limit test, peat content in soil was 10%.

©®©
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Report: 03 i466699-01
Title: Effects of MKH 6561-saccharin on reproduction and growth of earthworms eisenia fetida
in artificial soil

Report No: 70425022 @o O
Document No: M-466699-01-1 N Q
Guidelines: OECD 222, 2004 and ISO 11268-2, 1998 > @
Deviations: none Q & @
GLP/GEP: yes o S

3 §F & o
Executive Summary > ~ Y

@ N %, O\ <
The effects of MKH 6561-saccharin on Eisenia fetida wertested in a ﬁay sublethéglabop@ry ggs(l@ @
with regards to mortality, behavioural effects, biomass development a eproductle@ Tate rtl%>

i
prepared according to OECD 222 with 10% peat. Th &5t was con ed with ﬁ\@ ominal testc @Q}
concentrations of 0.50, 0.89, 1.58, 2.81 and 5.0 m%@}[ 6561- cchar1 d l@%ne amoupis of
the test item were solved in acetone, mixed with fi quartz san nd a&er evapo of th@solvé@“

thoroughly mixed with artificial soil. The soil @ ft}mse -’\ ater@a addftion a cohtrol

group was exposed to soil mixed with the same mo f @@tone ated@uartz ind a \ n th “éﬁt 1t&m
d tened with d d wat @

groups and moistened with deionised wa 2;% \ \\ @ % \@ o

After 28 days, the test item caused no agr ah‘&y@tt a régeste Qe;once&tﬁ tlo “Wo @ ehav@lr

(including feeding activity) of the wor@s w d during th @’est &% te sed gg

statistically significant body weigh es wh compared to s up. oducﬁon rates

(assessed after 56 days) were not gmﬁ& tly dﬁeren@om to ﬂge co nwo u@@y of the test item

groups. All validity criteria acc ing mthe@CD g@aehnﬁ& e f%ﬁlled @

N O oy @
The no observed effect con@tratu@ (N@) f§$h lity, body wq@t an@epm@%tlon was
determined to be 5.0 mg test 1ten%<g d% soil, @ the6 hest=conc trat10n‘“§ested§

& @ % S 9o ¢
§ \ }@ hﬁTF@IALs@NDofETg’DS
A. MATE@&LS @6 o © K@J £§’ & § %@
L ;:;%l:if;erlal \@@? @@1&9 @ o ﬁ%@@g\&@’
e o & Bt

2. Ve&e and/or positive o ©\
eontrol: - @ . Ac@ne @
S ¥ & Q
@ y & @
3. Test og{i@misms%“ gf %,
Speci&. éw\ @@ §9 E@ma fetida (Savigny 1826)
Ag@@ §9 % ©© Adults, approx. 8 months old with well-developed clitellum
§%’igh@@ N 303 — 598 mg
QSour & § In-house culture
Died/Food: Finely ground cattle manure

Acclimatisation: 1 day in artificial soil under test conditions
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4. Environmental conditions:

Temperature: 18 -22°C @ ©©
Photoperiod: 16 h light/ 8 h dark, 400 — 800 lux S @ g
Soil pH: Test start: 6.0 — 6.1 @@ &@ @g
Testend: 6.1 — 6.3 A S N
Soil moisture content: Test start: 24.3% - 2@% (48.6% t({ﬁ% 4% of the% x1<tg%) W@) @
Test end: 27.1% - 2%5% (54. 2%@ 58.9% of ﬂ@@na@m C) &
@ & & VO &
N S o &
B. STUDY DESIGN Qo7 NN \ N @@
Q Q@' %\ @
1. Experimental treatments @

Clitellate adult earthworms were exposed to %e co ntra @e tes@ubstag@’e i @al S&lo
substrate (10% Sphagnum-peat; 20% kaolin ¢ 2%dine q and A; calcium

defined amount of MKH 6561-sacchar1ns d;s%elve ace % seq@@ntlal tl%serle
prepared. The dilutions were added to f quéQz sax&a §, mlxm;re N t ppr ate two
hours in a fume hood until the solve @ad e Thesand w@ mi d§ artlff@lal soil
resulting in the following nominal e@ce atlo 0 50 @)89 1@ 2.&band @@ mg o@ 1-
saccharin/kg dry soil. The contro@vas treated th @me w 6 acetOne tredted quartz sand as the
test item groups. While thoroy rnu%mg t%artlﬁm soil{the so@ f e@h treatnient gooup was
moistened with deionised water” @) & Q S %

Four replicate test contalne\@test 1&m) a@ﬁ 8 refh cate&est cg§talnen$onﬁ® with034.9 g soil wet
S129.9G dem@ ed%ater and”5 g ®gd) and 4 - 5 cm soil

weight (corresponding to 500 g dry weight soif
depth were prepared fo@'a gro%%1 10 adult e WOH@ per lica %&(a total of 80 individuals
for the control and 40&divj uals testsite treﬁn \s» oup@zvere exposed or 56 days.
In a separate study@)@rthv\v@ms were exﬁesed tq,the ‘5& g@nce@ms‘c e carbenda21m

% @6 @ & K @ @ §
2. Observations

At test 1n1t1&t%3n and after«x%S da n@n bo@ wel @;é@m @ﬁworms was recorded. Mortality,
li ft

behavio nd morph ities were ord days. After additional 28 days (56
days after applicatio ber @ survi g Wnﬂ%&per replicate were counted. The amount of food
added to each test cQptainer (Whi pprbxlmat refleCts th amount of food eaten) was recorded.
Temperature and 1%9[1‘[ 1 sity. 1t0re$ﬁvcon@uous@ ater content and pH measurements were
performed at tes@nm@ @ teﬁt@érmlr@lon

N N 2} @

S Q e
3. Statis@calculatw@ Q§ @lj? @ %

Body weight change rep ductien data Were te@d for normal distribution and homogeneity of
Varla%\z%’(a 0.05) using Slél Wik’ 48 t an@lochron s test. Further statistical evaluation was
performed using W&lhams@gtest @ultl e con@rison two-sided, a = 0.05) for body weight data and
Bonferrom-We]&@t-te (multigfe comparisof one-sided smaller, o= 0.05) for reproduction data. The
software used 49 perfqrm th atistiCal anatysis was ToxRat Professional, Version 2.10.05, ® ToxRat
i 2
Solutions C%Q H. @@ @© <§a
NN % S
< & &7, % IL  RESULTS AND DISCUSSION
< & v
A. F@%NGS AND OBSERVATIONS

No mortality was observed in any treatment group except for one dead worm in the control. The body
weight changes in the group treated with MKH 6561-saccharin were not statistically significantly different
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compared to the control (Williams t-test, o = 0.05, two-sided). The reproduction rates of the earthworms
after 4 weeks exposure to the test concentrations up to and including 5.0 mg MKH 6561-saccharin/kg soil
were not statistically significantly reduced compared to the control (Bonferroni-Welch t test, o= 0.05, |
one-sided smaller) No behavioural abnormalities were observed in any of the treatment groups. TP@ @@

feeding activity in all the treated groups was comparable to the control. @ >

§ @
Table 8.4-6 Lethal and sublethal effects of MKH 6561-saccharin on earthworﬁ N ©®
MKH 6561-saccharin Q>
[m test item/kg dry soil] Control | 050 | 089 1.58 @1 & 509
Mortality of adult worms after 28 days (%) 13 P00 | ep | ool o] @0 |@
Mean weight change after 28 days (%) 26.9 21.4 @%1.4 23&6@ {@8 @7& Q

Mean number of juveniles after 56 days 237 Q 2/;00 @@)}» 253 @J %8@

246
Change of reproduction compared to control (%) @gy 8RQ @//3 %3 8\@ 93% @4.3

KO

Food consumption 24.8)° 240 & 24.8, Q5.0 v 25.0

> ‘&9\@ S Engﬁ@ints [@g test @m/l(ggwsml] 4%% < °

. . =N [ ? N S @
NOEC (day 28 mortality and weigh NSO 5O
(day 28 mortality and weight) § ] @} o &6 5 W\? & 5 E
NOEC (day 56 reproduction) N cgi% SRS 050 §” L
Q 2 °
O 83 N T
The validity criteri di @1'ch Ii @OE@% 22@6 fi é§ d &© ©©@ s O
e validity criteria according to@ui1 emﬁ ¢ tutmlied:
& > o O &

+ mortality in the control gro@was §3% (@@uld Be< 10&*) @ N %

* the number of ]uveg,@f)e rms pefaepli § &225 @58 afd so @@% Vak@fy criterion was met
(should be > 30@Veml® y theyend dbt

the coefficient of Va@n of I%I‘OUO%@) the @Uo@ms 15, 9©% (sk@ﬂd b&< 30).

@
In the most recent@st the F&fere 1tem\L,uxa @arben&z:‘§ erformed under IBACON
Study Number @ fron@&ugu@ 012& Octdber 2@12), t ere statistically significant effects
on reproductipn at a (@ﬁcenﬁ‘atlon %0 nda /kg sofl ar;é? 1gher; the ECso for reproduction
was calcula& as 1.7 mg earben 1m/ ese esults Bow Q ensitivity of the test system.
ol el

AS O
\ &
S < LI CcéNCL&@%Iogs
@ @ & S
G AN~ )
In an earthwoepr(@ctlo Sand 810 Wth& y vx&t MKH™6561-saccharin the No Observed Effect
Concentrati(% OECQ) for@ort lzlgﬁw g@cha s and reproduction was determined to be 5.0 mg
t10

test item/kgsoil, i.e. the highest gdnce gSted.x,
i e iy i i
N o Q@ S
v @\ Q
@ oo & Q
@ <) § N g
Q QO & 9
> O o
S &
< @ N
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Metabolite M08
Report: I I > 1+ \1-485902-01 o
Title: Effects of MKH6561-4-hydroxy-saccharin on reproduction and growth of eaﬁhwor@ >
eisenia fetida in artificial soil N @@
Report No: 71792022 @ @®
Document No: M-485902-01-1 N & @g
Guidelines: OECD, Guideline for the testing of chemicals No. 222, Ear@’worm, Reproductign
Test (adopted April 13, 2004) ® AN &
ISO-Guideline 11268-2, Soil quality - Effects of pollutints on earthwerms a{?rt Zé\ﬂ
Determination of effects on reprodu of Eisenia @ 1da/E1sen1a@dr @ @
International Organization for Standardization, S é\a é
Deviations: none @} & é\g QR o &
GLP/GEP: yes Q o & v 9@
T 4 )
ol N L@ N0 9 @
Executive Summary w &" @6@3 %\ @’ 6\ R §
The effects of MKH6561-4-hydroxy-saccharinen Ej @za Jedia W@& tes 1n a §day&sublet .
laboratory study design with regards to mort%lty, b@awou@al efféats, bjomass Velolﬁent @&

reproduction rate in artificial soil prepareck co {ﬁg t0<Q ODECD 292 w 0% @at &gl st experim as
conducted with a single test concentratlf (Nng 1@165@&4% ®oxy-§g% haj 5011
NOEC for reproduction could not be ogQ 1t mal test
concentrations of 0.50, 0.89, 1.58, 2.8 and @0 mg%st te kg 5011 bo‘@ Xp ntsg;c e test item
was added to deionised water to prepare aGstoc luﬁnd d§, ft @olutl(% were
thoroughly mixed with art1ﬁc11 Tgeﬁsoﬂ wis maistened With @Qomse ate@A crol group,
moistened with deionised wat&agonl)&was g@n p&allel @

©)
After 28 days, the test 1tenN@a)us no mo@ah%§ anyfreatmént grou%exc&é? for@e dead worm at the
concentration of 0.89 mg fest itén'kg $6il, whieh wadnot s&a@sﬂc@ky s1g§1ﬁca %lfferent compared to
the control. No effect beha 10u%&cluc@g fe@g @Vlty of the Wrms Were observed during the
test. The test item ¢ r@&statm lly§nlﬁcant ch@ge 1 ma& whel@ompared to the control
group. Reproducti es&ed after 56 ) W, ?e not sﬁtlst (@lly significantly different compared
to the control u@ cludmg thegsst ¢ r@nt n 0 {50 mg¥est item/kg soil. All validity criteria
according to %e ECDr guidéline %2 we ulf & O %@

S e
The no o ed effect éﬁcen@on (&EC) for ﬁah%ﬁelg@xhanges and feeding activity and
reproduction was det tesminedto be 0.0 m@st it g%ry o) %\;F he no observed effect concentration
(NOEC) for reprodusiion was det, 1neti§o be g dry soil.
2 & &,

g S ol \@@’ S & &
Q 1 N TE LS @ND METHODS
$ %I@ REA

9 2
2 S SEN) @ %
A.  MAJERIALS - ° R o« &9
1._Test materlak§ @ O\@’ Q@ @
Test item: @° v &@ MKH6 \.Q 4-hydroxy-saccharin

Descn@ \%% gj &h solid
2

© & Bifeh code: AE 1364277-01-01;
L"%@mh 55 O & Origin Batch No: BCOO 6427-19-15

Pty & S O 99.5% whw

2. V@cle and/or positive
control: n/a
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3. Test organisms:

Species: Eisenia fetida (Savigny 1826)
Adults, approx. 7 months (1* experiment) and 12 month (2“‘1@ <
Age: Q
experiment) old with well-developed clitellum ®\
Weight: 300 mg to 600 mg (1** experiment) S &@ ©®
310 mg to 597 mg (2" experiment) v & &
Source: In-house culture w\% \© O\@)) é\f@
Diet/Food: Finely ground cattlégmanure Q@ é}’ Q\ t%@ &@
Acclimatisation: 1 day in artificial&oil under te&t@ondmons % ex me@ c&©
o & & &
. " Q.7‘ v L@ R 9O o @
4. Environmental conditions: @(@a ‘N o 6\ 2 §
% o,
Temperature: 18-22 ‘@ 2 S @% § ™
Photoperiod: 16 h 1@;@/ § Hdar @@o 800 1u @7 @
— . @
Soil pH: 1 t@sperm%nt s@i 5. k@ 5. 6©%§1 §

AP
@exp&%en@taﬂ@ to %, en§% 9 @Q @)@
Soil moisture content: @1“ exlg@}lm@ejr} sta 29 to @%, 3%}@% t9 30.9%
@@ Zﬁgper@ent@aﬂ 29.4% @30 39 end@ S%&to 32.7%

S @ Q
LN & > ST L9
B. STUDY DESIGN \ © @Q § & 5 § < %@
' S o & S
1. Ex @ S 6 ° N o
perimental trea@”ents S Q &\

Clitellate adult earth ere e sed\@@he té@ suce man art1<t®c1al soil substrate (10%
Sphagnum-peat; 2095 ka 1@ clay69.5% ¥ine martz—% an 5‘7@101arb0nate) A stock solution
was prepared i 1n §1men% xmg onjséd water w KH6%61-4-hydroxy-saccharin.
Defined amountyof t@olu@\{ﬂ@l were ordﬁghly @Xed r§(

1

cial il and moistened with deionised

water to achieye the following non@hal cen ions: @0 m 1 -4-hydroxy-saccharin/kg dry soil
(1% experigient) and 0.5(@?89&&8 2@7 and 5. O m@MK 1 ‘\ ydroxy -saccharin/kg dry soil (2™
experiméns). The contr(@gr ere moistgned wi elowf\rfsed -water only.

In the 1* experiment:&ight rép 1cat@st co@amem}tes‘[ kem a@control) in the 2™ experiment, four
replicate test contagners (tést itengfand &;eph @test €0 ntaimdrs (control) were prepared, both with
642.9 g soil wet elght@nes@andm@@é 5(8§g d h@us 142.9 g deionised water). The height of
the soil layer 1 4.1 e cofifainegswas approxiately< - 5 . 5 g food/container was scattered on the soil
surface after pphcatlon (lﬁxp ent at 1 r application (2™ experiment) and was
moistened %h 5 g deiomsed W@r 10%dult g hwg%ms per replicate (a total of 80 worms per test item
treated anct control grox e@erlm@ and@total of 80 individuals for the control and 40
individbals per test item treéem é@(’)up Q&experlment) were exposed.
Ina s%arate study, earthw®rms @re e‘p ed t®the toxic reference substance carbendazim.

&@ A N § Q
2. Observations &
In both tes t tes@m‘ua an@fter days the mean body weight of adult earthworms was recorded.
Mortaht}%,fgbeha G ral nd olog1ca1 abnormalities were recorded after 28 days. After additional 28
days (5 ‘i P atmg the number of surviving juveniles per replicate were counted. The amount
of fi dde@b eacWtest @ntamer (which approximately reflects the amount of food eaten) was
recorded
Tempere and light intensity were monitored continuously. Water content and pH measurements were
performed at test initiation and at test termination.
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3. Statistical calculations

Mortality data were analysed for significance by using the Fisher’s Exact test (one-sided greater,

o = 0.05). Body weight change and reproduction data were tested for normal distribution and homogeneity
of variance (a = 0.05) using Shapiro-Wilk’s test and the Levene’s test. Further statistical evaluatio s
performed using Student t-test (pairwise comparison, two-sided for weight and one-sided smalletor @§
reproduction, o = 0.05) in the 1 experiment. In the 2" experiment the Williams Cbest (multipleg, S
comparison, two-sided for weight and one-sided smaller for reproduction, oo = GPS5) was used&TheO <

softw?re used to perform the statistical analysis was ToxRat Professional, V%swn 2.10.05©<® TO%@‘L 2
Solutions GmbH. R ° . X

SN
%ﬁ ) &S L@ @
I1. RESULTS Al\g) ISCUSSI@ %@ Q@ é\a é
@ « S S &
N Q o & & @) &@
A FINDINGS AND OBSERVATIONS AN @ Q © 9 @
‘ ENCAR A TN

No mortality was observed in any treatment gr@p e&c?t f e d@i W(@ at tl@§onc§ntrati@% of .
0.89 mg test item/kg soil, which was not stat:&s)ticQll@lgni\f@antly@ffegnt compared t&xthe c@ml @§
S)

(Fisher’s Exact test, one-sided greater, o {60.05)\\

AN . X
The body weight changes of the eaﬂhﬁg&s ait%f 4 wggs e@%sur&ﬁ@ Ml@ﬁ%% > yd@’y—sa@ﬁrin
were not statistically significantly difféxnt cbmpare@to theontrabup t@d inchiding(#e hi@est test
concentration of 10.0 mg test item/lggsoil ( dent?—tes@for theg“ ex@men‘@nd ilamst-test for the
27 experiment, o = 0.05, two-sided). &@ 9 @ S © o
The reproduction rate was not statistically si i@éant@’diffqent c@%)ar to the ntr@p to and
including the test concentration~of 5400 m § kg sai) (2™ éperiment, Waitliams t-test, o = 0.05,
one-sided smaller). At the té&® item @oncesttatiop ot 10,0 mg test ite so@pro@ tion was
statistically significantly reduce ompared to c 1 (lp iment, %der@est, o =0.05, one-
sided smaller). No behawjouralgbnormglities were gbservéd in an®of thitreatiitent groups. The feeding
activity in all the tre@@&p@wa@%ﬁgmble todthe c@%ﬁol.@ ge
N Q N o 9 SN @@

Table 8.4-7 al @ sublethal effects 0%KH6&5-4-hﬁrm§%&hmn on earthworms (1%
@per}@nt: lifit testfd & @;\9 S S @

£\~
© NS (g N
°\@ Ry @a @ exp@ime t (lim@’st) \@7
MKHG6561-4-hydroxy:sacchatin = «_ N S
[mg test item/kg dry Soil NEE © @’% (((%x Conésal 10
Mortality of adult wétms afigr 28 (@% @y N o & 0
Mean biomass chihge afiet 28 digs %)~ . © [.© P89 23.6
Mean numberof juveniles afters6 s 2 a7 @ 229 204 *
Change of@rvoduction go@pared@)f contrgzlp (%)@ N - 89.0
Food cgnsumption [ng [(\% @ @} \\Q 25.0 25.0
S @ @\ R . Q Endpoints [mg test item/kg soil]
@ N 4
NOEC (day 28 ortalitysad weffht N 10
(day éﬂz ality 1 )« -
i AN
NOEC (day@g@ repg@cﬂo@@ r\@ <10

* Signif@ly rent%mpal@fo the control (Student t-test, o = 0.05, one-sided smaller)
& LS
cL T

&
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Table 8.4-8 Lethal and sublethal effects of MKH6561-4-hydroxy-saccharin on earthworms (2™

experiment: dose response test)

2" experiment (dose response test) @f @E
ll‘fnlgeif?:;‘Il'/'l‘(ygdg‘r’;‘ysﬁ]“h”“‘ Control | 050 | 089 | 158 | 281) 50
Mortality of adult worms after 28 days (%) 0.0 0.0 00 [© 00 00 °\% 0
Mean weight change after 28 days (%) 28.7 27.2 28{% 24.2 Q7.4 @9 24072
Mean number of juveniles after 56 days 215 o 9 214 @g% 210 - 21‘@%
Change of reproduction compared to control (%) e 99.6 (%3 7 97&@ f@)f &87.5 Q
Food consumption 25% 25.0 8 Q 25 0 @@0 35.0 @‘D) 25@®

@&’ B Engpomt@ng tes@teq{/@ soilley @

. . o Y v -
NOEC (day 28 mortality and weight) E %@@ (}’© 5% @%90 & \:\a o
NOEC (day 56 reproduction) W\\% . v \@ Q 5 ((%@ © @7 @&
& N N RN SN §
O = SRS
The validity criteria according to guld@ QEEJD 2&”&1&: f@ﬁlled@f ©@

* mortality in the control gro@ wa@})% 1n®0th

* the number of ]uvemles Rv\\l‘ rephcate
experiment) and so thf&vah%y crlt@n v&@s me should@e >, %

%\

& 100 “» ‘\%

erlmen®and 8 to 250 (2™
%uve@les b% ¢ end of the test)

* the coefficient of Va@atlon@’rep uct 1nt e control wa ﬁS"/ e iment) and 12.6%
rductio e congl ot @9

(2" experiment) (sﬁoul@}e < 30) S

&

@

5N

@ "\9
In the most recent te Qlth he refe@ J,gb Lu&%@ Ca@nd é}{n SOO@C (pe%ormed under IBACON
Study Number 466 2 fioin Angust 28] chtoheQO 13YAhere $xere

stically significant effects

on reproductlon § ntration of 30 m
guideline OECIM?22 (&ffec

reproductlon%as calcHlated a8 1. 3@§mg bends
studies, whigge ECso valu et nd 1.
show th sitivity of e test @stem

rbenidamm/

il, Wthh

&garb zn‘n;@

@ &\ @ %\
@
©@ © \

effect con ation (NOBLC) f

In an earthwqrm reproduc‘u@l %§>ow

determined to be 10.
repro@?@tion was determin b,e %0 m

‘& %

Q@ @ IHN ONUSJ@@NS

soil@and higher, which is in line with the
ts §hould Q observed bg \:gEWe and§ c@rbendamm/kg soil). The ECs for

in the range of the 5 most recent

soil were determined. These results

th 1\@{6561 -4-hydroxy-saccharin the no observed

ortafty, wigight chinges and feeding activity and reproduction was
test item/kg dry sail: Th¥@wo observed effect concentration (NOEC) for

gést 1@/kg dry soil.
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Metabolite M10
Report: o+ 484633-01 .
Title: Effects of MKH6561-N-methyl propoxytriazolinone on reproduction and growth of, >
earthworms Eisenia fetida in artificial soil N @@
Report No: 71822022 S @®
Document No: M-484633-01-1 S o O
Guidelines: OECD, Guideline for the testing of chemicals No. 222, Ear@’worm, Reproductign
Test (adopted April 13, 2004) ® AN &
ISO-Guideline 11268-2, Soil quality - Effects of pollutints on earthwerms a{?rt Zé\ﬂ
Determination of effects on reprodu@ of Eisenia@® ida/Eisenia@dre@\ @ @
International Organization for Standardization, @2 @ N) é\ﬁ é
Deviations: none @} & é\g QR o &
GLP/GEP: ves Q - & & v 9
& NI \© 9 @@
Executive Summary &" @6@3 > @’ \Y\’ %,

The effects of MKH6561-N-methyl propoxytn&oh @ on@senmﬁnd re tegred 1 na 56
sublethal laboratory study design with regar to mégtalit @ehav@nal effects 10ma@dev@me@§and
reproduction rate in artificial soil prepare S%@cor{ﬁg to-<QECD 2322 w 0% fprat. A_1* expetim
conducted with a single test concentrati l@%igﬁN-m@lyl %o azol IQ§?ywsoﬂ
As a NOEC for reproduction could no§O 1ne®a Z“Q@mer per th f ¢ nominal
test concentrations of 0.50, 0.89, 1.&2 81 %id 5.0'mg estite d Qpil. I oth erlm@ms the test
item was added to deionised water to“prepare a m§10n §{Ee ied a(@unts the sdtution were
thoroughly mixed with art1ﬁc11 T@%ﬁsoﬂ wis maistened With @omse ate@A crol group,
moistened with deionised Wat&gom&was r@n p&allel & @ &

"\
After 28 days, the test 1tenN:aus no mo@ah‘§ any@@sted @ﬁcen&%’tion& e%ﬁfs on behaviour
(including feeding activity) of the or@ werédbserved da{@g t he tes caused no
statistically significa ange bl@ ss wihen ¢ aredto the contro@roup%Reproductlon rates

(assessed after 56 d not, s@s‘u@ 1gn1ﬁcaﬂ@y dlfnt comparegyto the control up to and
including the test ggnce %& ion @i\S 0,mg tes&%m/@*soﬂ @ valj ({Tﬁ@’la according to the OECD
guideline 222 V@ fulfiifed. o & K@j S

N v & & @

S * . . .
The no obs;?{%d effect coggentra@gpn ( O for morte@fty, Weight éranges and feeding activity and
reproductién was dete ed tgbe 10.80mg test itempikeg dry soil. The no observed effect concentration

(NOEC) for reproduc @%n wiweter@ned @@e 5 ‘@gng ‘Kst 1tem§ég dry soil.
@@Q S @ N @’ @
N %
ol @MA@ERL@ Ar@@ METHODS

NS
5 & 9
@st item: "V § ‘\ MIQMS@\I—methyl propoxytriazolinone

Descriptior; @h @hd

. ial: >
1. Tes matenalQ

&
Lot/Bat¢h#: ““Bateh code: AE 1364263-01-01; Origin Batch No: NLL 5797-6-5
. %
Pur%é% N @© §9 99.0% w/w
o
@ % %o

2Q§ehlnd/@§pos$we

co 1: n/a
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3. Test organisms:

Species: Eisenia fetida (Savigny 1826)
Ace: Adults, approx. 9 months (1% experiment) and 6 month (2" @o ©©
g experiment) old with well-developed clitellum ®\ 93
Weight: 310 mg to 596 mg (1 experiment) S &@ ©®
300 mg to 600 mg (2" experiment) v & &
Source: In-house culture w\% \© O\@)) é\f@
Diet/Food: Finely ground cattlégmanure Q@ é}’ Q\ t%@ &@
Acclimatisation: 1 day in artificial&oil under te&t@ondmons % ex 1me@ c&©
~ R & & <
. i Q.S‘} NN RV O 6 @
4. Environmental conditions: @(@a ‘N o 6\ 2 §
Q % % o\
Temperature: 18 —-22 R S N
p @ @ @@ @’ & % & o

Photoperiod: 16 h lhé%lt/ 8 K&ﬂaﬂ&@@% @8@) lu @@ ) @7 @
S 1 . st . .
oil pH 1 @&pegnt sigt: 6.0t 62©%41 @ 06@9 & 8
@exp& en@tar‘[@ e@v 5.8495. 9 @ %
Soil moisture content: @1“ %{g@}lmer} sta %30 @ @%, &ud: 3]@@% to\%.4%

Q)
@@ Zﬂ‘l\ﬁxper@ient@aﬂ @% @§3O 8‘@%@.0"@4@0 33.7%
SN NN
s & © N

D
B. STUDY DESIGN 2 % 9 § @& @“ RIS
&2 © @ & )
1. Experimental trea@”ents SN \
Clitellate adult earth ere e sed\@@he té@ s @@nce myan art1<t®c1al soil substrate (10%
Sphagnum-peat; 20% ka 1@ clay~69.6% 1 eXperlle %9.5% 2“d rlment) fine quartz-sand and
0.4% (1* experi t) a1§0 5%%2 @perl ) caléium car on§ A sf§£k solution was prepared in
both expenmen@by 1ng onise Watéi%Wlth -N-aethylgropoxytriazolinone. Defined
amounts of th’@ solution were thord@ghly 1xed ith arfificial soil a 01stened with deionised water to
achieve t llowing no@hal s@slcen ons 1 &MKH& ethyl propoxytriazolinone/kg dry
soil (1 éperlment) and. SOK@9 1.58, 2. @ﬁand mg MK 1-N-methyl propoxytriazolinone/kg
dry soil (2™ experi % THe con grou@ Wemgmm ened \V%h deionised water only.
In the 1% experim ightreplic, test%Qpntal fed (test tem and control) with 644.0 g soil wet weight
(corresponding tg 500 @y weight p@@l 440.¢ de 1sed«§ter) were prepared. In the 2" experiment,
four replicate €St contarners st itém) and 8 replicate test containers (control) with 643.8 g soil wet
weight (corrgsponding to 500 g depvei <%)lu .8 gifeionised water) were prepared. The height of the
soil layer @e containes was @pproxif@iatelyed - 5 ciw 5 g food/container was scattered on the soil
surface at day 1 after agiplication’( \Xperifge t) 3@ after application (2" experiment) and was
moistefted with 5 g degonls@lat,er@m adyit ea orms per replicate (a total of 80 worms per test item
treated*and control group {@the @\exp intent 48d a total of 80 individuals for the control and 40
individuals per té€¥ ite treatmgnt gr 1n thg 2" experiment) were exposed.
In a separate @ % wel%vexp(@d to the toxic reference substance carbendazim.
@@ é\g @© §9 ©
2. Obserga 10% O
In bot f%sts afdest 1®tlon@nd after 28 days, the mean body weight of adult earthworms was recorded.
@ Vlout@’ an@orphologlcal abnormalities were recorded after 28 days. After additional 28
ﬁ after application), the number of surviving juveniles per replicate were counted. The amount
d to each test container (which approximately reflects the amount of food eaten) was

of food
recorded.
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Temperature and light intensity were monitored continuously. Water content and pH measurements were
performed at test initiation and at test termination.

3. Statistical calculations . @ @6
Body weight change and reproduction data were tested for normal distribution an homogeneity@ K
variance (o = 0.05) using Shapiro-Wilk’s test and the Levene’s test. Further stat@al evaluatjo®Wwas O
performed using Student t-test (pairwise comparison, two-sided for weight and‘6ne-sided smaller for
reproduction, o = 0.05) in the 1 experiment. In the 2™ experiment the Wlll@%ls t-test (m@le < o
comparison, two-sided for weight and one-sided smaller fo@productlon &9— 0.05) was used. %e Q
software used to perform the statistical analysis was ToxR&t rofesswn‘l\/ ersion 2. 1@ @%ox}{%@ @

Solutions GmbH.
& 5 48
II.  RESULTSAND Dlscus%mg) > & &
& \ % D
o AR @ D LN
@%& @@ %Q g% @}7 IS '~ RS
A.  FINDINGS AND OBSERVATION% & Q@ SN S S
N @ @j @
No mortality was observed in any treatm@ﬁ gro% @}
The body weight changes of the earthwgyms a%@r 4 osure\‘go M -my
propoxytriazolinone were not statisti @y s1@ﬁca& dlfs&,rent St p 0 t on up t(f@nd

including the highest test concentratipn of.10.0 test @m/@ﬁﬂ (S ent @Qést f@ e }S‘i%'xperlment
and Williams t-test for the 2™ ex §@nmen{, o= é§51d h prod tio es were not
statistically significantly diffe omﬁared@the control up to a1 cluding the fest c@ncentration of 5.0
mg test item/kg soil (2™ experimentiWilli @} a =®05, on% -sidedbsmaller). Atghe test item
concentration of 10.0 mg test'item/kg sm@epro tionewas S@I\SUCSFH}/ signffica educed compared to
the control group (1% ex&?rlmel@ d@ltt teh o —@5 on®sided smaller); Th@edmg activity in all
the treated groups wa @mpal‘%le % e C(@trol N §9\ © & &

Table 8.4-9 d@uble hal effeé%s of MKH65Q1-N-1‘@1yl %oxyﬁ@azohnone on earthworms (1%
eri llmlt test}‘f\% @a §
NS ©
@ " O
>
L9 “ &@ 1@?% exp@ment @’lmt @st) S

MKH6561-N-methyl pr@oxyt@olmoﬁe N @
[mg test item/kg dry O @Q N %‘"&@@ 10
Mortality of adult worhs after 28 da@s %) > . B O 0 0
Mean biomass ch(grnlgi: af@%% dfgy@(%) @;@ ®\ @Q @?35.2 38.8
Mean number (ﬁuveni@% aft§@6 daftiQ & @\ S 280 242%
Change of @pductlon co&pared @contr@%%) A@ %@ - 86.3
F St N NES

ood constimption [g @ & Y 25.0 25.0

£ CO S e ) : : .
N Q X Endpoints [mg test item/kg soil]
© ©
E 2 it i o S 1
NOEC (day Sm{@u:ﬁdg ) § Q 0
: @

NOEC (day g\@pr(}(@tlonb o« O <10

* Signiﬁ@/ dig@ent coﬁfbare@f the control (Student t-test, o = 0.05, one-sided smaller)
NS
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Table 8.4-10 Lethal and sublethal effects of MKH6561-N-methyl propoxytriazolinone on earthworms (2"
experiment: dose response test)

nd 3 ©
_ 2" experiment (dose response test) @ «@g
ll‘fnlglt{eif?ttﬁ;l‘:‘gefgls‘(’)riﬁp‘”‘yt“az"““"“e Control | 050 | 089 | %58 | 281 P 50
Mortality of adult worms after 28 days (%) 0.0 0.0 00 [© 00 00 °\% 0
Mean weight change after 28 days (%) 14.9 18.3 20@ 19.1 Q8.0 @9 22?,\\0@
Mean number of juveniles after 56 days 174 < 9 167 %6 163 - ISﬁ\
Change of reproduction compared to control (%) e 96.1 @9 3 9%&@ r&ﬁ @5.5 @
Food consumption 2& 248 & Q 25 0 <g@8 5% 0 @‘D) 25®@
@&’ B Engpomt@ng tes@teq{/@ soilley @
NOEC (day 28 mortality and weight) ) é@ % ?41:()@{) S S S
$ & & & & ~ N
NOEC (day 56 reproduction) W\\% . (o8 \@ Q 5 A@ ) @j @§
& N &v % W;\ NS ©§
The validity criteria according to guld@ QEEJD 2@\;\@1‘6 111ed§9 § @ @Q
RN S R

* mortality in the control gro@ wagh)% indoth m@ (s&@lld 100 VNN

* the number of ]uvemles Rv\\l‘ replicate wag 24 t@ 316 @Q ex erlmer@ and }d6 to 210 (2
experiment) and so thf&vah%y crlt@n was me should@e > %%uve@les b@%r“ ¢ end of the test)

» the coefficient of V%@htlon@’rep@uc 1n t&e control wa @%% @e){%g ent) and 12.6%
(2 expernnent) (shouldbe < 30) S @ @ @
S S .

@ %
In the most recent te Qlth he refe@ J,gb Lu&%@ Ca@nd é}{n SOO@C (pe%ormed under IBACON
Study Number 466 2 fooin Angust 264 chtoheQOIS ere $uere stically significant effects
on reproductlon § ntration of %30 m rbenidamm/ soil@and higher, which is in line with the
guideline OECI)?22 cts §hould Q observed @?ﬁ\ve and§ (@rbendamm/kg soil). The ECs for
reproductlon%as calctllated a% 1. 32&mg (‘%ben il, which ig4n the range of the 5 most recent
studies, whgge ECso valug§tbe V@n m@arb@&zm% soil were determined. These results
show thi sitivity of thie tegt @stem. S
& < & .9 &,\ & Ry
> >
M %
KD IHN ONUSJ@@NS
@ @ .
@ \ \

In an earthw %rm reproduc‘u@l an \owt%ngru th ]\@{6561-N-methyl propoxytriazolinone the no
observed t concentr@on ( C) %r m hty Weight changes and feeding activity and reproduction

was deterniined to be test item/kg dry soﬂ@ae no observed effect concentration (NOEC) for
repro@?@tion was det’&mm b,e %0 m gést 1@/kg dry soil.
T O g O
Sxgss
% N O
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Metabolite M11
Report: o+ 1485903-01 .
Title: Effects of MKH6561-methoxy-saccharin on reproduction and growth of earthworm >
eisenia fetida in artificial soil N @@
Report No: 71812022 @ @
Document No: M-485903-01-1 N & @g
Guidelines: OECD, Guideline for the testing of chemicals No. 222, Ear@’worm, Reproductign
Test (adopted April 13, 2004) ® AN &
ISO-Guideline 11268-2, Soil quality - Effects of pollutints on earthwerms a{?rt Zé\ﬂ
Determination of effects on reprodu@ of Eisenia @ ida/Eisenia@drel\ @ @
International Organization for Standardization, @2 @ § é\ﬁ é
Deviations: none @} & é\g QR o &
GLP/GEP: ves Q - & & v 9
& NI \© 9 @@
Executive Summary o @6@3 "R \% N

N 9 Xy
The effects of MKH6561-methoxy-saccharin o®Eis feti Werq%s a SGatay s&bletha%aboratory
study design with regards to mortality, behax&gural ects @wma@developme@ and réprodyc¥ion 1@@ in
artificial soil prepared according to OECI{% \x%’ih 10%_  eat. Byl ¢ imeft was:conducted \;§a
single test concentration of 10 mg MKH&61- %ﬁ’accl@ﬁn/k @ry %\A @O r regroduction
could not be determined, a 2" experinggjit was perfofined with fiv 0m1 test &oncendtations of 0.50,
0.89, 1.58, 2.81 and 5.0 mg test itemikg dry%ll Inboth e y*pern%n‘ts t@test dde@ o deionised
water to prepare a stock solution and“defifigd am@ants e s@tlo ou mixéd with
artificial soil. The soil was m01ed x{%h del(l)‘%qjsed pater. @ on@ group, mm@ned&uth deionised
water only, was run in parallel& &
o & &8 & 2 e

After 28 days, the test iterfN:aus%no mo@ali‘§ tre ent $ﬁp exg%ept t@ﬁne dad worm at the
concentration of 0.50 mg fest itén'kg $6il, whieh wadnot tlcéiy m@ﬁcan&%lfferent compared to
the control. No effect beha 1ou%ﬂclu(@g fe@g adgivity) of the Wbrms {ere observed during the
h s wer@tat@all mgmﬁ@ltly ,@’ ced at test@pncentration of 0.50 mg test

is redu&@o s not C@Q%der ﬂ%treatr@ngged @\% all higher concentrations no
significant diffi pareg to th ont ivas fouind Reprodietion rates (assessed after 56 days) were
not statistically mgnl%antl}%ddffer%lt co pare rol upto a&@ncludlng the test concentration of

5.0 mg test&@n/kg soil. A@ Val@t}/ cr@p ac%dméto the @EC&@udehne 222 were fulfilled.

The no observed effec oncémratl%(NO for’mo ity, Weght changes and feeding activity and
% il. The no observed effect concentration

reproduction was degg 1ne 0 g test
(NOEC) for repro@@cho@ g&ml to b?é\vS 0 I@ test /kg dry soil.
@ B @
S\ @ I© TE@IAI%@ND METHODS
& 5 Q

A. %ATERIAL§§ @ & @

1. }‘est materlal @ @Q
Test 1tern4g %% g} &KH&I-methoxy-saccharin
Descr1 on: Q ® Lk@@yellow

L@te § © <§ Batch code: BCS-AG71018-01-01;
@ § Origin Batch No: BCOO 6413-13-5

Q@urlty@ v @ 99.7% wiw

2. Vehicle and/or positive
control: n/a
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3. Test organisms:

Species: Eisenia fetida (Savigny 1826) @o ©©
Ace: Adults, approx. 7 months (1* experiment) and 10 month ( g
ge: experiment) old with well-developed clit &@ ©®

Weight: 300 mg to 600 mg (1°* experiment) S @
300 mg to 600 mg (2" experiment) &% \© O\@)) é\f@
Source: In-house culture = Q@ @& Q\ t%@ &@
Diet/Food: Finely ground caﬁge manure &© 6\9 QQ @Q c&©
Acclimatisation: 1 day in art1 a) soil under st co@ftlonﬁéboth @egiperim@ns) @}@
@
4 RN RN
4. Envi . 'S <) & RS IS > RS
. Environmental conditions: Q @ R S 4 @
R @ @ @ S % ' °
Temperature: 18 - Z%OC @’ R N Q ) @7 @
Photoperiod: 16éehgh¢t/\8>h d@ 40%@00@&( \© % ©§
o
Soil pH: @@exp@iﬁnent@aﬁ @ to 5%, end£6.0 $ § o
& nd -
2 ex@hmeﬁ stgt 5 1,@ 60 6. %ﬁ@ N %o

Soil moisture content: @ l%f?merl@ent @r’c 29,9% @2 39%dend 9%§to 33.9%

o éznd §1me§t st%O 59@@{0%@%, i@ji 33 f@l@to 35.2%
P TF e & 5
B. STUDY DESIGR” > 2 © @6 NI R
< Q2 & ¢ N
1. Experimental ﬁme Q @ @

Clitellate adult ea 0 ereg&posed to the'test &ﬁﬁan@@m @}uﬁcﬁ@b soil substrate (10%
Sphagnum-peat; 20% (@y, 69&% fi @uartz@sand@ld 0.8 calcium carbonate). A stock solution
was prepared in both @kperifhents ixing dei ffided water with MKI%6561 -methoxy-saccharin. Defined
amounts of thie’ solution were tho&ugh@med@lth artificial®oil arfdmoistened with deionised water to
achieve ‘@ollowmg ngrdinal goncentrations: 10 K@&—@thoxy—saccharin/kg dry soil (1%
experiment) and 0.50; % 9, IQ 281 and 6561-n§§hoxy-saccharin/kg dry soil (2™

experiment). The ¢ ol o ps e m&gstene ith defonised water only.

In the 1% experimefit eightiepli tes ntal‘ﬁers (test 1ter@d control) with 642.9 g soil wet weight
(corresponding 12500 ht plis 14 g deforiisedWater) were prepared. In the 2" experiment,
four replicate st con ne @est ﬁg ) a re@ate tést containers (control) with 648.6 g soil wet
weight (corlé%pondmg to 5 95@48 gﬂelomsed water) were prepared. The height of the
soil layergithe contame@was@prox atel -5 e{,n 5 g food/container was scattered on the soil
surface,at after apphc@on (18 exp entyand 1. day after application (2™ experiment) and was
moisteged with 5 g deton watet. 10 adult e orms per replicate (a total of 80 worms per test item
treated and contr group in the exp@ment@nd a total of 80 individuals for the control and 40
individuals per @ item treat in tfe 2nd experiment) were exposed.

Ina separate y, éart Wogzvere ex #8ed to the toxic reference substance carbendazim.

2. Obs “%no

In bot ests aytest | to*and after 28 days, the mean body weight of adult earthworms was recorded.
Mo av1oura orpholog1ca1 abnormalities were recorded after 28 days. After additional 28
days (56 ] after apphcatlon) the number of surviving juveniles per replicate were counted. The amount
of food atded to each test container (which approximately reflects the amount of food eaten) was
recorded.
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Temperature and light intensity were monitored continuously. Water content and pH measurements were
performed at test initiation and at test termination.

3. Statistical calculations @ @6
Mortality data were analysed for significance by using the Fisher’s Exact test (ong-sided greater@ K

o = 0.05). Body weight change and reproduction data were tested for normal di@utlon and ‘fnog@
of variance (o = 0.05) using Shapiro-Wilk’s test and and the Levene’s test. Furflér statistic evaluation
was performed using Student t-test (pairwise comparison, two-sided for weight and one- si& r foH
reproduction, o = 0.05) in the 1% experiment. In the 2™ exp@ment the W{ﬁ‘ams t-test (@hlplé\ é\”

comparison, two-sided for weight and one-sided smaller fo¢ teproducti quFo = 0.05) é" e@@i’ he @ &@

software used to perform the statistical analysis was ToxRat Professm@ Version 2] 6.05 Tog‘a‘c
Solutions GmbH. @ Q &© N @
@ AR NCCIN
1L. RESUL AND DIS@SSIQ D LS
S
(e

> @ @% @% 6@’%
A. FINDINGS AND OBSERVATIO@ @ \@ Q % @Q © @j
S

0.50 mg test item/kg soil, which waSQ@ statgstically Si gnlﬁgantl ffe compared
Q© R

(Fisher’s Exact test, one-sided greate, o @0 05)¢, © O N

The body weight changes of the @@rthweuns aftér 4 wesks ex@%ur M@% eth%y saccharin

were statistically s1gn1ﬁcantly®erent%om ed to the control a @e tes@eoncentrahot@f 0.50 mg test

item/kg soil. However, this reducti as@§: n@ered % be a trea t related effegt since at all higher

test concentrations up to axéncl%;ng th test Qon r&a‘uon?&f 10, (ﬁ@g tegtiitem/kg soil no

statistical difference ggmed icthe trol (@)ﬂd I%Qbse (S@Qdent -tekt fofthie 1" experiment and

~

NN
No mortality was observed in any treatx@nt %ﬁ@lp e pt f gw at t @

%

Williams t-test for the T expéfime V@lded@ © @

The reproduction ratgWas not statl@yall gmﬁc l@feregco%ared tg the control up to and
including the test @cen&@mn 25,00 mg test tem/kg soil @ experime illiams t-test, oo = 0.05,
one-sided smallgf). At aQﬁgonce tlo %10 O\ﬂ g t%ltem/ soil l%productlon was statistically
significantly reduced @pmp to the contro (lsg@per$nt Staden st, o = 0.05, one-sided smaller).
No behav1ou%7l abnormalities wetg Obsgfved m@ﬁy of t t%@mer{ @roups. The feeding activity in all the

treated g s was compafablesd the control. < ®
10U i e@ R

v
Table 8.4-11 Let \a)nd sﬁblet ffects of M@%%&let %—saccharln on earthworms (1% experiment:

e &S )
v O o .0 O O ®
Q ©) @ S I1¥experiment (limit test)
Sl QExpeent G
MKH6561 hoxy-saccharin @ Y
[mg test ifem/kg dry soi&@ Q @ R Control 10
Mortality of adult worms afte@ days©%%) ®@ (\\ 0 0
Mean biomass change after %da&s@%) @ &@ 18.9 16.5
Mean number oﬁgveni@‘after&dayg\\n@ R 229 193%*
Change of reﬁp@ueti@} comg%%\éd tgq\\c”ontr@]& - 84.1
Food cong@ption@ © @© 25.0 25.0
O @ @ N Endpoints [mg test item/kg soil]

NO@day@ mortality and@elght) 10
NOEC (Q 56 reproduction) <10

* Significantly different compared to the control (Student t-test, o = 0.05, one-sided smaller)
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Table 8.4-12
dose response test)

Lethal and sublethal effects of MKH6561-methoxy-saccharin on earthworms (2" experiment:

2" experiment (dose response test)

MKH6561-methoxy-saccharin
[mg test item/kg dry soil]

Control

050 | 0.89 2.81 @@b 5.0

ﬁ\®8

Mortality of adult worms after 28 days (%)

0.0

2.5 00 [0 0.0

00

Mean weight change after 28 days (%)

22.5

2439 199 | Qo8 K 0B

14.9%*

Mean number of juveniles after 56 days

9 223

il

238 S 234

Change of reproduction compared to control (%)

89.7 |93 | 9550| oa2

Food consumption

25.0 & 250 250 | socy

Engpomt@ng tes@teq{/@ soilley

NOEC (day 28 mortality and weight) e

T
.0
s

NOEC (day 56 reproduction)

O

<

N

50@

* Significantly different compared to the congol (S

considered treatment related as all higher cgicentritions aggsiot ificantly differpht
eSrenighions ot oy % e

v

The validity criteria according to gt@elm@OECE%ﬂ are fult@d

@ N @

mortality in the contr:

experiment) and soxthis w 11d1ty Hteri

vari

shou
In the most recent@est “ﬁh the r&fereq%e ite
Study Number #§646022 fronDAugud2018 to O
on reproduction at a c@flcen‘fﬁmon 1 3

guideline QECD 222 (ef!
reprodu@ﬁ@ was calcu d as

studies, where EC

the coefficient
(2™ experim

carl

@rodu@lon
& e = g

ndazi

nt t-tesp;

N

q@oup was 0%@xin both@xpergﬁnen (%ou@be < 1%/0)

the number of Juver%e worgy per@%llca@was 763 to 274 (l@ip
is t (shautd be™> 30 juvenil

Q

\uxa éarben“&m 50
er 2@3) they

e vt

g soil, whidDis in the range of the 5 most recent

he eqntrol

o= Q\WS 1dedmallet@§ﬁowe§@r redeNion not

comared fo-the co@rol
& @§ ?
@

&

e@em #ad 225 to 290 (2™
y the end of the test)

was 1148% (1 experiment) and 7.6%
O &

AN
90 F Qﬂ erformed under IBACON

$\ wege statistically signiﬁcant effects
1 ami%gher which is in line with the
5 @’carbendazm/kg soil). The ECs for

ies, 50 Vi Wee %Lll a 1. S%?ﬂg ca@enda@ﬂkg soil were determined. These results
show the sensitivit thgest sy, .

o

@’ . N
@ ©©Q < @ ©\ § v
%Q § @ @l c@c UISIONS
O
e%l owth s@@ W@\MKH6561 -methoxy-saccharin the no observed

In an earthworm repr ctlon
effect gencentration r m@tallt§%el

determined to be 10.0 mg @st 1te@‘kg dry oil

R

&

N @
v

@§ S & -
CA84

A sunmpary %lla

targetsoil Ki¢so- and macr

hanges and feeding activity and reproduction was
e no observed effect concentration (NOEC) for
reproduction was@etermmeigﬁbe 5g te@ tem/kg dry soil.

E@ts o%nom@arget soil meso- and macrofauna (other than earthworms)

abl§%[evant and compliant data for propoxycarbazone-sodium on effects on non-
auna (other than earthworms) is presented in the table below.
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Table 8.4-13 Long-term toxicity of propoxycarbazone-sodium and its metabolites to other non-target soil
macro-organisms
EU agreed
. . . NOEC endp@ &
Test item Species Test design [mg/kg soil] Reference (SAN 40 6?§
S 208 J=final)
P
) ©L8
; i 70404016
21;2%1 reproz(éugnon’ 500 o M-466609-01-1 4 © I\{@dy&f@
Propoxy- 8.4.2 /01 A
carbazone- N @ L v\g@
sodium & &(2012) QQ ©© C&©
Hypoaspis reproduction, 000 Q& 70405089 @ N studs@
aculeifer 14d Qo) 611 %
@f KCA 842 /ozh\ RS
S
T R e
Folsomia reproduction: % (E}%’ 0@ Q 12016 @jw s@ ‘
candida 28 d, limit @t S \K B Mo § y
@ o @ &7| CReagd2 /g@ &8
" ISR g(z &
. 9
Hypoaspis re uctlorfl@j o @O% O 041 1§/ @Q ‘%(I tud
aculeifer é‘;d hr&@est @@ Q @® -46 4 0lch s New study
S N ] U g @ @ KCA 842
Folsomia~ ] é&d c@§ §b@} %@ 7O4°@2)€1ﬁ62) ”
olsomia« eproduction, Q° @
. .0 New stud
candl% é 2%1 o 6@ X © N M46Y6o\é84(®1 ew study
g |8 O P rbnsadns
MO7 @ § @V @2@ o %2012)
"Z): a &reprqglctlon\ &\ O @ 22016
16 New stud
@ $ © 14 ddlimit test” & @ 6§ 466684-01-1 oW Sy
~ *KCA 8.4.2 /06
5 @ )j % © @) (©]
B & o o0 |y oo
AN Fo n@a ' oduct10® N N 71793016 New stud
c@%a hm& St S @Q M-484422-01-1 ew Sy
KCA 8.4.2 /07
MO8 ) f% @ o S
@ O © o @ I 2014)
. D
Hypoqspzs@ § @ @% 71794089 New study
aculelfeé d, 1 test %, M-484430-01-1
SN @ KCA 8.4.2 /08
& N * X Q@ «d o)
Folsomia© @pm ction, " 70445016 New stud
@andidg @ § ditimit el M-466718-01-1 Y
5& \% & @ KCA 8.4.2 /09
M09 R (@) A
| & & I 012)
< JLypoaspis reproduction, 70444089
o @acuﬁr ? 14 d, limit test 10 M-466715-01-1 New study
S @ X
N o T KCA 8.4.2/10
S | Forcom duct I 014)
olsomia reproduction,
MI0 candida 28 d, limit test 10 71823016 New study
M-484425-01-1
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EU agreed
. . . NOEC endpoint
Test item Species Test design [mg/kg soil] Reference (SANCO/4067/
2001-fif4l) @
KCA 84.2/11 N >
s |9 o
Hypoaspis reproduction, 71824 .
aculeifer 14 d, limit test 10 M-484%7—01-1 @QN ew@@ldy )
. X
» KCA8.4.2/12 \ N~
X~ L (2014) § s
Folsomia reproduction, 1813016 N
candida 28 d, limit test %@%0 AM4 @%4423 %Q ) X NefSiuayg;

343 o @

Ml11 Q@?

o &-@14)@ NS
H ' duction, Q] @ | & 408
'ypoaspis reproduction, v, 100 Qy @j Yo 4 study
aculeifer 14 d, limit tet% @ @ R 48443301-1 G @%Q/
>N @ s
N, A 842 /142, &
(%) \g

Q x> & RS
In order to address data requlrements @cor to C@nm@ é@l@%@ (El@% Z@kaﬁeveral

additional studies on chronic expos to other ngn- targ&soﬂ ro-gEanis -©£:> rep ente@by
Collembola Folsomia candida a 5011 p%g Hy, aspzs@cule h eencperf d with
propoxycarbazone-sodium and% soil'metabalites MO5 , M7, M 09, M10 a éand are
submitted within this Supplem%ﬁtal Rossie 015 OZ@r the propo @gcarba@ne-%dlum Renewal of
Approval. These studies aye@@lmma@sed NS @ %y

S RN TS

S S ¢ o S
Propoxvcarbazone-&@& § S N N @
S QTR S o & Y

Report: @Q P Won N{-466609201 7,
Title: @ ects @prop(@lcarﬁ&zone-@q @’ep @§tlon@f the collembola folsomia condida

% artifreial s with %percg{peat g %,
Report No: \@ 70404016 & @ \@’
Documeng: 666 % § § Q
Guidelines: E%P compliant stud@sed on O]%gD 232 2009 and ISO 11267, 1999
Deviations: one N N @, Q
GLP/GEP: yeA 5 @

@Q O o @

Executive Suf@lary@) ©© \ \ @\

The effects e%propoxycarbazon@dlu Ccﬁ%ml%%@F olsomia candida were tested in a 28-day
laboratoryt&st with regafds to @ﬂahty eh@oue fects and reproduction rate in artificial soil
prepar%l? according to%%% 32 V@l 5% test was conducted with five test concentrations,
encompassing 62.5, 25 2@ Oé~and 10@) mgpropoxycarbazone-sodium/kg dry soil. In addition a
control group Wa@expose s&@mx@ WlthQ test item.

After 28 days Qe tem%em sed statls i¢@lly significantly increased mortality and decreased
reproduc ti01 '\. 10®mg g@pox@arbaz e-sodium/kg dry soil when compared to the control group. No
effects o @r of the sprifggtails were observed during the test. All validity criteria were fulfilled.

The @bse ,@ eff@t con So\rgltration (NOEC) for mortality and reproduction after 28 days was

det be 500 mg test item/kg dry soil. The overall lowest observed effect concentration (LOEC)
was detégpiined to be 1000 mg test item/kg soil. The ECso for reproduction after 28 days was calculated to
be 922 mg test item/kg dry soil.
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L. MATERIALS AND METHODS

A. MATERIALS )

1. Test material: \@ @@b
Test item: Propoxycarbazone-sodium S @ S
Description: White solid @JQ & \Q
Lot/Batch #: Batch code: AE 0298618-01-09; Orlit%Batch No: @?2 0@52 <
Purity: 95.1% wiw VCQ EN é\g\ @\\ @Q @

K o S & &
Q) %G SRS
2. Vehicle and/or positive %@} Q& . &© R @© @g}
control: n/a Q?Q} N @@) ) & o @&
Vo ® N @ 6\ LN
, A A T S
3. Test organisms: Q @ & > ©@J (N .
es: Jida (Filem 19 © )
Species: Fols&ﬁ%a car da& lle% 02% @@ @
Age: 10@3\2 dagg\old & & \0;\ é\g é\g ©§
Source: @01&%ulu@ § @9 § §‘9 @ %
Diet/Food: &Granu@a}te%lry ygast @b ©© @Q \W\?
Acclimatisation: @ Iﬁ@awdu@’ Weg§ pt r l@ding@ond@s uatil test start
< @ o &@ % o ©
<
4. Environmental cond%?lon § N v\,@
Temperature: @ ~§ C@Q@ @ % §
v & sodh
Light 1ntens1ty§§ @W ithi®y the @ge (@400 I@X 0 80QTux &

N @D
Photoperlod@ @\@ & lé%h 1ghg 8 h%dﬁ( §9 @& §
Soil pH: ©© o }4 at @ stagtand %1 -6. 4§e5t e

<
Water %)ntent N & 3 ‘f/%to 5&% gﬁne ma@nmu@@@vHC at test start
@\ & ) @1 % to@’) 8%.0f t axn&@ﬁ WHC at test end
AN I & . O

@&éﬁo@&&%

B. STUDY DESIGN NG

; @ & @9 \% s &
1. Experimentab tre@ nts® @ o4
Collembola Folsomia can §%& @ to @ntrations of the test substance in an artificial soil
substrate @Sphagnu eat; ét k 4.7% Tine quartz-sand and 0.3% calcium carbonate).
The artifigsal soil was Im)lstene prox1 ely f of the final water content 3 days before the
application. Propoxygarba —sod ixédwith fine quartz sand and added to artificial soil,
resulting in the followmg @eoncen atioms® 62.5, 125, 250, 500 and 1000 mg propoxycarbazone-

sodium/kg dry so@;“The controliwas @ed @h the same amount of fine quartz sand as the test item
groups. The i@for ea%%tre ent group was horoughly mixed to ensure a homogeneous distribution and
the additioni atergequirgdhto a&ﬁleve g final water content was added.

Q0 @ . . . .
Four replicate te§f-contai nersq@t item) and 8 replicate test containers (control) each with30 g+ 1.0 g
art1ﬁc1i§§011 @%’h t wéee prepared for each treatment group. 10 synchronized springtails per
repl @expos fo@ days. After the introduction of the test organisms (day 0), and after 14 days,
Collemb ere fed with approximately 2 mg of granulated dried yeast. All vessels were ventilated on
day 2, 8,1, 14, 18, 21 and 25 by opening the lids for a short period.
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2. Observations

At test termination after 28 days, the number of living adult collembola and the number of juvenile adult
collembola were recorded. Furthermore, surviving collembola were observed for any abnormal behayiour
or conditions at day 28 after application. Water content was checked 14 days after application and o
measurements were performed at test initiation and at test termination. Temperature and light 1nt®s1ty @
were monitored continuously.

@@ & @

3. Statistical calculations

Mortality data were statistically analysed using Fisher’s Exagt test (o= 0. B\;ﬁone sided greater).
Reproduction data were tested for normal distribution and§gmogeneity @variance u5§ke n@ro-W@s @
test and Levene's test (o = 0.05). Further statistical evalyation was per ed usmg Wallia tes

(multiple comparison, a = 0.05, one-sided smaller). T %ieterminat@ of the NOE@ and L@EC ues C&
was based on the results of the statistical evaluatio@ﬁ ECx valuestfor @rod e calcu ated@y
Probit Analysis (Finney 1971). The software used ¥%¢/perform th@tahs&&l anc(eg@\ysm W@S To&ﬁ% @
Professional, Version 2.10.05, ® ToxRat Solutle@s Gmbﬁ

@@g@’@’é

%
o K N
1. &@I@A \Dli@s \Q & %Q@j §b
T s o s A
O SO NIC & o

A.  FINDINGS AND OBSERV@T ION@ @

2 @ > SRR
A slight mortality of up to IS‘V@aS observediin the &t 1terﬁ§treat@ro s up to d 1@%1dmg 500
mg/kg soil, which was not sta‘E%’tlcal}Q Mgnl&ntl differgpt confpared-¢g the céntrol, where 9% of the
collembola died. A statistic#by s1gr@’ica ort of 38% was obs@d n@ie tesg%em group of
1000 mg/kg soil compared%o ;§on‘[r (Fis 7) tes§ .05, oné%lde@ater)
Reproduction of the co ed to prop carbagone-gdiunfiwas ndtstatistically significantly
different compared ntrol {§9 GNr clud%ﬁg the@st cQp) centra@n of 500 mg/kg soil whereas at
the test item conceﬁon‘ 10064, g/kgg@soﬂ <1<Q\pr0duc sta 1ca1 gmﬁcantly different
compared to the éﬁtrol@hlhan% t-tést, a =805, oﬁ@ -si e
No behav10ural@onom§ht1@§96re ogserve%b in ar@of t reatr@nt g&@ps

Table 8.4- @ Lethal al@ublﬁ@al ef@s of propo;@arba‘ﬁne-s«ﬁmm on Collembola (Folsomia candida)

E;‘;pt‘;’;tyfzgj‘lg'(‘i‘;;géﬁm S § %ont{g@ 65 | 125 | 250 | 500 | 1000
Mortality after 28 d&gs (%2\% @ I & 10 8 15 15 38 *
Mean number of {venijéhfter €8 days_ ~ @ @.,04 G 329 | 365 | 315 | 200 | 125%=
Change of reg(oductlon com@ed te@pntrok (%) @7 -@Q 108 120 104 95 41
@ 9 Qw Z @ N Endpoints [mg test item/kg soil]

NOEC (mortality) S S D @ 500
LCso (ortality) ® o N q > 1000
NOEC (reproducti®h) . @ @\g Q 500

§§ \) @ ECio ECao ECso
e (repmd@ﬁ n)@nQ & Ny < 577.8 678.4 922.0

* Slgmﬁgz@ly &\ ent %mpar@\\(o the control (Fisher’s Exact test, a = 0.05, one-sided greater)
** Gj @ﬁcant@l@ Z 1ffer§ co@ed to the control (Williams t-test, a. = 0.05, one-sided smaller)

The Vali@chiteria according to guideline OECD 232 are fulfilled:

* mortality in the control group was 9% (should be < 20%)
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* number of juvenile per replicate was 243 to 346 and so this validity criterion was met (should be
> 100 juveniles per replicate)

» the coefficient of variation of reproduction in the control was 13.2% (should be < 30).

In the most recent test with the reference item Boric acid (performed under IBA@N study co@ ©)
61402016 from August to October 2011), there were statistically significant efféets on reprodu a&ﬁ?
concentrations of > 53.7 mg/kg soil; the ECsy for reproduction was calculated\to be 75.7 g sof’ ¢
Mortality was statistically significantly higher compared to@e control at gﬁ’ mg/kg sokl and- @@ove é\f

@
I, CONCLUSIONS @Q %@ Q§ @& K&
@
< @

In a reproduction study with Folsomia candida ex@ to prop xycarb - s@um @ serv

effect concentration (NOEC) for mortality and reproduction waggletermined tgbe SQ0mg test item@yg dry
soil. The LOEC was determined to be 1000 mg fest 1t é%oﬂ ié\r' mo?zhty repr(%luctlotr}\’ The

ECs for reproduction was calculated to be 92 m%est itefwkg

\\©%©@©@j

N AN X
A @ ° @ ft’\?\ X@Q & @)§
Report: ﬁ\’M 4 8%11- o N
Title: Effects of pro ycarbazone s% 6n%rep @uctlo@ theégiat@mte lif}'poaspls
aculeifer 1n@11 101@# 1lw tpe@ & @
Report No: 704050890 o S
Document No: M-466614-0 ;&x R U SR S @@
Guidelines: OECB.226, S @ N ©
Deviations: nonéy, 9 § SN Qv N @Xv\’
@ RN
GLP/GEP: ves. @ & Y .9 & S
ST S SEFSEE &

Executive Summar: & @ @ > @

The effects of progexy ﬁ@azonéssod m on a&L\lt H aspz@cz§@r wer %gtested in a 14-day laboratory
test with regar @ny, @ffere@es 1 rp gy atany lities and reproduction in
artificial soil %repare(f@ccorﬁmg t at The tes as conducted with five test
concentratiQn encompasmng ﬁﬁ prop @ycarbazone sodium/kg dry soil
homogeg@@ly mixed i the dltl% a cor@ 1 gr wa@xposed to soil mixed without test

S

item. Q\) & “”\9

After 14 days, the @st 1t@; ‘@ no g@‘ﬁst s1@ﬁcar(§fects on mortality and reproduction up to
and including 1@00 m arbagéne sélum/@ dry 5@11 when compared to the control group. No
differences 1n§?orpho gy @he ~t.tes w@ obs@ed d@ng the test. All validity criteria according to the
guideline fulfilled. 5, @

% S

The noobserved effeé@\onc trati @ aﬂ\@on mortality and reproduction after 14 days was
determined to be 10007 mg@t it€ g dr{Rsoil, Fdie lowest observed effect concentration (LOEC) based
on mortality and ggproduction after 14 days was determined to be greater than 1000 mg test item/kg dry
soil. The LC5§ EC%for gtahtgé%d reproduction were determined to be greater than 1000 mg test

item/kg d @
item/kg dry s % @@ - ©
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L MATERIALS AND METHODS

A. MATERIALS . @ @b
1. Test material: > @
. | @® o

Test item: Propoxycarbazone-sodium @,Q A RS

Description: White solid % § @Q\ &

Lot/Batch #: Batch code: AE 029§648-01-09; O @%fn Batch N&?Ol @QO35§

P 1 . 0 V @ \ @

urity: 95.1% w/w @Q @ § é\g ©&
@ & & VO &

2. Vehicle and/or positive @@) @ & o @&

control: n/a @ Q} N @y 6\ W

A A T S
& & @ SR O N
3. Test organisms: % @ @ K & Q @7 @&
_ N . %’8 ®
Species: Hy%aspzmcule@w (C@trm&l 39\ k)
O SN
Age: Femal %dult O tely:d) de@fter chi e adult stage
&@rom@m ynchron 1zed9cohe{g@ S @Q S w
Source: [n- h’guse o@ture & § &© ©© ©© S
Diet/Food: Q@ ula of @Ieesegmtes ro%agus p@resc iae cultured by
@;\a élBAC$I ) at@xper@ental&a Q& on iﬁy 2, 4@8 and 11
. %>
o~ AN § % $ &

4. Environmental ¢conditions C& N \@

Temperature: @Q © @ 8 @ 22 § Qo &

o § .9
Light 1nte.@1§§%: \© \ Within t‘h@ rangi@f 4(@1}( t@? O
Photoper: S @ é%) h&@ﬁ &@ﬁlark@ §
Soil p% *v t tes@{art aw@ 3- 6@ at test end

<
@
Wa@content: g}’ @’ @3 o to 56.3%of th@max WHC at test start
AN @ @ 51.29%%6 53\‘9/0 of the m&mmum WHC at test end
o "\9

\ SRSl
@ & 5 & O
B. STUDYQgESI o\@ \©\ O T
N
1. Experimental treatme@ ©\ K % @®

Soil mitesd¥ypoaspis actéteifer ggre exgése £ five Concentrations of the test substance in an artificial
soil substrate (5% Spl@num eat; 20% kaglin cla¥y)74.7% fine quartz-sand and 0.3% calcium carbonate).
The a@mal soil wa&nms@a d t&%pr ate@aalf of the final water content 3 days before the
application. Propoxycarba ne %@hu Qd with fine quartz sand and added to artificial soil,
resulting in the SHow g no lco@entra@ns 62.5, 125, 250, 500 and 1000 mg propoxycarbazone-
sodium/kg d 11 %c Wasi%reate@wnh the same amount of fine quartz sand as the test item
groups. Thesoil ch @t grou@vas thoroughly mixed to ensure a homogeneous distribution and
the addit@l w&@ re ieve the final water content was added.

L

N @
Four @hca tedest ca@me t0\(""[(35'[ item) and 8 replicate test containers (control) each with20 g+ 1.0 g
artificial sofiMresh weight Were prepared for each treatment group. 10 adult female mites per replicate
were ex@d for 14 days. All vessels were ventilated on days 2, 4, 8, and 11 by opening the lids for a

short period.
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2. Observations

At test termination after 14 days, the number of living adults and the number of juvenile mites were
recorded. The living predatory mites were observed for differences in morphology or any abnormalities at
experimental end. Water content was checked 8 days after application and pH measurements were @ @6
performed at test initiation and at test termination. Temperature and light intensity were monitor% @
continuously. @ S
@@ SO
3. Statistical calculations @\
Mortality data were statistically analysed using Fisher’s Exagt test (o= 0. %one sided ater)\ ‘y\a
Reproduction data were tested for normal distribution and§gmogeneity @@Vvariance usi -W@gs @
test and Levene's test (o = 0.05). Further statistical evalgﬁon was per ed usmg V@lha tes
(multiple comparison, a = 0.05, one-sided smaller). Th@ydeterminatigh of the NOE@and L@EC ues C&
was based on the results of the statistical evaluation sThe software used to@perfo the gatlstlca
was ToxRat Professional, Version 2.10.05, ® Tox Solutlons@mbH\ @ 6\ % %@

- &
© %@ é\g @Jx b@ S S
I.  RESULTSAND BISCUSSION

o <
NS D &%©© @j§@

AN X
& O\\ @ & @ %\ @ % @
i S & § >
A FINDINGS AND OBSERVATE N% @ § @' S @ &
A slight mortality of up to 18% \’@Qb&&l@ed m@e tes '\ em ed ©0up W gas not statlstlcally
significantly different comparedQo the’ Qontr%where@% ofthe mlt@e@s dled Exact test,

o = 0.05, one-sided greater). v & @ &
Reproduction of the predatofy mlte@:xp QXOpo carbazq\ne se\ﬁ m @ notsstatistically
significantly different com\ar c(% the éjontro ) % inc ﬁ&e hlgh%gt tes@ncentratlon of 1000

to
mg/kg soil (Williams t@t o h§ne s e sn@r) %\ @ &\

No differences in m@mlo&y of t 1t€@etwee? th@t 1tel@treated groyps and the control were

TP

observed. @@Q @\ &\ . \\ &\ @ @& §
Table 8.4-15 @eth@d S&I@thal e@ects%f pro;@(ycaone@)dlun@n the Predatory Mite Hypoaspis
¢ aculeifer 9 <\ @\ @’ @ @3\7}
ﬁ;‘;"t‘;’;tyl mj‘lf;"(‘i‘;ys‘;gj}ff? o § Ny o | Goitrol<]” 62.8°| 125 | 250 | 500 | 1000
Mortality afier 14 days @) > O« & 8o |8 8 10 18 15
Mean number of juvehilesafter 14ys @ -0 @42 &£7223 | 243 | 239 | 213 | 200
Change of repr@g%tion@))mpa@ to cim;\rjjol (&’@g °\© - 92 100 99 88 83
© ) X @5‘0) @U Endpoints [mg test item/kg soil]
NOEC (martiliy) .2 Q 7 & 1000
LCo(mortality) > S  © @ s > 1000
NOEC\\(reproductionZ @ RS &@ 1000
ECs (reproductian) <o & O > 1000
N @
&@} S @§ @ ©

The Vahd@ crltg% ac%rdm gu1dehne OECD 226 are fulfilled:

QQmoy in @e c@ol group was 8% (should be < 20%)

. @er of juvenile per replicate was 213 to 266 and so this validity criterion was met (should be
0 juveniles per replicate)

» the coefficient of variation of reproduction in the control was 8.3% (should be < 30).
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In the most recent test with the reference item dimethoate (performed under IBACON Project No.
59232089 in June 2011), there were statistically significant effects on reproduction at concentratlo@f
4.3 mg/kg soil; the ECso for reproduction was 4.33 mg dimethoate/kg soil.

@ @® @

11L. CONCLUSIONS ~N & 'S
In a reproduction study with Hypoaspis aculeifer exposed to propoxycarbazone-sodium 1h@no O&V%@
effect concentration (NOEC) for mortality and reproducti A as determinkd to be IOOOQng te&ﬁtem/
dry soil. The LOEC was determined to be greater than 1000 mg test iter@ykg dry soil. @ §and &
for mortality and reproduction were determined to be %ater than 10&@mg test 1te@ékg dr@oﬂ § q&©
Q S < @
N
R &G VO 0 &

@

Metabolite M05

@@ § e S

Report: 6 0l O o n@ &
Title: Effects of MKH 6561@ ondmyj orNﬁpro ct1 on &%he c bola Folso cg@a in

artificial soil with 5 @rcenl{ at & & N é’ "y
Report No: 70412016 Q& w\g @ O @ SSEEN)
Document No: M-466656-01-1 © % \Q %, (OB ? ©
Guidelines: GLP compli@stu% based on O%D 232@)09 IS%)@;) 267@@990 R
Deviations: none @@ S O & S © o

@ N @ Q S &

GLP/GEP: yes A & < ) A

£ AN &
(OEN S L@
Executive Summary @) é @Q @ v > 9

The effects of MKH 6561- sulwld%)n Co§b ols§ c%wlzda were te@d in a 28-day
\\

laboratory test with re s to beh aV10ur ffe ts.and @rod ction rate in artificial soil
prepared according t EC 232 @ at The tes‘@z/as con ducte ith a%mgle concentration of
10 mg MKH 6561-sy fona@lde/kg ry s&l mﬂ@d ho@@gen@sly @o thl In addition a control
group was exposé%o s@idmixe 1th%yt tes AN §

> & .9 % @

After 28 day@@the tes@’tem 214\(’:1 not@gause%atlst lly s1@1ﬁ tly 1nased mortality or decreased
reproductjggsat 10 mg 65@2su1 mide/kg d@soﬂ n c&glpared to the control group. No
effects haV1our of the spri%talls were ervi@durnfﬁwthe &@ All validity criteria were fulfilled.

\
N
The no observed e%t co cer;téﬁn (NQEC) mort@ﬁy ang reproduction after 28 days was

determined to be 1 e \d{’@soﬂ \ \@ @j@
M o O
@ 2 @ AT&%IAI?}S AND METHODS
I A
A. N ATERIALS. § @\ Q @

1. Test mate@al' &

Test ite %% § %%61 sulfonamide
R
X White solid

Descr@ @ @@ §9
)
Lot atcl@ A O Batch code: AE F073550-01-01; Origin Batch No: BCOO 5771-1-1
NN

r1ty @ 99.4% w/w
N
2. Vé@cle and/or positive
control: n/a
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3. Test organisms:

Species: Folsomia candida (Willem 1902)
Age: 10-12 days old @o &
. N
Source: In-house culture Q\ g
: ' & @
Diet/Food: Granulated dry yeast @J@ & @g
Acclimatisation: Individuals were kept under breeding gndmons untl@est s@ﬁ @
% 9
@ & N~
4. Environmental conditions: \g Q@ @@%}9 @\ %@ &@
Temperature: 18°C—-22°C @& @ é\a QQ § c&©
Light intensity: Within the g@ of 400 lux t‘OO bgx @ & © @

Photoperiod: 16 h light : 8 ) dark Q>

Soil pH: 6.4 to 6. ét test@art a 6. 2%} est @@ < %
Water content: 48. 8%%0 50. 7&01‘ the max@ V\%C @test stévt @7 @§
39. &Wy to 4&3% e Q@lmu %VHQ@‘[ te&end

R
g8 & Sy SEL,
B. STUDY DESIGN y T S & G S
. Q 2 © S § &© Q @) ~N
1. Experimental treatments @ & © @ﬂ@ &@ Q S @© K

Collembola Folsomia candzda%verquxpose& a smgle c%;centréuon e§ e tespsubs %mce in an artificial
soil substrate (5% Sphagnurfzpeat; Q0% ]%Ehn {d , 74.7% fine qualgt\g d 0.3% calcium carbonate).
The artificial soil was mms%nedq%) approxim ©‘ h f th§nal water céiaatent ys before the
application. The test it was Xed finequa and’«&nd a toartificial soil, resulting in a
nominal concentratio 10 mg M 65 ulf@mld@’ soil. TR conftol was treated with the
same amount of ﬁr&ﬁ@md%@ ¢ tesf 1tela&gro upsSThe il fo Qach t ment group was thoroughly
mixed to ensure @bmo@neous&dlstr@tlon @A theédltlon\y wagg! req d to achieve the final water

content was ad % @ S @

Eight repli&'@@e’)tes‘t contagers ( 1te %i con@ol) ch “@30 g\@l 0 g artificial soil fresh weight
were pr@ﬁé@d for each @ﬁatm@ group: 10 synchrofzed springtails per replicate were exposed for 28
days. After the 1ntro@1on Tthe Organt ms%(ﬁﬂy 09, and a@r 14 days, collembola were fed with
approximately 2 m granu ate d@as‘t At vess€ls were ventilated on day 4, 7, 11, 14, 17, 22 and

. R
25 by opening the Irds fapa’sh perl & N
o O @ S o @

2. Observatno?% @ \ \ @
At test te tion after day %e 1’11@1 e §§ Vlng\adult collembola and the number of juvenile adult
i
afte

collembo were recorded. Furt rmore, su ng@llembola were observed for any abnormal behaviour
or con@ﬁglons at day phc@bn tent was checked 14 days after application and pH
measufements were perfordired a@st initi on®1d at test termination. Temperature and light intensity

were monitored (@ﬁln&)uslé@ @@ Q&

RS
3. Statlstlca@lcu@\lon© % ©@
Mortality e@§statls@:al analysed using Fisher’s Exact test (o= 0.05, one-sided greater).
Reprod Ston teste dor normal distribution and homogeneity of variance using Shapiro-Wilk's
test a%Leve =.05). Further statistical evaluation was performed using Student t-test
(pai arlson o =905, one-sided smaller). The determination of the NOEC and LOEC values
was bas@n the results of the statistical evaluation. The software used to perform the statistical analysis
was ToxRat Professional, Version 2.10.05, ® ToxRat Solutions GmbH.
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I1. RESULTS AND DISCUSSION

A.  FINDINGS AND OBSERVATIONS @ ©©

A slight mortality of 25% was observed at the single test item concentration of @g/kg soil, V@%h \@S
not statistically significantly different compared to the control, where 19% of t}@:collembola

(Fisher’s Exact test, a = 0.05, one-sided greater). @
Reproduction of the collembolans exposed to MKH 6561-sulfonamide wasi%n% statlstlcaﬁg sig f@an&a
different compared to the control at the single test item co&ﬁatlon of @mg/kg soﬂ@tud &t test@) @
o = 0.05, one-sided smaller). Q

& 7 S o
No behavioural abnormalities were observed in any ogae treatmen, oups @ Q @© @q}
% el
Table 8.4-16 Lethal and sublethal effects of MK 61-sulf0m§§1de e&golle b a% son&z candida
MKH 6561-sulfonamide 92 \ & SRS N
[mg test item/kg dry soil] 9 ?&7@ @ntrol@ @@J v S 10 % g ©
[ % \W)
Mortality after 28 days (%) w\% °\@ \U IQ(\% $ ~ 2& §@
Mean number of juveniles after 28 days @} L @ |, %7 & ‘“\\h S 55 8
Change of reproduction compared to con K%(% K X S Q- 3 @Q @4/ @ 9%,

NOEC (mortality) @ N YOS @0 & Y00 o
LCso (mortality) W Sl 0 7. 95 ©
NOEC (reproduction) .9 ) @? O h v < @ v\f@
ECso (reproduction) (6\% & § %@ Q «w 210 &
SRS & v Yo

N
The validity criteri§ ordiig t@&&ellng OECD 232@ fulfifled: < &
RS

e
(CIEENN S SRR
. mortalin thntr@grou;@vas @Q@ (s@xﬁ b@@ 0 3

@
e numbgr of juvénile t%r re ate s 15630 350%nd sg this validity criterion was met (should be
ber of j p wa, g, this validity

>@O juveniles }@ﬁrep SRS @\
. coefﬁc1e &Var %n %repro@@tlox&@the controkwas 23.6% (should be < 30).
¥ 9

& % @ %\ @, © >

In the most recegy test ‘@% th fere@@?lte@\Borl«@de (@?formed under IBACON study code
61402016 froﬁ@&ugu@to %{ ber%??’l 1) Zs%yire V@se statistically significant effects on reproduction at
50

concentrat1 of >53.7m e@{ féPrep &iction was calculated to be 75.7 mg/kg soil.
Mortality@?s statlstlcall@mngsantly 1gha@om§ed to the control at 137.5 mg/kg soil and above.

& % > Q@?I

\ .\ CLUSIONS

©

In a 28 day reprQsﬁctl 1th§ omz@candlda exposed to MKH 6561-sulfonamide the overall no
observed effe onc%n at1 for@nortality and reproduction was determined to be 10 mg test
item/kg dry%@ll

o @

@
&
§9@§@@§
& &

&
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Report: 02 -466654-01
Title: Effects of MKH 6561-sulfonamide on reproduction of the predatory mite hypoaspis
aculeifer in artificial soil with 5 percent peat
Report No: 70411089 @ 5
Document No: M-466654-01-1 N q
Guidelines: OECD 226, 2008 @ @
Deviations: none QS &@ @
GLP/GEP: ves & ny
. S 95 &
Executive Summary 0 % N é\g
The effects of MKH 6561-sulfonamide on adult HypoaspiXaculeifer w@tested ina é@ da or: 0@
test with regards to mortality, differences in morphology or any abnorf@atities and r&g odu@n 1 C&©
artificial soil prepared according to OECD 226 with 5¢#peat. The tesfwas condu {edl with a'sin, @
concentration of 10 mg MKH 6561-sulfonamide/k soil, ho ogenm@@ mi 1nt@ﬁe soil. In @}
addition a control group was exposed to soil mixe ithout testqgem. %\ @ 6 §
9’ SN
After 14 days, the test item caused no statlstlca% si @%can@y eff@@s on & rtaht@’and prod ion it 40
mg MKH 6561-sulfonamide/kg dry soil w S % f\ dlffer
morphology of the mites were observed dm‘mg th@ test @ ty 1a x&e led
@ O
The no observed effect concentration ( E%for m‘@tah‘gﬁa\nd re@odg@on after 14 @s W@
determined to be 10 mg test 1tem/k@y soil. @ @) N
o © & § ° 9 & N
o & ¥V 5 @ SN
SIS S @ ©
M. w M RIALS AND ME\THOQ%) &
@ v & NI
N I R I S
A. MATERIALS S S @ O «
24\9 @ @ 6 N @ (ix "\
1. Test material: ;& © @9 @ § §9 Q &
Test item: § é \® M& 65Ql-suu§@amii§@@ @& @@
Descript%@Q ©\ ©& éWhite @id %& S %
Lot/Batch#: @’@ R % Batch cod&fﬁE @3550@1 O&rlgm Batch No: BCOO 5771-1-1
Pm@f) G e @
A o . O & O v O
SN Q O &
2. Vehicle and/otpositive @ BN &> O S
control: 9 @ 1@9 Y N
S I o &
Y @ & . © , 0 g
Q00O O S & b
3. Test oxganisms: (& § %,Q 2 @
9 poaspls aculSifer (Canestrini 1883)

Photoperlod.
Soil pH:

@Fem@% ad ?approximately 10 days after reaching the adult stage
N (fr@n hronized cohort)

@ hm@ culture

W\’One@patula of cheese mites (Tyrophagus putrescentiae cultured by
IB%ON) at experimental start and on day 2, 4, 7,9 and 11

18°C-22°C

Within the range of 400 lux to 800 lux
16 h light : 8 h dark

6.4 at test start and 6.2 at test end
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Water content: 47.2% to 48.9% of the maximum WHC at test start
43.1% to 46.1% of the maximum WHC at test end

B. STUDY DESIGN 5 @®

1. Experimental treatments @JQ S <

Soil mites Hypoaspis aculeifer were exposed to a single concentration of the%est substanc@% \ﬁci@@
soil substrate (5% Sphagnum-peat; 20% kaolin clay, 74.7%Aine quartz-sagidand 0.3% c%]slumo on@e)
The artificial soil was moistened to approximately half of €€ final water@ontent 3 day@ @
application. The test item was mixed with fine quartz sapd and added Qrtlﬁcml soﬁg Gesulting i 1n@ @
nominal concentration of 10 mg MKH 6561-sulfonami@dg/kg dry so he control ¥xs trea@d witthe
same amount of fine quartz sand as the test item gré)gé The soil fo ach@;jeat t grofip was thoroug
mixed to ensure a homogeneous distribution and the/additional @ter reqt 1red@9 ac}gve th&@lal \~Q
content was added. 'S 23
S) @ % @% b@

Eight replicate test containers (test item and@ntrol%ach With ZO@i 0 g arti 1a1 sc@ fres @elg
were prepared for each treatment group. 1 dult\%nd@tes oor repg te w@e expgsed for @ All
vessels were ventilated on day 2, 4, 7 d léx‘bby Op&l@flg ﬂ&&hds féDa sh@per

\@ % \@’ @ @ %@)
At test termination after 14 days, eQnup\gg%r of@mg @lts the Qumb@ 11e mlt s were
recorded. The living predatory ifes were observed fo¥ d1ffezgence holog@ bnormalities at
experimental end. Water contéitt wag checked™7 da afteg@apphcél;lon aQ%H @gasure ments were
performed at test 1n1tlat10n aml at tdsd ter@}a‘u §ésem£erature and m@lty wefre monitored

continuously. S @ S 6@ RN <, S

v
% S O C& N
3. Statistical calcul ns v @ § N

)
Mortality data wer atlst@lly a&%se@ng\lﬁsher’@xac@yst (0& 0 % »ne-sided greater).
Reproduction da‘&were%sted f&s norgnal dis utlo;&ﬁnd h(%og riance using Shapiro-Wilk's

2. Observations

\~f' ty (}iﬂ

test and Levene@ t (@= 0.08). Further stag ca@alu fon ©§- erformed using Student t-test
(pairwise comparison, O%B’S 01@—51d %,sma gt). Th eterrnlnatl gfiof the NOEC and LOEC values
was based ta the results stlc alua e SO \» re uscd to perform the statistical analysis
was ToxRat Professionaly er@ 2.1 %’IOXR olu%mns G@bH

\

@ & %
@ @Q @RE@TS@ND @cussmN
A. FIND%\JGS AND ohsmz@ﬂl@s

9
A slight mortality of 3%-was oner\@ in th@@lgl‘@st item treated group, which was not statistically
signifi¢antly dlfferemom %d t,o fbie co@ol x@re 4% of the adult mites died (Fisher's Exact test,
o= 0.05). &
Reproduction of&@% pr d(gtory ites € osec@ MKH 6561-sulfonamide was not statistically significantly
different comp@ped te t ol at%ﬁe sing]e test concentration of 10 mg/kg soil (Student t-test, o = 0.05,
one-sided sr& er)é% @ v Q

No dlffees 1@@10rp%o%g@the mites between the test item treated groups and the control were
observ&a\a @
N) @’
¢ & =)

&
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Table 8.4-17 Lethal and sublethal effects of MKH 6561-sulfonamide on the Predatory Mite Hypoaspis

aculeifer
MKH 6561-sulfonamide Control 10 R
[mg test item/kg dry soil] L O
Mortality after 14 days (%) 4 3 @\% @
Mean number of juveniles after 14 days 190 Q@ 19%@ A@
Change of reproduction compared to control (%) - & Kl S
. Endpoints [mgﬁest item/kg\\Ql] R

- \J N 5N
NOEC (mortality) < @ 10 @g;a N
LCso (mortality) < OF >10 s &S SRS
NOEC (reproduction) @ Q . 10 &Q O . @
ECso (reproduction) @@" N @ > 10% O © %\@

s 9 K S
AR N N S
& e & 3
The validity criteria according to guideline & D are él?ﬁlle@ & @& @j o °
N < @

* mortality in the control group w@% (sﬁ@uld
 number of juvenile per rephca@vas@l to

> 50 juveniles per replicate) <
* the coefficient of variation o@re&ﬁ’@duct%gﬁ 1

In the most recent test with the refeé}nce %&n d1
59232089 in June 2011), there vs%e statisticall$X 1gn1
4.3 mg/kg soil; the EC@for re

N

O \
In a 14 day rep@mtm@@smd@wm Hypoasp %ac fe

no observed %ffect coff€entration (@)EC for
item/kg drysoil LS
& 2

&

uqt% was33

S

ﬁl %ONCB@ IO @x @

< 2(@ &% °\© éﬁ %G §
ag\@@ thy%ahdst@cng w@et é)should be

NS

n t@on‘u@ wa&@ 1% oué@% < 3@?
@)

v

AN @ ¢
'

%
el hoate%erforme@éﬁder@ACC@Proj ect No.

nt cts on reprédguctl@ concentrations of
dlng[ %%g % N

ahty

S

@
ose 6561 sulfonamide the overall

reér ducbxg,n was determined to be 10 mg test

”\a
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Metabolite M07
Report: I 002 -466684-01 ]
Title: Effects of MKH 6561-saccharine on reproduction of the collembola folsomia candi@ o

artificial soil with 5 percent peat N S
Report No: 70422016 S (©)
Document No: M-466684-01-1 IS % S
Guidelines: OECD 232, 2009 and ISO 11267, 1999 (o8 N
Deviations: none % § AN &
GLP/GEP: ves g " NS

Y
. T Z & 9 7

Executive Summary Q

The effects of MKH 6561-saccharin on Collembola F %mza candj were testegt a28 %y 1 rato@
test with regards to mortality, behavioural effects @%roducnon rate ific@at soilprepa N
according to OECD 232 with 5% peat. A 1% experitent was con@wted\wnh ngl “ﬁ@st ca%{@ntra;@@n of
10 mg MKH6561-saccharin/kg dry soil. As a NQEC f epryo\ﬁd@ctlo 'could Yﬂot bege erm?ﬁ%ed a ﬁ@
experiment was performed with five nominal t@ co&a trat@ns g’j 5@ and9.0 o
item/kg dry soil mg test item/kg dry soil. Thégest 1t@1 W& 1xed m%eneou@?y intothe sadlA c@ ol
was run in parallel. & \
The test item did not cause statlstlcallﬁ%m ant @cre@@ mof@%ﬁty é@r 2@%5 ;@0 ar@including
10 mg test item/kg dry soil, when c@pared the ntr 1 grou exfiorimendthe t&st item
caused no statistically significantly effe tgféhpt d1n t@s 1te§ ‘%e oil. A}the single
concentration of 10 mg test itet& drysoil in the 1St @pen@ent t r of n11 as statistically
significantly reduced comparedHo t contr§N0 e{fectS@n beh&lour@g%he sppingtails were observed
during both experiments. Al@/ahdl@ crlt@ % 1nito the éuldel% we@ulﬁ %m both
experiments. All validity cr cﬁterla%ere fulfil

X

The overall no obse effect conra@(ﬁl Oq§) a %gys WaQetem’ﬁned to be 9 mg test
ODS

item/kg dry soil. Th&wver: loweg fect co?@entr n (LQEC@S determined to be 10 mg
test item/kg soil. ©© @\ A & @ & N §
SEESERR 63’ & s @
9 9 oy
& S & @\TE ALS AN%@IEKI@)DS

AN @ @ & . O O

A. MATERIAL@ O & \@ N & Q
1. Test materi @ @7% ) v\?@) & @b
Test 1te%>@ ©© @Q 0\%K§®6L§@chan@’

Q
Descr tion: (S §
Lo@tch #: \@9 Q Btch @le: @@F 159737 00 1 B99 0002; Origin Batch No: M00402

urlty. & \99.9@W/

@\ @ &©

2. Vehicle a@@/or %&smv > ASHEEEN)

contro@ &Nor@for the 1% experiment and acetone for the 2™ experiment

Q & €W
@ O N
3. T orsm @©
NS O . N
@em&@ > S Folsomia candida (Willem 1902)
A@@Q 10-12 days old
Source: In-house culture

Diet/Food: Granulated dry yeast
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Acclimatisation: Individuals were kept under breeding conditions until test start
4. Environmental conditions: @o @@
Temperature: 18 °C -22 °C ®\ (%03
Light intensity: Within the range of 400 lux to 800 lux @b &@ ©®
Photoperiod: 16 h light : 8 h dark v L o
Soil pH: 1** experiment: 6.4 at@st start and 6% test end © O\@ é\g
2" experiment: 6.4 190.5 at test and 6.1 at @t e t0\9@ &@

Water content: 1*" experiment: 2@@% - 20. 8% st start aniﬁ 2 18 ©“:”-‘ at t&@

end

Q
2% experimeif20.8% - zg@% at@@@’% staf@nd\@ﬁ% 220, 1%@%
test end w & @ &%

@ @ Q SN
B. STUDY DESIGN &‘&% SN @ O S & §
0 ~
1. Experimental treatments @ \ w\g@ "\ go\g© ) o~ éﬁ Q)

<
Collembola Folsomia candida were &@osed@% thng?st suﬁﬁncxl an @ﬁma@mgﬁ@{rme@@%
Sphagnum-peat; 20% kaolin clay, 7R7% fine quatz- sandand 83% caldium The artificial soil
was moistened to approximately alf of'the ﬁna@Wat ontery3 da, eforex ion. In the 1%
experiment, the test item was @ed with fin€quartz sand and addé to aﬂ@ﬁmal soﬂ re@ ting in a
nominal concentration of 10 mg MKH 656 acc@m/kg@‘ry soil. Th@@ntr%%?as treated with the same
amount of fine quartz sand.as the tes iterﬁ@gro§ In the 2™ @erlm‘eﬂt a d“@ineg:ount of MKH 6561-
saccharin was dissolved,in aceteno andeg sequential gﬁtwn@rles%as prepared dilutions were added
to fine quartz sand and@ie miXtire leftfor ap 1ma§§1y tw@&ouré\n a f&ﬁe hood until the solvent
had evaporated. The was mixédjand-didded to 1 soitesulting in the following nominal
concentrations: 1. %’? 7, & 5.2 M 9. O%g 65@ sac@%)rin/l@%ry sQil. The control was treated
with the same unt facetone trea<§d quargg sangfas the test itefa groups. In both experiments, the soil

for each treatm wa& oroughly mi \xed tof@nsur@ om@eneo@ distribution and the additional
water requlr@to achleve S&ghe ﬁn@%@a @gnten as ad@& @ @7

& @y
In the 1 @perlmen‘[ elgﬁ T l%te test con@ﬁer (@st iteny and&ontrol) in the 2" experiment, four
replicate test contai (tes&tem @ad 8 est @amme (control) were prepared, each with 30 g £+
1.0 g artificial soil ght onlzg springtails replicate were exposed for 28 days. After

the 1ntroduct10n f the ISms y 0 \and T 14 gays, collembola were fed with approximately
2 mg of granu‘i@ed dr y Al&@esse ere yentilated on day 4, 7, 11, 14, 17, 22 and 25 (1*
experlment)%nd on day 4, §'11 §§ @nd (2“d@<perlment) by opening the lids for a short period.

@9 @ .
2. Obser@&ons @ ©\

At te %rmmatlon aﬁer 2%\7 Q@nun@r ot@ng adult collembola and the number of juvenile adult
collembola were Qorded or@surw{ collembola were observed for any abnormal behaviour
or conditions at 4- : fter 1cat‘f® Wafer content was checked 14 days after application and pH
measurement ere p@ at teﬁsq\\t”lnltl@lon and at test termination. Temperature and light intensity

were mom‘%ged co uob@/

3. Statistical @Eul @
Mo dag {vere @atisti to\fy analysed using Fisher’s Exact test (o = 0.05, one-sided greater).

Rep uctl@q data were tested for normal distribution and homogeneity of variance using Shapiro-Wilk's
test and €gvene's test (o = 0.05). Further statistical evaluation was performed using Student t-test
(pairwise comparison, a = 0.05, one-sided smaller) for the 1° experiment and Williams t-test (multiple
comparison, o. = 0.05, one-sided smaller) for the 2" experiment. The determination of the NOEC and
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LOEC values was based on the results of the statistical evaluation. The software used to perform the
statistical analysis was ToxRat Professional, Version 2.10.05, ® ToxRat Solutions GmbH.

D
II.  RESULTS AND DISCUSSION \@ Q§
Qb @® S
A. FINDINGS AND OBSERVATIONS @ RS

S N
A mortality of 20% (1% experiment) and up to 23% (2" expgriment) was o@ved in the@st iteriirea
groups, which was not statistically significantly different pared to th@’ontrol whe@%O"/\(\l )
experiment) and 8% (2" experiment) of the collembola gle (Fisher’ s@ct test, o —@ 05 —s1(@a
greater). C&
Reproduction of the collembolans exposed to MK}%@‘S] saccharm&fas stafisti y si ﬁcantlg)’dlff r@e)nt
compared to the control at the single concentratio 10 mg tes m/ké@oﬂ of the ] t@(pe Kﬁent
(Student t-test, o = 0.05, one-sided smaller). In ¢he 2" gxperimdnt the&\wer& o st 1ca}§1gmﬁ§ant
differences compared to the control up to and 1@lud&@the @hes‘[@ted@wen 1oan 9.0 %/kg soil

@

(Williams t-test, o = 0.05, one-sided smallegy @’ @ @j @§
No behavioural abnormalities were obser@é?f in é&y of @e trea&@nt %ﬁp N . §
2 Q S)
Table 8.4-18  Lethal and sublethal g@%s of MKH (@61 %@.am@n %@nbo@ol ia a%dzda)
@Q & 1:‘ perl®nt @ @9 U@\y \
MKH 6561-saccharin N @ Q IS
[mg test item/kg dry soil] < o 0 @Ontﬂ‘@ S o 10
Mortality after 28 days (%) ¢, © O @ T 200 R
. . 7 N R

Mean number of juveniles after 28 days S @ (3@67 . Nl A 211 %
Change of reproduction édmpare@®to co M (%), @w S -0 (%% ' i 79

$ S @ SO g expek@gntQ@ é\ \@
Propoxycarbazon&sodi & N
[mg test item/kg 8Py soi o éx O ghtrolé 1. 0§ 1% 3.0 5.2 9.0
Mortality afteg 28 days@) "~ ¢, ISEY R 3 23 15
Mean numbér of juveniles afier 28days £&&° | a2 (o497 4s6e | 421 | 335 | 379

. ¥ S ) ) S
Change gﬁeproduchon&%pam&% control (%& N T O 119 110 88 99

~ N I(@Q ~ o8 @) s[Endpoints [mg test item/kg soil]
NOEC (mortality) ~ Q' & o ] & & 10

R\ (] o T N
LOEC (mortalit) O © SN NN > 10
LCso (mortali%y ~ § @%: . @ @ > 10
NOEC (refroduction) «.” R STa 9.0
LOEC treproduction) %, @ Lo ®@ (\\ 10
ECso (reproduction) K% &@ @ &Q >10
* Significantly diffcrent %ompgto tl%@)ntrol{@tudent t-test, a = 0.05, one-sided smaller)
@

% &N, O

The V&llidit@rit&:@ accofd%g @uideline OECD 232 are fulfilled:
< O

&nor‘w@% &? contrel group was 20% (1% experiment) and 8% (2" experiment) (should be <
Q©zo<<@ &
ber of juvenile per replicate was 176 to 367 (1% experiment) and 273 to 472 (2" experiment)
and so this validity criterion was met (should be > 100 juveniles per replicate)

» the coefficient of variation of reproduction in the control was 20.6% (1% experiment) and 19.1%
(2" experiment) (should be < 30).
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In the most recent test with the reference item Boric acid (performed under IBACON study code
61402016 from August to October 2011), there were statistically significant effects on reproduct10
concentrations of > 53.7 mg/kg soil; the ECs for reproduction was calculated to be 75.7 mg/kg s @g
Mortality was statistically significantly higher compared to the control at 137.5 n@ﬂ(g soil and ﬁv

@’

IT1. CONCLUSIONS
2 § § @
In a 28-day reproduction study with Folsomia candida ex@d to MKH 61 -saccharj ﬁle §311 @ @
observed effect concentration (NOEC) for mortality and reproduction v@ determme @ mgst
item/kg dry soil. &
S) R &’ @ & &
Vo @ © g

Report: S NN
epor _-gno12 MA666SHT > T & I
Title: Effects of MKH 6561-sacaliitine (@repm@dyctlm}@gﬁf the pied atorﬁute hypoaspis aculeifer

in artificial soil with 5 pgrcent p, S S % ©
ey @ R s &g

Report No: 70421089 6 %
Document No: M-466680-01-1 @} @} &N S o S
Guidelines: OECD 226, 2008.) \ SIS @ IS
Deviations: none © (& RS § v S S @ ©
GLP/GEP: yes (ﬁ& v @\ @ @% \J@ @@ w@ 2y

@ N
Executive Summary Q S @© N

o ©
The effects of MKH6561 sacc‘#ﬁrmm adu yp pis a@»lezfer%vere ted,ifa 14—%ay laboratory test
with regards to mortality, gh@erenc y orany a Qrmavl% s aﬂ@ep ction in artificial

soil prepared according to E 1th 5°/ at tes nducte‘zﬁvwn ingle concentration of
10 mg MKH6561- sacc 1n/k hornogen n}\ﬁXed 1nt e . In &ﬂdition a control group
was exposed to soil @ed \@thout t item

Q N ”\a N @

10 mg test 1tem®g d il when con@ared%t@ the gghtrol&roup diffgrences in morphology of the

After 14 days, th @ést 1 did not catise staq@q @ﬁslgn ﬁ(%‘lt §cts orgnortahty and reproduction at
mites were o@erved rmg thie teif@All %lmty*nten@vere <7211 111e

& \
The no o@wed effect @%cen@tlon (@E@for rI@@rtahthd re@oductlon after 14 days was
determined to be IO@ﬂest{%m/k@ry sl w> & QS

& Q & @’ 7 @© &
RIALS %1@ METHODS

Q
& @
A. M@IALS & &S
1. Test material: Q\ A\ \ &
“Yest item: § \ M]@{ 65§ saccharin
Descrlptl&l@ % & éff \K@e solid
Lot/Ba@ #: Q @gj N B ¢k code: AE F159737 00 1B99 0002; Origin Batch No: M00402
Purityy o © ©© 99.9% w/w
& & S
&ehlndh@’pos@we

@l n/a

f
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3. Test organisms:

Species: Hypoaspis aculeifer (Canestrini 1883)

Age: Female adult, approximately 10 days after reaching the adult oge S
(from a synchronized cohort) N @§

Source: In-house culture O @®

. . N & QQ
Diet/Food: One spatula of cheese mites (7TyrophagusQutrescentige cultured by
IBACON) at experimental start and or%lay 2,4,7, dl § &
% ° O\ %
N

© & > Q

4. Environmental conditions: X @Q@ @g}g § é\g@ ©&@
Temperature: 18 °C-22°C @} & é\g R ©© @Q}
Light intensity: Within the 1, of 400 1&‘[%0@@; @ Q e @}
Photoperiod: 16hlight Shdake & &> ¥ @& N "N

R
Soil pH: 6.4 atte@tart,@d 6216 6.3@‘[%@ KO N <
Water content: 46.9@9 48\@) oﬁgl@gm x%un%WHC@est stgt @j @
438% tggm% ol the rmaximugit WHE at tegténd & ©®®
X N
USRS IS A %
S S & IO .~
B. STUDY DESIGN Ry o D S &© XY S
, @ . v $ @ Q S &
1. Experimental treatments 0 'S S @ ¢ Q

v 0
Soil mites Hypoaspis acul‘iér wer: %xpo@to a@ﬁgle c@icentr%ior@the &%{7 substance in an artificial

soil substrate (5% Sphagnuat-peat; 20% Kaolin , 74.7% fine~xquartz-sand-and gﬁ calcium carbonate).
The artificial soil was m&istene appEpximatgly h@of th&finakayater content 8xlays before the
application. The test iteéfh was Brixed%with f@e qu sani}nd adddd t(@tiﬁc@“soil, resulting in a
nominal concentrati@ 1@ mg M 656Qssaccharin/k&dry s@dl. The contrp] was treated with the same
amount of fine quatt2 sa ds th%?best iteny gr@s. Thesoil fereac atme€nt group was thoroughly
mixed to ensur@ om@neo& istribution @nd th&f&dditnal w@ required to achieve the final water
content was added. @« & B o\@ @@ @ %@
9
Eight rep icate test conta@rs @ ite@ld control)&ach Wﬁ@@i@ 20 @1 .0 g artificial soil fresh weight
were prepared for eac}%@){%a‘c% ggp. 10 adult fg@ale mites pet replicate were exposed for 14 days. All
pe

vessels were Ventila§ n ddy 2, .9 a&@l 1 %@0 1%@ thé s for a short period.
R

2. Observatio ©Q @© @@ S § e§
At test termindfion afté? 14 S, tl%\um of |Ring agdylts and the number of juvenile mites were
recorded. Th%living predatoty mites were-obsefged fofldifferences in morphology or any abnormalities at
expenme@ end. Watglg@onte@was c cke@> days after application and pH measurements were
performed at test initi@n a% at te%term@ation mperature and light intensity were monitored
conting%‘usly. RSN Q Q\
v @ &©
N
3. Statistical c&l@llat' ns > KL KR
Mortality dat@ere statisti anaﬁi?sed @ing Fisher’s Exact test (o = 0.05, one-sided greater).
Reproduction ata@ere t&%d fofnormafdistribution and homogeneity of variance using Shapiro-Wilk's
.05

test and L \3) ne's@st (a=0.0 urther statistical evaluation was performed using Student t-test

(pai = 0,03, one-sided smaller). The determination of the NOEC and LOEC values
was  (He redilts ofthe statistical evaluation. The software used to perform the statistical analysis
was i Professional, Version 2.10.05, ® ToxRat Solutions GmbH.

II. RESULTS AND DISCUSSION
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A.  FINDINGS AND OBSERVATIONS

A slight mortality of 1% was observed in the single test item treated group, which was not statistically |
significantly different compared to the control, where 4% of the adult mites died (Fisher's Exact te &
- N

o = 0.05). N >
Reproduction of the predatory mites exposed to MKH 6561-saccharin was not statistically sign@n‘[
different compared to the control at the single test concentration of 10 mg/kg sgal>(Student t-test, o =0.05,
one-sided smaller). Q N

BN
No differences in morphology of the mites between the test@'bem treated g@u%ps and the ngl@trolo&/@re

X
observed. \a @@ Q\ %@Q &@
e . S
Table 8.4-19  Lethal and sublethal effects of MKH 65®saccharm on the Predator@llte I@was@ @Q}
aculeifer & @) [\& § %}

?fnlglgegtsiiir;?lighdarl;l;oil] 4 e ©° @0 i Aé\ N
Mortality after 14 days (%) S %@ O @ é@’ & & 1S
Mean number of juveniles after 14 days &% \«@ < %\% @@ éﬁg @
Change of reproduction compared to contro@{)) @ &V & ﬁ:\ ﬁ@ 01 ((\\§

@Q N @ @ Endppoints fing te @%m/@% e,
NOEC (mortality) Q N S & W LN
LCso (mortality) v & @& S @) S S0
NOEC (reproduction) N $ < . &@ . % 10z, ©
ECso (reproduction) .9 Q @ﬂ@ §§@ . v S @0 y\?@

O & o & F O g . 8
The validity criteria @rdmg@ g&&hne@ @ECD§6 a@}ﬂﬁl@ly&:@ Q &
* mortality @1 @QQrol g@up was 4‘VK§hou£\b§e < @f@o) > @@

* numbef juvenile peyreplicaé wa&@l t%%l ang so th§val@1ty criterion was met (should be
> 50 juvenile&per rébhcat@b

. th@oefﬁment o@arlan@ﬁof @duct@n 1@16 cl V%@@l 1% (should be < 30).

\
@ Q> &9 ‘& S
In the most recent the r Q§renc&}em &%etho;@e (petformed under IBACON Project No.
59232089 in JE@ 201 I@Qlere re s@@’s‘uc y si canggftects on reproduction at concentrations of

4.3 mg/kg soikgctite E(Gy T d 4.3 thoate/kg soil.
mg/kg soikciic E(Gp or@oi&lonv&@s mg%‘le oate/kg soi

@ 2 @% III&ON%USIONS
S

AN
In a 14%day reprodumﬁ s W;,th@?yp
observed effect concentration (N@C) or

@@

lezfer exposed to MKH 6561-saccharin the overall no
@1ty and reproduction was determined to be 10 mg test

item/kg dry soil, @" . N
@ O § @
Yy O & 9
& &S
Q
$E
S & T




Bayer CropScience AG Propoxycarbazone-sodium Document M-CA, Section 8
Ecotoxicological studies on the active substance

July 2014 Page 116 of 150

Metabolite M08

Report: I o+ 48442201

Title: Effects of MKH6561-4-hydroxy-saccharin on reproduction of the Collembola Folso@ >
candida in artificial soil with 5 percent peat N >

Report No: 71793016 @ @®

Document No: M-484422-01-1 S o O

Guidelines: OECD-Guideline for testing chemicals No. 232 Colleffibolan Repgoduction

Test in Soil (adopted September 07, 2009) ISO 112@% Soil Quality - Ir@mgf@
of reproduction of Collembola (Folsgmia candl@ y soil pol@tants,\l999 S

Deviations: none \g < S

GLP/GEP: yes < @Q @ [\§ é\g é
S Q . & < @

Executive Summary 8(} @@) Q @ @&

The effects of MKH6561-4-hydroxy-saccharin on lembola @so mcand@a A tesge*&aln a day

laboratory test with regards to mortality, behavéural cts a@ re 1;% rate artlﬁc\al sqQi

prepared according to OECD 232 with 5% peat. The'test w ed sm @

10 mg MKH6561-4-hydroxy-saccharin/kg sor]%rmxe‘ﬁkhom%eneou%y 1nt® e 5011 and org

without test item. @} \ @ & @

After 28 days, the test item did not ¢ sk st a@ﬂcal&%gmﬁﬁpmt% lity, &ecr@@sed

whep co d tojthe ei%frol group.

reproduction at 10 mg MKH6561- @ydr%y sacgharin/kg dry
No effects on behaviour of the @gtaﬂ@ ere @ser@ dur1 @st Al@ahd@cnt&m were fulfilled.

The no observed effect concer?t\r’atlo Ng&@) for@%ortah@b and r%pro@tlon, afeer 2%1ays was
determined to be 10 mg tes{@em/k d & & N @ @

@ Ko
&@%@@@©\©é& )

(S N N
@y@ O LE MATERFALS AND METHODS &
SOV N o
A. MATE @Q%s o é& O S § N
1. Test material: &> % s 92 S S @
L et % > @ ~

Test item: g}? @% 656@4—1@r0xcch@a§m
D@ription: o\@ °\® i K
Lot/Batch #:@@ §

Bdtch codgy’AE 1364247-01-01;
Q §@ Qrigin Batch No: BC@% 6427-19-15
Purity: @ O o . @39 Yo/ © ©
. @ @ @ N A0 W\ @
¥ o K & o
=) N @% y %o
2. Ve@e and/or &@twe@ ISEIEN
ontrol: AN Snfa S L9
N N S & &
A O
3. Test org%@éms%% » @@ Q
Speciest™ § &an candida (Willem 1902)
q éﬁ Q & W
Agewy g O ©© 10-12 days old
<

i@ﬁe § @ x In-house culture
Q@let/ topd: v D Granulated dry yeast

A atisation: Individuals were kept under breeding conditions until test start
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4. Environmental conditions:

Temperature: 18°C—-22°C
Light intensity: Within the range of 400 lux to 800 lux @o @@
Photoperiod: 16 h light : 8 h dark ®\ %03
Soil pH: 6.0 to 6.1 at test start and 5.8 to 5.9 at tes@?d &@ ©®
Water content: 56.0% to 56.4% of the maximum WH a@j test start @ @ %
52.5% to 53.3% of the maximum WH(’at test end\ NN
& & N
X @ NS S
N R 2 &0
B. STUDY DESIGN @ & @ R O &
N Q & @) @
1. Experimental treatments N @ Q @ © &
Collembola Folsomia candida were exposed to @ singl @nce@tlon@f th%@’t subStanc ff\ﬁan a&mal
soil substrate (5% Sphagnum-peat; 20% kaolin&ay, T48% @and %o C lc1urn arbonate).
The artificial soil was moistened to approxil%t;:ly h@fof the ﬁna@zater 2 daysbefor @h ¢
application. A stock solution was prepared*by ‘mjxing d@msed@vater vv%;;h th@ st ifem. The Solutigsr was
added to artificial soil to result in a noml@ﬁ congehtratién of 19 mg rox&acc n/kg
er required to

dry soil. The control groups were moi ﬁﬁh dei sed@ter § add e§
gro

achieve the final water content was agdded a@the Swils fo%ach S@atm rou% y mixed to
ensure a homogeneous dlstrlbutlo@r; &@@ @@;} @ @ & @ @

Eight replicate test containers «(ﬁt 1tem and@ntrol) each with 3 @i 1.07g artificial sofPfresh weight
were prepared for each treatment g@p l@nch@ 1zed@rmgta1 eplre@ ¢ wetl exposed for 28
days. After the introduction Ot the test or&anism&(day ), andafter 13day %%lle@la were fed with
approximately 2 mg of ggmula@]rled@yeast@x 1 Vls vi@e Veﬁglateqion d@<®7, 10, 14, 17,21 and

24 by opening the lidsfor a shidft p@d @ § %, S Q
2. Observations @Q \© > \ ‘\ S @

At test terminatj aft@ dags, the &mb @fhvmg adl@colle§ola a% the number of juvenile adult
collembola were recofdted. Firthe rgore, urvivi f@oll ola were %&Ved for any abnormal behaviour
or condltloK%ft day 28 aftg ap kmﬁtlo‘@ ater ‘sontent was ﬁ@leck ‘@4 days after application and pH
measure s were per test 1at10n and est tgﬁ inagipn. Temperature and light intensity

were monitored contif ousl
QY (\ & & O

~
3. Statistical calc@ﬂatno@ @ % IS @©
Mortality data wre stafis cal@n@ly@d us@ Fisker’s EXact test (o = 0.05, one-sided greater).
Reproductlon Yata we'd tes ¢d forn@ma %ﬁtrlb n ay homogeneity of variance using Shapiro-Wilk's

test and Leyeye's test ((x istical eval féation was performed using Student t-test
(pairwise parlson O OiQne 51 e sn@’ler he determination of the NOEC and LOEC values
was baged on the resuﬂ@ of thi statigfical e@iuatmgl he software used to perform the statistical analysis
was "FSK(Rat Professfxﬁal C}@rsw@z 10. OQ@ T§Rat Solutions GmbH.

@ S

)
@ \% 11 SULTS AND DISCUSSION
S
A. FIT@INAN% OB@VATIONS

S @
A n@hty 69 13% @éls @rved in the test item treated group, which was not statistically significantly
differen‘ﬁpared to the control, where 10% of the collembola died (Fisher’s Exact test, o = 0.05, one-
sided greater).




Bayer CropScience AG Propoxycarbazone-sodium Document M-CA, Section 8
Ecotoxicological studies on the active substance

July 2014 Page 118 of 150

Reproduction of the collembolans exposed to MKH6561-4-hydroxy-saccharin was not statistically
significantly different compared to the control at the single test item concentration of 10 mg/kg soil
(Student t-test, o = 0.05, one-sided smaller).

No behavioural abnormalities were observed in any of the treatment groups. . @ @6

Table 8.4-20 Lethal and sublethal effects of MKH6561-4-hydroxy-saccharin on @lembola (Fia@
candida) S .

e+ oy it P I T

Mortality after 28 days (%) <= 10 @ @ (« @

Mean number of juveniles after 28 days & 683 Q) @6

Change of reproduction compared to control (%) %\@ - Q U 95 @ &@

@@W %pomt@ng tes\item\(itﬁ sog]@@ <®@

NOEC (mortality) FYEECEIR O SR

LCso (mortality) @‘§a @9 ©@ o> 10 e é f@% <’

NOEC (reproduction) j\?} S A & &% 1@ @w

ECso (reproduction) ﬁ@ @ 5 % 10 @Q é\’ Q

qi\ R
AN N
&© RN \@ S @Q §y 2
The validity criteria according to g@ehn@OE(ﬁé@232 @ fu d: &© b@ @@ N
%o @ (N
* mortality in the contrq@ é\ds 16%5 ( shou(%jbe &OW&@)Q & S}

—_

* number of juvenile pgr replvdte W@gj 575 é 1021 @nd so this Vﬂidlt@lt 1& as met (should be
> 100 juveniles pétreplicate) 9§ @§ S ° Q
- the coefficient @h trol wis 22:5° <
e coefficien @Nan@n %@)rodu ion e {9@@1 o @s ZCSQA) (shQ d be < 30).

s . O

@ N
Q NT N Ny o© 9
In the most recenttst v@n the r&fereﬁge 1te@orlc ‘&cld erforméd und&ACON study code
cally$i; i

61404016 from@ugu Ogfober 2(@3) there w@ﬁ statj ¢
reproductlon@ concentratlons of X33.6 @g/kg @ﬂ the@®Cso @r rep@uctlon was calculated to be 99.6

mg/kg so@ @© § & N S T o
& O & . L C®CL3510N§
o S & &

In a 28 day repr uctio udy With F (@cand expggd to MKH6561-4-hydroxy-saccharin the
% ntréition (N C) q&)r m%a ity and reproduction was determined to be 10
mg test 1ten§g dry soil. @ S N

NS
& e @

g
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Report: oo Mi-484430-01
Title: Effects of MKH6561-4-hydroxy-saccharin on reproduction of the predatory mite
Hypoaspis aculeifer in artificial soil with 5 percent peat
Report No: 71794089 @o O
Document No: M-484430-01-1 o Q
Guidelines: OECD 226: Guidelines for the testing of chemicals - Predatoxy Mite (Hypoa@s
(Geolaelaps) aculeifer) reproduction test in soil, adopted O er 03,200 @ @
Deviations: none O\Q
GLP/GEP: yes \ NQ § 2
R N °
Executive Summary VC@ & % Q\\ @Q @
The effects of MKH 6561-sulfonamide on adult Hypoa%zs aculeifer v@?c tested in @4 d ordto ry
test with regards to mortality, differences in morpholo& or any ab alities an @produc 09
artificial soil prepared according to OECD 226 wit peat. The test w ond@ @h %gle @}
concentration of 10 mg MKH6561-4-hydroxy-sacc

/kg d 1 dh 1 t 1
rin/kg r@ mixe Q@ogeus y@o l{;@m ,

S 2 & & @ @Q

O S ) e
After 14 days, the test item did not cause sta‘t%ﬂcall@ﬁslg 1@8antly’acr ed méttality & dec@ged @§
reproduction at 10 mg MKH6561-4- hydr% -sao@arl \- lwhg r@red the gontrol § up.
No differences in morphology of the m WGK\ObSe@ duagng thzgﬁ st. @J vali crit€ria acéording to
the guideline were fulfilled. @ @ \ @

and a control without test item.

@ &
- Q @
The no observed effect concentration’(NGEC) @n y a @eprctl the da s Was

determined to be 10 mg test iten@kg drxsoil@ % o

& . 9
(& §9 & @ @ 2

N
MATERIALSAN “ETH%DSQ St
@ pi @1@“ RPEIHODS” §
A.  MATERIAL § L VS e S <
1. Test mater@ \© §\ e N
Test iten@© @1@6 Q é%ﬂ(l@é%l—@bydro@ sac Rarin @
Descripfion: % WHhi eso@% @’
o 2o @
tch #: @@’ § @ch code: 1363%@’70
- & S & 1atel&oBC 0§471915
urity: @@@

2. Vehlclc@m/m@pom%@ \

contr. .
& 2 RSN
3. Fest organisn@.§ @ . @ Q@ @
pecies: @ > @/ oasK@aculezfer (Canestrini 1883)

Age: & %% v\g mal&dult approximately 11 days after reaching the adult stage
(frof a synchronized cohort)

In-house culture

One spatula of cheese mites (Tyrophagus putrescentiae cultured by
§ IBACON) at experimental start and on day 3, 5, 7, 10 and 12.
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4. Environmental conditions:

Temperature: 18°C—-22°C
Light intensity: Within the range of 400 lux to 800 lux @o @@
Photoperiod: 16 h light : 8 h dark ®\ %03
Soil pH: 6.0 to 6.1 at test start and 6.1 at test end @b &@ ©®
Water content: 56.0% to 56.4% of the maximum WH a@j test start @ @ %
53.9% to 54.8% of th@maxunum WH(Vat test end\ .9 2y
& N
X & 9 v A
N R 2 &0
B. STUDY DESIGN @ < o R S &
% R & & <
1. Experimental treatments N @ R © © @
Soil mites Hypoaspis aculeifer were exposed to smgl once@tloﬁxﬁ th@é@é’t sul@\anc iit an agtificial
soil substrate (5% Sphagnum-peat; 20% kaohn&ay, T48% @and %o C lc1um arbonate)
The artificial soil was moistened to approxn%::ly h@fof the ﬁna@zater 2 dayghefor @h
application. A stock solution was prepared*by ‘mjxing d@mse(@{ater vv%;;h th@ st ifem. The Solutigsr was
added to artificial soil to result in a noml@ﬁ congehtration of 1) mg rox&acc \_f
dry soil. The control groups were moi Qﬁh dei sed@ter add er required to
achieve the final water content was agded at@the Swils fo%ach S@atm g eﬁom@ y mixed to
ensure a homogeneous distribution. & )
@ & @ @ @ @

Eight replicate test containers @t 1tern and@ntrol) each with 2(&@ 1. (@ artificial sofPfresh weight
were prepared for each treatment g@p I@ult @mle Bites per rep@te WEr aﬁged for 14 days. All

vessels were ventilated orrday 3,5, 7, 10%nd 1 §y o%@égmg the-lids fora s&
@ O N )

2. Observations é% @ "\a § = O & O
At test terminatiorﬁ lys @mr&@r of living @ *0@) the Qumbe@f juvenile mites were
recorded. The livigg’predatory miités were obsg%ed or differdnce mo@ology or any abnormalities at
experimental e@ atet:€ontent wa ®7 da%fg aftercgppli n and pH measurements were
performed at tes 1n1t1@ﬁon ahd at t@;t ter&natlg‘\ em@mre Ghd 1}&7@ intensity were monitored
continuously. ‘f\g & Q@ \

N @ SRS
3. Statistical calculations \ @ NS

) ) .
Mortality data were, tlSth&ﬂy ysedﬂgsmg @her éxa test (o = 0.05, one-sided greater).
Reproduction data&vere gested distffbutiopand ogeneity of variance using Shapiro-Wilk's

test and Levene! @est (@C 0.0 u;tﬁér sta@lcal &aluatfén was performed using Student t-test

(pairwise com rison, @S OﬁQ 51de all Th@etermmatlon of the NOEC and LOEC values
was based ga‘the results of tlc@%valua@)n @ software used to perform the statistical analysis
was Tox rofess1on&@\/ers@1 2.10 oxR olutlons GmbH.
AN .
% O NN
N < ~ & L &
@% . < H. @@RESQQ TS AND DISCUSSION
RS
A. FINDE@S AND QBSERVATIQS
@

<
A mortal?@ of wa obse d in the single test item concentration of 10 mg/kg soil, which was not
statistigally S1®dca different compared to the control, where 10% of the adult mites died (Fisher's
Exa@% 0.05, one- &ﬁd greater).
Reprodu@? of the predatory mites exposed to MKH6561-4-hydroxy-saccharin was not statistically
significantly different compared to the control at the single test concentration of 10 mg/kg soil (Student t-
test, o = 0.05, one-sided smaller).
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No differences in morphology of the mites between the test item treated groups and the control were
observed.

Table 8.4-21 Lethal and sublethal effects of MKH6561-4-hydroxy-saccharin on the Predatory Mite

Hypoaspis aculeifer
. )
e T [T w? @
Mortality after 14 days (%) 10 i W n@ &
Mean number of juveniles after 14 days o214 &% N 212°\@@ g\\ﬂy
Change of reproduction compared to control (%) V - O@ o 29 Z 4
o Endp%\l@s [mg test itém/kg s@r <§ C&@
NOEC (mortality) ) NI
LCso (mortality) & @ Q\@ >40 N\\J %@@ @W
NOEC (reproduction) g @@ w\g@ & @§70 @§ >
ECso (reproduction) (25%” @w Q@ S 'S N ©\ f\@ o :
@}& 0 N N &@ &% \@ é\g N §
The validity criteria according to gulde@e O@E@% 2%&1&: ¥ 1116(1?@9 é\ﬁ @ @Q S)
O (shovldde = %) ® > S N
* mortality in the control gro@ was@lO % hould@ <2 6;' S © RN
* number of juvenile per glca‘[e&was 1790 243 and @ this idity@ite@ wag met (should be
> 100 juveniles per replicate) > K S @ .9 % ©
» the coefficient of Ya@ltlon &rep@ﬁ @}n tge @ntrol as?g@ % @houlg\} B < 30).
o % S @@ N S o &
In the most recent tesggyith the refe g{;@ oat rf 0 ed u@er I%CON Project No.
74662089 in June 20¥3), t attgal al 1gn1f’f@nt e o&morta@Jy and reproduction at
concentrations of &0 m \leethﬁate/ké soil; ’sl%e ECQ%ﬁor re du .2 mg dimethoate/kg soil.
y & .0

“ ¥ N 2 . C@Q%)CL@ON@

Inal4 d@eproductm@%}udy th oas &acul&r exposed @\/IKH65 61-4-hydroxy-saccharin the
overall no observed @gct c&ﬁeentr@gon ( EC&i%r m rtahty @%1 reproduction was determined to be

10 mg test 1tem/kg >
% % @ S
@ ©© @ . O g
Metabolite M?@

©©©\\ @O@@\ &

O

Report: @w ;2 2M-466718-01

Title: % ~ fectsnf M 56 1gpropraxytriazolinonamide on reproduction of the collembola
AN fols 1a ca@d,lda in Qlﬁm@oﬂ with 5 percent peat

Report No: @° 704

Document No: & %466 201-r Q

Guidelines: Q CBY32, 26%79 an@JSO 11267, 1999

Deviations: nond &

GLP/GEP;,\\@& > yelo &

N S
R
Executive S %an@@ N

The%fect MKH 6561-propoxytriazolinonamide on collembola Folsomia candida were tested in a 28-
day labogafory test with regards to mortality, behavioural effects and reproduction rate in artificial soil
prepared according to OECD 232 with 5% peat. The test was conducted with a single concentration of

10 mg MKH 6561-propoxytriazolinonamide/kg dry soil, mixed homogeneously into the soil. In addition a
control group was exposed to soil mixed without test item.
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After 28 days, the test item did not cause statistically significantly increased mortality or decreased
reproduction at 10 mg MKH 6561-propoxytriazolinonamide/kg dry soil when compared to the control
group. No effects on behaviour of the springtails were observed during the test. All validity criteria were
fulfilled. & O

. N
D
The no observed effect concentration (NOEC) for mortality and reproduction aftep28 days wasg, ©
determined to be 10 mg test item/kg dry soil. @,Q A ©®
SIS
3 o & @
% : 9
L MATERIALS AI\@METHOD \v\g\ REES
N \ @ @
Sy S &0
A.  MATERIALS o & S R S &
1. Test material: R @@f @ & o @}
Test item: MKH 65610p%<ytria o oni,imide @ 6\ o\% §
Description: White s @ A @% @’% §
v, G o S oo
Lot/Batch #: Batcilgég)de;i@ 13{@758@)1 ;%rigin©@§tch NS BC@ 64@ -3
Purity: 98% Wi @ o & & & ©§

O
2. Vehicle and/or positive @ v S ®\ @é @Q N
control: né&@ 9 S O & @© @@ ™
o & T e @ Q SN
3. Test organisms: ¢ @@ @& v @ @6@ \25@
Species: S % FOI@om n@(W@ %2(3%) v §
Age: S 2J0-12 days m.é @ NN
& S K @ Y N @ AN
Source: @ & . @ In; use cultur @
© N
Diet/Food: @ ©\ anu@ed dry&east %,

Acchma@atm@@, %© Qndn%luals @gere undgy r%i@ng conditions until test start
SN - B
4. Evﬁi@onmental @%dlt @s o @ % @
Temperature: Q\ & 1&"@ 2228 @
Light intensfy: @ § hn; the range of 4@% to 800 lux

Photop%@l: @© ©@ o 16 Ifght : {@d
Soil p%: & ©\ :VQ tes@g%rt aé 6.2 at test end
9 QQ

4 1%@ of the maximum WHC at test start
S

/

\\Y content: N

\y\? N @ @40@@ to 45.2% of the maximum WHC at test end
@ @ Q
e oo & Q
B. STUD ES@I N g

1. Experltal @‘atm@@s Q

Collembé@Fol&{r dzd re exposed to a single concentration of the test substance in an artificial
soil su@ ate éﬂuﬁkpeat 20% kaolin clay, 74.7% fine quartz-sand and 0.3% calcium carbonate).
The 1c1a@§011 wa mo@ned to approximately half of the final water content 3 days before the
applicati \“The test item was mixed with fine quartz sand and added to artificial soil, resulting in a
nominal‘eoncentration of 10 mg MKH 6561-propoxytriazolinonamide/kg dry soil. The control was treated
with the same amount of fine quartz sand as the test item groups. The soil for each treatment group was
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thoroughly mixed to ensure a homogeneous distribution and the additional water required to achieve the
final water content was added.

Eight replicate test containers (test item and control) each with 30 g = 1.0 g artificial soil fresh wei ’ @
were prepared for each treatment group. 10 synchromzed springtails per replicate were exposed f‘@{
days. After the introduction of the test organisms (day 0), and after 14 days, colle@bola were f ith
approximately 2 mg of granulated dried yeast. All vessels were ventilated on d@@ 7,11, 14,47, 2
25 by opening the lids for a short period. Q> @

R O o 2

o

R o
2. Observations @ & %\ O N

o - ¥ D . D
At test termination after 28 days, the number of living adult collembola&nd the num‘t@ of ]§m sadult S
collembola were recorded. Furthermore, surviving collgmbola were ab erved for a abno@ml b Vlo%q;
or conditions at day 28 after application. Water contest was checkedJ4 d s aft -.\ ppll@hOﬂ afrd p
measurements were performed at test initiation an@es‘[ terrnlmglon I@nperat e K@llgh@ter@

were monitored continuously. C& & @ % @
@ & & b@’ T & %
3. Statistical calculations @ Q
Mortality data were statistically analysed usin ther Bxact st (a 4§§05, -si ed great
Reproduction data were tested for norm 1str1o§1 on honémgen 313131 ap1r 11k'
test and Levene's test (and addltlonallln&@chra@; te 0(%5) F er s@ Valuatlon was
performed using Student t-test (pa11§ ¢ corfiparison, o = 0:05, one-sid ma et natlon of
the NOEC and LOEC values was based osthe resplts ofthe stagstic @/al softmre used to
perform the statistical analysis @ Tox%at Pro@swﬁ ei@)n 2. S, 0x ohguons GmbH.
N § & @y & \@
o O f@? . >N @ .
- SI&@S DéQC“U%iS@fON <8
7, Q R .
A.  FINDINGS A§ OBS%V ONs S é&\ 5 <
& o 2

@
A slight mortahty@ 21%was o&servg&ﬁath&}lgle test 1teﬂ%o@a@§§of 10 mg/kg soil, which was
not statlstlcally@mﬁly d@feren@omp& d to %e co@ol \6 Z&A) of the collembola died
(Fisher’s Exact test, o(f@ 0. ngone jded eaten@ﬂ

Reproductian-of the co g@ a§xp0 61—p@§6xy%@ohnonamlde was not statistically
51gn1ﬁc dlfferent cgyipar he sontr @t th@ ngleest 1te@ concentration of 10 mg/kg soil
(Student t-test, o = (@% on §1ded alle@ %\ & RN

No behavioural ab@ma]%es w@obse@ed 1&@y g @e tre@ment groups.
)

Table 8.4-22 tha@Qd s@thalg@ect&%&@@%gropoxytrlazohnonamlde on Collembola (Folsomia
candida) @ Q @ﬁ

- 5 :

Mortaliy after 28 days) <) . @ 7 o 20 21

Mean number of jyyeniles after 2§\@ys &K 276 243

Change of reprﬁactlon%ﬁlpzyﬁ&o c&gﬂ atrol (%)N - 88

&Q =~ @ R @ Endpoints [mg test item/kg soil]

NOEC mefllit) @ 7 o 10

LCso (mottality)O~ ) x > 10
repg@ction;@ 10

ECso (re@uction) > 10

The validity criteria according to guideline OECD 232 are fulfilled:
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* mortality in the control group was 20% (should be <20%)

* number of juvenile per replicate was 179 to 350 and so this validity criterion was met (should be
> 100 juveniles per replicate) S

+ the coefficient of variation of reproduction in the control was 23.6% (should be < 30). @ S
D
S & &
In the most recent test with the reference item Boric acid (performed under IBACON study ﬁ)de \

61402016 from August to October 2011), there were statistically mgmﬁcantz&ﬁects on repd uct@ at_ ©

concentrations of > 53.7 mg/kg soil; the ECso for reproduction was calculai%ﬂ to be 75.%n ﬁlg/k%:oﬂ é\”

Mortality was statistically significantly higher compared t&(the control gf 37 5 mg/k@@)ll a bo&é@ &@
Q)
IIL. CONc@smNs Q© & Q @© &
o & & &

% o %
In a 28 day reproduction study with Folsomia canditla exposed & KIi 56 Igprop trlami;non@@de
the overall no observed effect concentration (NgEC) Igjmog&ﬁ%y a&é%eprc‘uo@ws détermined to be

10 mg test item/kg dry soil. % @ @ Q o @g @ @& .
S £

&\@% ©x\%

Report: ) ;20 15 OPN W\? @ O
Title: Effects of MKF&f 1- roxy(r zoh&g id@n r ucty reda@y mite
hypoaspis ac er in artifici l soil with 5 p&nt p @

Report No: 70444089 @ 2 @ @@ o
Document No: M-46671881-1 °« @ & (S é
Guidelines: OECD 226,2008 (5 o & . @9) &
Deviations: none N @ v N 9

' @ © Q@ s
GLP/GEP: ves's, 9 & & o v Q@

\@
. e 0¥ 5T E &

Executive Summary & @ < @ § %, O &

The effects of MK 61-@0p0)@a (ﬂ§ ide on@dult n-‘,@ oaspis acyfeifer were tested in a 14-day
laboratory test withyregards to ntertality, differences @\morp%lo ST any, & normalities and reproduction
in artificial soil@par ccof@ding t ECQ@ h 5% peat. TH test was conducted with a single

dry &@ mixed homogeneously into the

concentration,of 10 M@ MKEF656 k-propaxytriazelinon 1de/k
soil. In ad(hé%})n a controléwoup@f?e@d tﬁll 1&)@ @oux item.

After 14 days the te em Fd> not gause s@s‘ug@ky si 1ﬁcan®ffects on mortality and reproduction at
10 mg MKH 6561-pippo rlazo e/kgd@dry sm@wh ompared to the control group. No
differences in morpholo 1tes@fere &%serve@@unr&e test. All validity criteria according to the
ideli ifilledO
guideline wer i e @@

\ \
2 @
The no obsgr¥jed effect concentrn ( ()] C maort 1ty and reproduction after 14 days was
determinedsto be 10 mgf?%t ite kg dry soil @
% & & 0o
N N
@ Q@ @@MA’[@E ALS AND METHODS
q
RS
A. MATE@AL@ § o <
1. Teaten& §
”{éset 1te @ < MKH 6561-propoxytriazolinonamide
B v @ . .
& esc@tlon White solid
L@a‘[ch #: Batch code: AE 1364275-01-01; Origin Batch No: BCOO 6405-1-3
Purity: 99.9% w/w

»
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2. Vehicle and/or positive
control: n/a

3. Test organisms:

Species: Hypoaspis aculeifer (Canestrini 1883) S @ S
Age: Female adult, approximately 10 days afté¥reaching the ad ult\sg e
(from a synchronized cohort) % @ § &
Source: In-house culture (9 % \v\g \\ é\g
Diet/Food: One spatula of chee%mltes (T yr@@Zagus putre@%enti@ult@@%by&
IBACON) at ex@mmental sta@%d onday 254, 7, %and 15" &
RN Q o & & @) &@
. e Q.S@ N @ RO 9 @
4. Environmental conditions: @(@a w;\ oy 6\ Y §
Temperature: 18 °C — é"C %, S @% § ™
o U S S e
Light intensity: Wlthm%he ra@e of\ 00 lux® 8(&1ux Q ) @7 @&
o (& O
Photoperiod: 16 &hght\S h d@k &  w, §

Soil o S o> IS

oil pH: @ at giéts star@qd 6@ 6.3%t t%@ld @
Water content: @47 39%%0 4879% of the m@i»muné> .
43@/0 tod6. 1%§the @u@ WHEt %&endé o

AN
& &
I I S TN
B. STUDY DESIGN . 2 © @Q §@ o EPRSIINGS P
S ¢ & ~ 8
1. Experimental treatmpnts @ @) S} @ (& \@

Soil mites Hypoaspis@euleifer wer p 6 to a@ngle@ﬁcer@atlon (@the téSt substance in an artificial
soil substrate (5% &né—pea& A)tkaohn\clay, 733% fifis quarkz-sa d%nd 0.3% calcium carbonate).
The artificial soSﬁ tened'to approxi ly hai?of thefina ter eQt tent 3 days before the
application. The¥est it€m was@ixed With ﬁsge qu@z 3 Jed t(@rtiﬁcial soil, resulting in a
nominal con tratlo@(’)f IOSW}\lﬁg MKH 65¢1-prepoxytri hnonmld kg dry soil. The control was treated
with the sa & amount of q@m ] thﬁt 1 grs Thesoil for each treatment group was

thoroughdy mixed to en@re a }@mgen OUS@StrlbL@)n aﬁ@ﬁ e a@monal water required to achieve the
final water content dd Q > R\
“@ od> & o~ > N

O D
1ght replicate test Cont S n TO ch wAll + artificial soil fresh weight
Eight repli @@%r d%‘cthOglngllfh igh
were prepare eac eat -( p t g u @ult chiale mites per replicate were exposed for 14 days. All
vessels were Ventllate 11 @ope the lids for a short period.

2. Obset&ons \

At test'termination aﬁ? 14 @’s th@hu & ing adults and the number of juvenile mites were
recorded. The living predatory n@s were bse@ed for differences in morphology or any abnormalities at
experimental end@W ater cont ck days after application and pH measurements were
performed at ¢ 1n1K%ﬂ§1\pn adbat tes%teml@latlon Temperature and light intensity were monitored

contlnuousl& @ @@ §9 Y
@

3. Stati ﬁal ula

Mortalfty datapyvere egézﬂy analysed using Fisher’s Exact test (o = 0.05, one-sided greater).

Rep@ ctiptPdata were tested for normal distribution and homogeneity of variance using Shapiro-Wilk's
test and k€yene's test (o = 0.05). Further statistical evaluation was performed using Student t-test
(pairwiseComparison, a = 0.05, one-sided smaller). The determination of the NOEC and LOEC values
was based on the results of the statistical evaluation. The software used to perform the statistical analysis
was ToxRat Professional, Version 2.10.05, ® ToxRat Solutions GmbH.
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11. RESULTS AND DISCUSSION .
& D
N
@
S S

A slight mortality of 3% was observed in the single test item treated group, wh@ was not stafzfstlcg i
significantly different compared to the control, where 4% of the adult mites %ed (Flsher ] @ct t@ @@

o =0.05). e

Reproduction of the predatory mites exposed to MKH 65 @mpoxyma@ﬁnonamlde no at1st§ 1y @
significantly different compared to the control at the single test concer@lon of 10 n@kg St\@em t- @

A.  FINDINGS AND OBSERVATIONS

@@/

test, a = 0.05, one-sided smaller). @ S @
No differences in morphology of the mites betwee ho test item treged é@ups @1 th@entrg@were@}
observed. Q'? Q} w\?\ @, 6 .
Table 8.4-23 Lethal and sublethal effects of l\@(H @-pr@%xytr@ohn@mlde@@h th%l’r\edat%‘y Mite,
Hypoaspis aculeifer % Q Q @§
S S5 . O
S — [ i ] 5
Mortality after 14 days (%) RS NG < | & 39
Mean number of juveniles after 14 day@ & 2 @ ]&?> . o @w @\f 484
Change of reproduction compareont«x@x(%) ' @ &@-ﬂ o N @U 97
(} & qp Endpoints[mg té it soil]
NOEC (mortality) N § SN @d
LCso (mortality) % @ © Q) @MQ S ;\& = 10 )
NOEC (reproduction) @ ) v ﬁr\\j & $ §f - Q" 16
ECso (reproduction) $ Q 5 N R \@’@ @;K D10
@@y @@ o & @ @& @§ Y
The Vahdlty %nerla a@ordlfl%? to ?g@delu% EO@Q 26 § fulﬁl d: é’?

. @ahty in theéﬁmtro@oup &i 49 %(sho@ be @%) @)
* number of Jk@mle &e} rep@ate was 141&‘:}261&@d so4his validity criterion was met (should be
> 50 Juven%@ pergeplic \ @’

« the coef@ment @ana@n of&rod@tlon @h Q@rol was 21.1% (should be < 30).

I
In the mogt@ecent test with the %ren ite metgﬁ\éte (performed under IBACON Project No.
59232089 in June 20 ther %werematlstWI y s@@lﬁcant effects on reproduction at concentrations of

43 mifkg soil; the E@so fo ro@ tlongas 4@ mg dimethoate/kg soil.

%% <~ II&ONCLUSIONS

In a 14 day @ﬁd on %ﬁ Yy W Hyp@spis aculeifer exposed to MKH 6561-propoxytriazolinonamide
the overalk%b obg@rved effect concentration (NOEC) for mortality and reproduction was determined to be
10 mg tw ite d i.

Q© @@@’§
©®
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Metabolite M10
Report: I > Mi-484425-01
Title: Effects of MKH6561-N-methyl propoxytriazolinone on reproduction of the Collem >
Folsomia candida in artificial soil with 5 percent peat N @@
Report No: 71823016 S @®
Document No: M-484425-01-1 N & @g
Guidelines: GLP compliant study based on OECD-Guideline for testin@’chemicals 0. 232,
"Collembolan Reproduction Test in Soil" (adopted Sep&ﬁnber 07, ZO&SO 67 @@
Soil Quality — Inhibition of reproduct@ of Collemb({%ﬂ( olsomia candlda)@y sole
pollutants, 1999, \a @ @ ) @
Deviations: none ©Q @ O é\ﬁ q
GLP/GEP: yes o < D Q o &
= R & & Y
Executive Summary \ @ RV O o @

The effects of MKH6561-N-methyl propoxytrla:@hnon@én C@ﬁemb&a Fol;é%za @did&wﬁﬁ%re t%ﬁd in
a 28-day laboratory test with regards to mortah@ b 10u@effea@> and@rod&@’lon rate in a%iﬁcial
soil prepared according to OECD 232 with 5% peat! he te@ was €dnducted with a sin @ntra@n of
10 mg MKH6561-N-methyl propoxytnaz&ﬁﬁon@@é dr§011 miyed h&%og@n@usl&nto the soil @ an

untreated control (moistened with wate@

After 28 days, the test item did not ¢luse sta@‘ucal@ signift 1ncrd alit @e@i@ased
& d

reproduction at 10 mg MKH6561-N-metlfgl pr ytr hn dry soi pareﬁ to the control
group. No effects on behav1ourﬁ@he sgi%'ngtalls weré@ th(e@ test. A@V&lh@gy criteria were

fulfilled. R IS ESCI

The no observed effect corf@entr ion (N&C) § mo@hty repr(%’uctl@ afte§ days was
determined to be 10 m%@s‘[ 1t%§‘ g g\lﬁ@soﬂ @ \ @ Q& N

2o AN
Fs & N @
&7 & &> ., MAERERIALS ANBME DS
A.  MATERIALSY O 8B P 5 &
1. Testinaterial: @@w}y §9 @ ©© § ©\
Test item: N &\ é\g MK@6 1 @L—meg&yl pro&%»xytrlazohnone

W@fte s&l?@’ S} @

Lot/Batcl@#: o
Purity:© © ©© N 99. W/W@\ S

@
@ 2 Q§ & O@@ N
2. Vehicle and/o siti& N @& LQ
\&mtrol: IS @’n/aQ ©©\

@° @

3. Test oglsm\s%% gj § Q
Speci&s éﬁ §9

@ §9 ©© 10-12 days old

%@urce@ Q@v\a In-house culture

Granulated dry yeast

Ak ) 1matisation: Individuals were kept under breeding conditions until test start
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4. Environmental conditions:

Temperature: 18°C—-22°C
Light intensity: Within the range of 400 lux to 800 lux @o @@
Photoperiod: 16 h light : 8 h dark N
Soil pH: 5.9 at test start and 5.7 at test end @b &@ ©®
Water content: 56.3% to 56.4% of the maximum WH a@j test start @ @ %
53.2% to 53.8% of th@maxunum WH(Vat test end\ @ 2y
& PO
g O S
N R 2 &0
B. STUDY DESIGN @ & @ R O &
N Q & @) @
1. Experimental treatments N @ Q @ © &
Collembola Folsomia candida were exposed to @ singl @nce@tlon@f th%@’t subStanc ff\ﬁan a&mal
soil substrate (5% Sphagnum-peat; 20% kaolin&ay, T48% @and % ¢ 101um arbonate).
The artificial soil was moistened to approxil%t;:ly h@fof the ﬁna@zater 3 dayhefor @h
application. A stock solution was prepared*by ‘mjxing d@mse(@{ater vv%;;h th@ st 1&m Th ut Was
added to artificial soil to result in a noml@ﬁ concehtratién of 1) mg 1-N-thgthyl %

propoxytriazolinone/kg dry soil. The c@rolq&%ups @re m@%ten@?ywit detoni @ only. The
additional water required to achieve the ﬁna‘@zatemonten&v@ d the@ls f% achdreatment

group were thoroughly mixed to ensdre ahpmogeneou @istribgiion. . © . © Q) S
@ b RS (&

& Q

Eight replicate test containers «(ﬁt 1tern and@ntrol) each w%h 3 @i 1.07g artificial sofPfresh weight
were prepared for each treatment g@p 1@1‘1&@ 1zed@rmgta1 eplre@ ¢ wetl exposed for 28
days. After the introduction Of the test or&anism&(day ), andaafter 14day ol la were fed with
approximately 2 mg of g%anula@lrled@yeast@x | Vls yv@e vetitilated on d@&%% 7,11, 14, 16, 18, 21
and 25 by opening tl@s for@’sh(@eno@ § §9\ O é%

NSNS S N I
2. Observations \ ‘\ S @

At test terminatj aft@ dags, the &mb @fllvmg add@;colle§ola a% the number of juvenile adult
collembola were recofdted. Fﬁrthe ore, SUrvivi f@oll ola wWeke o@ved for any abnormal behaviour
or condltloi&%?t day 28 aftg ap h@tlo@ ater ntent was @Ck days after application and pH

measure s were per test 1at10n and est tgﬁ inagipn. Temperature and light intensity
were monitored contifuously
(\ I \© @J&

3. Statistical calcqﬂ@atl @ @ % IS @b

Mortality data wre stafis ca@najy@éd us@ Fiskor’s EXact test (o = 0.05, one-sided greater).
Reproduction Hata wetd test&d forn@mal djs trlb@on agy homogeneity of variance using Kolmogorov-
Smirnov te Lt%nd Levene s test ((§O 0 .\- *urthéd st i§fical evaluation was performed using Student t-test
(pairwise parison, Q 9. 055 one- 51 ed sn@’ler The determination of the NOEC and LOEC values

was ba@g{{l on the resulfs of thi statigtical e@iuatm@ he software used to perform the statistical analysis
was TexRat Professf%ﬁal C}@rsm@ 10.0® T§Rat Solutions GmbH.

@ S

)
@ \% 11 SULTS AND DISCUSSION
S
A. FIT@INAN% OB@VATIONS

A n@%ﬁy &ﬁ@l 8% @és o@rved in the test item treated group, which was not statistically significantly
differen‘@pared to the control, where 15% of the collembola died (Fisher’s Exact test, o = 0.05).
Reproduction of the springtails exposed to MKH6561-N-methyl propoxytriazolinone was not statistically
significantly different compared to the control at the single test item concentration of 10 mg/kg soil
(Student t-test, a. = 0.05).
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No behavioural abnormalities were observed in any of the treatment groups.

Table 8.4-24 Lethal and sublethal effects of MKH6561-N-methyl propoxytriazolinone on Collembola
(Folsomia candida) /@9 S

l[tlnlglzleif?tlgg;lr:ge(tilgls[())l;ﬁpoxytrlazolmone Control 5 10 @ﬂ\ Q

Mortality after 28 days (%) 15 > 1 Q7

Mean number of juveniles after 28 days 586 AN é@Z @\Q &

Change of reproduction compared to control (%) @ ~ 94&\ N @
Endpom@[)mg test 1ten@fg 501 r%”\\g\g A

NOEC (mortality) o < 10 O EOFN

LCso (mortality) & N9t & L &

NOEC (reproduction) . O S WD . N

ECso (reproduction) q @ &S @§ @10 @S

&
&

T )
% @ @ N AN ©© © @j @§
The validity criteria according to guldell%§§OECB232 @e ful@@d & N

v
* mortality in the control group’ @Qas 1%@ (shé&?d bes 0‘@ @ § @ &

* number of juvenile per repl@te wgs 517t 708@:1d s@s validlity,
> @’ (S O
100 juveniles per repliddte) | & @ Q D &

e the coefficient of Varum,on (%%repro@lon in the ontrolqg-{ 11.9% (s@uld be
@
NS

‘”\,
In the most recent test @ erente 1tem@or1 Qld (pg@or &d un r IB study code
61404016 from Aug Octo er stat cal @é mgmﬂ@nt effects on mortality and

/
@

reproduction at co trat s ofo‘% /kg\oﬂ th@Cso f@ rep&duc was calculated to be 99.6
/kg soil. <
mg/Kg so1 @ 6 @ § r\g
N @@ %© O

G K % : Cgﬁ' LJ§ION
Ina28 déi@eproducho@%ﬁdy@yth Fo cand exp&sed to ®KH6561-N-methyl
propoxytriazolinone, ovega atl no Gbserv t\sono&ntratlo@%(sNOEC) for mortality and reproduction
was determined to b&10 test kgglwry sm@’ © >

§ N @@7 \% § @§
2 O o . Q

Report: : 014@5@484437-01
Title: % Effects of O @ ¢ %",
@7 MKH65 -methyl pr@ fazolinone on reproduction of the predatory mite Hypoaspis

“Qeulei 1n ar@clal@wnhg ercent peat
Repor@é: 718 Q @
M-48443 -@1-1 @

Document No: @°

Guidelines: < ECD Gﬁ@elme@r the testing of chemicals - Predatory Mite (Hypoaspis
N aps) fi%ulelf@) reproduction test in soil, adopted October 03, 2008

Deviations: ) non@ Ao

GLP/GEP;®"  ob yeld &

\
; S

xecn@s’e Su@mar@, 8
The@ffect MKH6561-‘T§methyl propoxytriazolinone on adult Hypoaspis aculeifer were tested in a 14-
day labo@ry test with regards to mortality, differences in morphology or any abnormalities and
reproduction in artificial soil prepared according to OECD 226 with 5% peat. The test was conducted with
a single concentration of 10 mg MKH6561-N-methyl propoxytriazolinone/kg dry soil, mixed
homogeneously into the soil, and a control without test item.
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After 14 days, the test item did not cause statistically significantly increased mortality or decreased
reproduction at 10 mg MKH6561-N-methyl propoxytriazolinone/kg dry soil when compared to the control
group. No differences in morphology of the mites were observed during the test. All validity criteria

according to the guideline were fulfilled. &
gtothe g \@ &
The no observed effect concentration (NOEC) for mortality and reproduction aftegyl 4 days wasg,
determined to be 10 mg test item/kg dry soil. @,Q A ©®
SN
R O o 2
@\9 N o v
L. MATERIALS AN@METHOD %G \\ N
R I SIS
A.  MATERIALS o & S R S &
1. Test material N @@f @ & o @}
Test item: MKH6561—e%1y1 pr > ytgiyﬁxolin@e 6\ o\% §
Description: White s& (TH SR @’% §
RO O < S
Lot/Batch #: Batcilgégde; @ 13{@63—0@)1 ; %rlgm ©@atch NG NL@797®5
Purity: 9948%% w/\\% @} &6 & BN éﬁ %y
S Sy & &g °
2. Vehicle and/or positi S © AR (& N
. positive Q @ ) S $) S R
control: @ né&@ @@ S @® & @© Q ™
N e Tos > o & &
: RO TN
3. Test organisms: ¢ N @ @ f@
Species: S S\ y?oas6§ er (@esmm 1883), §
Age: é\’ ¢§ emale adult(ga pr)ﬁmatel@ 4 %&s aft&Neachmg the adult stage
@ & § (fr&@»a syn ro \c colgrt) @
Source: @Q \© &\ In%ous\%ultui& é@ @§ §
Diet/Foo%© @6 Q @ula%ﬁ cheegs mit§ hagus putrescentiae cultured by
5 VN IB (%%N%Q xp@nenta ta%% donday2,4,7,9and 11.
& & @’ & < 5
4. En&ironmenta&ndi@%s: s @@ @ o
Temperature § s @Q 1?8\4; Z@S’C &
Light 1ntens@?y ©® N @tbm@@%’e ra e of @ lux to 800 lux
Photopéfind: © \\ 16 -\ ght (gh da
. G R“ o
801@ % N § tartg%ﬂ 6.1 at test end
Water content: /N N \56 3‘7& o of the maximum WHC at test start
% N o )
N RS 54@ to @5 % of the maximum WHC at test end
LA
o & TS
B. STUDYDESIG @
@ Q & W

1. Expen@nta@eatn@nts §

Soil mlt% Vpedspis ere exposed to a single concentration of the test substance in an artificial
soil s trate @% Sphagn —peat 20% kaolin clay, 74.8% fine quartz-sand and 0.2% calcium carbonate).
The 1ﬁc oil was mot ned to approximately half of the final water content 3 days before the
applicatioh) A stock solution was prepared by mixing deionised water with the test item. The solution was
added to artificial soil to result in a nominal concentration of 10 mg MKH6561-N-methyl
propoxytriazolinone/kg dry soil. The control groups were moistened with deionised water only. The

@
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additional water required to achieve the final water content was added and the soils for each treatment
group were thoroughly mixed to ensure a homogeneous distribution.

Eight replicate test containers (test item and control) each with 20 g = 1.0 g artificial soil fresh wei D

were prepared for each treatment group. 10 adult female mites per replicate were exposed for 14 days
vessels were ventilated on day 2, 4, 7, 9 and 11 by opening the lids for a short pertgd. @
N & ©®
g N
< L o
At test termination after 14 days, the number of living adult; and the numb@f juvenileo@@es wée  w

2. Observations

recorded. The living predatory mites were observed for di nces in megphology or @5 abn@naht@ at
experimental end. Water content was checked 7 days after pphcatlon pH measurgmen ey
performed at test initiation and at test termination. Tel@erature and lgght intensity gere méitor @
&
@
&

continuously. Q'? N R @@f @

3. Statistical calculations @’ w;\ %@’ 6\ \ N
Mortality data were statistically analysed umn@sher@%x est (g 0. ne—@ed reater)
Reproduction data were tested for normal di rlbutw@’and ity o ari@:e usi % Wilk's

test and Levene's test (o = 0.05). Further st‘&g icahevalyation v@ perfe%gned @sing %udent t-test @
H& -
e

(pairwise comparison, o = 0.05, one-sid maﬂg T eterfmnatl@of t]%%N Crand KOEC es
was based on the results of the statlstl@ iation. e s @edt rfo 'stic@a)l analysis

was ToxRat Professional, Version 2 O%Kat S%ﬁﬁons bH@ @@ @@ O\W\?
@ & v S @9 @ SEECENN
RE@LTQAND DISCUSSIONS ©
S a9
A. FINDINGS AND OBSE VATI(%zl S S & @%
o ©§ ¥ O u .0

~
A mortality of 13% ﬁbser@d 1$e t%@tem @ted up W@lch &s no&tatlstlcally significantly

different compared to-the @trok\ erex 0% &the adélt mlt@@%hedégﬁsh @Exact test, oo = 0.05, one-
sided greater). Q

Reproductlon ofyhe pr@tor}@ntes &pos@ ©“ 1p poxytrlazohnone was not
statistically sjgnificarf@y different egmpared to the Contpgh at the'single test concentration of 10 mg/kg soil

(Student t-test, o = 0.05 g% @sm @
No diffefences in mog&}@log§@the mites l@i‘we@n@le testitem tt@ated groups and the control were
observed. w\, é& KN

Table 8.4-25 Le@?z}té?@ubl§ ﬁts ofﬁkH 8P 1-N(§thyl propoxytriazolinone on the Predatory
er

7y

ite 0asp§-}bcul
MKH656@ethyl propo@tna&@mn% 5‘0) @@ Control 10
[mg test it dry soilley A X
Mortality after 14 days(%) N x Q 10 13
Meamaumber of juvenites a%@?h days Q XL 204 190
Change of reprodugjivn Comparegggjjcog}(;@ (%)(@& - 93
@ % HR@/ RS @ Endpoints [mg test item/kg soil]
NOEC (morlity) & O & 9 10
LCso (morgality) 7 S >10
NOEC c&;eprod@}()n)@m@j> N 10
ECsﬁ?épro@tion) § > 10
o’

The validity criteria according to guideline OECD 232 are fulfilled:

@
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* mortality in the control group was 10% (should be <20%)

* number of juvenile per replicate was 176 to 231 and so this validity criterion was met (should be
> 100 juveniles per replicate)

+ the coefficient of variation of reproduction in the control was 7.8% (should be <30). @ S
D
@ &@Q @
In the most recent test with the reference item dimethoate (performed under IBRCON Projegt No. ° @

74662089 in June 2013), there were statistically significant effects on reproﬁgtlon at concgyitratighs of 2]
3.0 mg dimethoate/kg soil; the ECs for reproduction was 4@mg dimeth(é;{t%?/kg SOoil. o e @é\ﬂ -

Il CONCLUSIONS ~ ©° & & SRS
@ S

$
In a 14 day reproduction study with Hypoaspis acyl@ifer exposed to% §61-Qmet @
propoxytriazolinone the overall no observed effect concentratiomgNO for@orta y andggprodiiCtion
was determined to be 10 mg test item/kg dry so 9 VN w S v
Q O N SN O
NI RN -
SRS &
@} S Q?} & ~

N w, Q\

Metabolite M11

L

-
20L4<ﬁ 48@ @' S & &
Effects of M 561 metho sac rin on @rod no Q@d Co@‘lboliﬁolsomla
candida in @ﬁicm@% 1w1 per pea@@ N @ @

Report No: 7181301 Q

Document No: M-484433-01 & & @

Guidelines: OEC%Guid@ e fordesti emlca s No. 232 C‘i@fm @duction Test in
Soiltadopted Septe@ber SO 11267 SgT’PQua{g — hhibition of
rggroduc@o of €pllembiola (F mga\ @ndlda) by %ll pol @1 ts, 1999.

Deviations: v N 2o
GLP/GEP: 4@% & S & Y9 e v

Report:
Title:

O O <~ S @ N
Executive Su I@Q‘y K > S *
The effects ofr;é{H&ﬁ m%thoxy saccharﬁ% on&@lem a Folsdmiq &ndida were tested in a 28-day
laboratory te&Pwith regards to me@%ﬁ?@haw@ral effécts amd re &uction rate in artificial soil
prepared g€gording to D with$% peat Th &onéted with a single concentration of
10 mg MKH6561- meﬂ%(my-gagc ari/kg d@oﬂ mlxe(khomo@eously into the soil, and an untreated
control (moistened @1 Wate ). @ \ @, @

After 28 days, thg test 1 é?ot cafise sta@tlcall@%gm@antly increased mortality or decreased

reproduction at0 m %thm@sacc 1n/k@ry soil when compared to the control group. No

effects on be&ngur of the rm@ls weére obsépved d@’lng the test. All validity criteria were fulfilled.
@2

The no observed effe&@@onc%tratm NO%) foﬁ@rtahty and reproduction after 28 days was
deterngi\fed to be 10 fig testGt mﬁ]@ dry Q
a &
2 A SR
@ N I.  MATERIALS AND METHODS

@ éﬁ ©© §9 Q
A.  MATERIALS ©©
1 §St l@n@ia]@Q N
Test{em: MKH6561-methoxy-saccharin
Diption: Light yellow
Lot/Batch #: Batch code: BCS-AG71018-01-01;

Origin Batch No: BCOO 6413-13-5
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Purity: 99.7% w/w
2. Vehicle and/or positive @ S
control: n/a @\ @§
@ @ @
, < NS
3. Test organisms: o °\
Species: Folsomia candida (Willem 1902) =) = & 2
Age: 10-12 days old @& 5}” @\\ @@ @
Source: In-house culture & @Q %@ Q@ §” C&(@&
Diet/Food: Granulated d ast Q& &' &© g @) &@
Acclimatisation: Individuals @e kept unq%brecg@g C% iong@ntil&t?@t st
: " O 9 & o L o K\
4. Environmental conditions: % @}5’ @ Q & @& @j %
Temperature: 18 36-22°€ NS B § v §@
o . PN SN R
Light intensity: 1n @Q%rangﬂ f %Q ux t&@)O 189 @ N Q
Photoperiod: &% h I@t : 8h dark, \@ @@ @Q § %@)
Soil pH: @Q 64&@ test §tart 3@5.8@ .9 af test e @Q S
Water content: 7 551%0 55.79%0f the maxigypm WHC at (o3t st

&49.%@0 5454% of Gre mayfﬁnu@WHc\@test@ld

& S o < R
@@ K ©§ o \§ C \@@
B. STUDY DESI D @@ N & . Q &

1. Experimental tm@% \Q 7, RS @@

NN @
Collembola Folséﬁ'a c@ﬁdd w%re e osed@a si& ec c%ﬁr@n of the test substance in an artificial
soil substrate (@8 Sp nun{ﬂ@at; 20% kablin gla@@ 74.8% fine@uartz@and and 0.2% calcium carbonate).
The artificialepil was moistened t@ppregmat@b half @F'the final W@r content 2 days before the
applicati stock solu@‘n ws@prep@ by m1x1r§elo A% 6 with the test item. The solution was
added to/artificial soil t@esu& a nominal@ﬁnce& tion Of 10-ug MKH6561-methoxy-saccharin/kg dry
soil. The control gro@wer&mois@ledo\{@l de@wed&ater (ﬁ%y. The additional water required to
achieve the final T caffent v@ added and@@soils or eath treatment group were thoroughly mixed to
ensure a homogeneous @ribu@n. @@ N NS
<] €y . Q O @
Q O O O N D
Eight replic§e test containdts (te Stem fid cor@%l) e@ with 30 g £+ 1.0 g artificial soil fresh weight

N

were prep for each t@tme@rou@ 0 s@ onized springtails per replicate were exposed for 28
days. After the introdyétion of t test organis so(%@\y 0), and after 14 days, collembola were fed with
approximately 2 mgof granglated dbied yedst. l@vessels were ventilated on day 3, 7, 10, 14, 17, 21 and
24 by%pening the 1£ds for @éhor@%rio& @)

@

AN
. N AN
2. Observat@ \% R @

At test termination after 283lays, the nuiifer of living adult collembola and the number of juvenile adult
collembqla@ere @corded@F ur ore, surviving collembola were observed for any abnormal behaviour
or conditipns a@y 2@&& ﬁlication. Water content was checked 14 days after application and pH
meas@me Sivere pprfo at test initiation and at test termination. Temperature and light intensity
Wer%loni d continuo§.

3. Statistical calculations
Mortality data were statistically analysed using Fisher’s Exact test (o = 0.05, one-sided greater).
Reproduction data were tested for normal distribution and homogeneity of variance using Shapiro-Wilk's
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test and Levene's test (o = 0.05). Further statistical evaluation was performed using Student t-test

(pairwise comparison, a = 0.05, one-sided smaller). The determination of the NOEC and LOEC values

was based on the results of the statistical evaluation. The software used to perform the statistical analysis
was ToxRat Professional, Version 2.10.05, ® ToxRat Solutions GmbH. @ &

. RESULTS AND DISCUSSION 5 S
N
= S & .o
A.  FINDINGS AND OBSERVATIONS & ~ 8 S
@ O R,

A mortality of 10% was observed in the test item treated group, whic s not statlst@ally ‘;\Q 1ﬁ<@qftly $
different compared to the control, where 13% of the c mbola dle§ 1sher ] Exa@ est & one@q}

sided greater). &
Reproduction of the collembolans exposed to MK@M -metho @s—sa Iﬁhn ot&@tlsq%@ly @@
significantly different compared to the control af the s1r@% testdtem omlcen @0 mg/kg soil,

(Student t-test, o = 0.05, one-sided smaller). © @ @’ % .
S .
No behavioural abnormalities were observ@ an{ iy the\@at%a gr%ps @ N @j @
S
Table 8.4-26  Lethal and sublethal effgc @’ of @{H65Q§@metl&§y s%@lang@\n Co, bol@’olso@ia
candida) @ S D @ &
MKHG6561-methoxy-saccharin ©@ < NN
[mg test item/kg dry soil] Q © @@‘J) @6 C%@l S @@ @Q w0
Mortality after 28 days (%) @ ~ O T . @ v Q" 10
Mean number of juveniles afteg 28 da;& @Q @ @ 751 @ 7 9 779
Change of reproduction Con;ﬁared @control@(@%) @% m@% R (ﬁr\@ 104
g\\ﬂ @ I . > ©® ~ En@omt/%[gng tg%ltem/kg soil]
NOECmortality) &Y « o O |Y & @ = 4o
LCso (mortality) @}? ~ 8 &O\ 7 @ So
NOEC (reprodu@wo)n) @U © @) §<@ @;}\9 [(\@ m§ g, 10
ECso (reproduésion) v © <}\ (g @ @%} >10
> o NN
A v O @ & .0

The validity criteria @mdl&ﬁto g@dehn@d& 32 &@ fulﬁl@\l

. mortahty 1@the @tro&ﬁup WS 13@sho@d be & %)

. nurnb _]UV@%IG ;étﬁrephe@ e w&&s@% Q@%&nso this validity criterion was met (should be
> 10Q juveniles pe@ph@ Q & @

. efficient oﬁyarla@ of r@rod@ﬁion i&%he control was 17.0% (should be < 30).
< N &9
& ST P

In the most recen tqst w1tl@jhe &éﬁ%ren 1tem@rlc acid (performed under IBACON study code
61404016 from@ gus er 26@) th& were statistically significant effects on mortality and
reproductlon oncm at1 f >33 6 kg soil; the ECso for reproduction was calculated to be 99.6
mg/kg soil. &
& @ @
<
@9 S @ % I1I. CONCLUSIONS
In a% productlon study with Folsomia candida exposed to MKH6561-methoxy-saccharin the

overall bserved effect concentration (NOEC) for mortality and reproduction was determined to be 10
mg test item/kg dry soil.
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Report: I 0+ i484433-01
Title: Effects of MKH6561-methoxy-saccharin on reproduction of the predatory mite Hypoaspis
aculeifer in artificial soil with 5 percent peat @ o
Report No: 71814089 N Q§
Document No: M-484433-01-1 S (S))
Guidelines: OECD 226: Guidelines for the testing of chemicals - Predatéry Mite (Hyp&@pls @
(Geolaelaps) aculeifer) reproduction test in soil, adopted Oober 03,2008 N
Deviations: none % ®) § &
GLP/GEP: yes C/ Yo ° A
@ \ @ @
Executive Summary ¥ ) @© § S C&(@&

& S)
The effects of MKH6561-methoxy-saccharin on adul @ypoaspis a@mfer were &@d in §4—d@9
laboratory test with regards to mortality, dlfferenc orphology @bno@ahtl and prod@ﬂon
in artificial soil prepared according to OECD 226 h 5% peat ¢ test was ndu S smg@
concentration of 10 mg MKH6561-methoxy- sa@mrl drig\ﬁ il, ng’%ed hogesly ﬁato the%:oﬂ
and a control without test item. .
S L@ & & o

@
After 14 days, the test item did not cause Q%flstleg}y si \c &}@ mc&%ed n@rtal or c;\g:rease§

reproduction at 10 mg MKH6561- metﬁl Chari
er

dryago he e@ntrol gpoup. No
differences in morphology of the mite e%bservé@dur& the t@’c % hd@g@nte@ acc%hng to the
guideline were fulfilled. S
& @ O b@ @Q ~
The no observed effect concemqa’on 6N%E C) for m(@ahtyég% re@@duc ion afte@M d& was

determined to be 10 mg test 1té§%/kgg§ry ng

),

\y

1. Test maal:
Test it%r
De@ption:

L(@Batch #:

Purity:

QO
2. Vehl% and/or po 1@'
co .
\
-
3. \I‘est organls

Epodspis aculeifer (Canestrini 1883)
§ &Fe@le adult, approximately 11 days after reaching the adult stage

(from a synchronized cohort)
In-house culture

One spatula of cheese mites (Tyrophagus putrescentiae cultured by
IBACON) at experimental start and on day 3, 5, 7, 10 and 12




Bayer CropScience AG Propoxycarbazone-sodium Document M-CA, Section 8
Ecotoxicological studies on the active substance

July 2014 Page 136 of 150

4. Environmental conditions:

Temperature: 18°C—-22°C
Light intensity: Within the range of 400 lux to 800 lux @o @@
Photoperiod: 16 h light : 8 h dark ®\ %03
Soil pH: 6.1 at test start and 5.6 to 5.8 at test end @b &@ ©®
Water content: 55.1% to 55.7% of the maximum WH a@j test start @ @ %
54.3% to 54.6% of the maximum WH( at test end\ @ R
& & N
X @ NS S
N R 2 &0
B. STUDY DESIGN @ < o R S &
% R & & <
1. Experimental treatments N @ R © © @
Soil mites Hypoaspis aculeifer were exposed to smgl once@tloﬁxﬁ th@é@é’t sul@\anc iit an agtificial
soil substrate (5% Sphagnum-peat; 20% kaohn&ay, T48% @and % ¢ 101um arbonate).
The artificial soil was moistened to approxn%::ly h@fof the ﬁna@zater 2 dayghefor @h
application. A stock solution was prepared*by ‘mjxing d@mse(@{ater vv%;;h th@ st 1&m The u was
R

added to artificial soil to result in a noml@ﬁ conge trat@n of FQ mg @ cha g dry
soil. The control groups were moisten 1th& ioni wa{@s onl itio ategrequired to
achieve the final water content was added aftPthe Swils fo%ach S@atm§ eﬁom@ y mixed to
ensure a homogeneous distribution. & )

o & @ @ &?
Eight replicate test containers @t 1tem and@ntrol) each with 2(&%7%: 1.05g ar“u%mal so@fresh weight
were prepared for each treatment g@p 10xxcult ale fRites per rep@te wer€ exp@sed for 14 days. All
vessels were ventilated orrday 3,5, 7, 10%nd 1 §y o%@égmg thelids for a 5*}&9 a§

N

S )

2. Observations é\g ¢§ "\a@ § = O & O
At test terminatiorﬁ lys @mr&@r of living @ *0@) the Qumbe@f juvenile mites were
recorded. The livigg’predatory miités were obsg%ed or differdnce mo@ology or any abnormalities at
experimental e@ atet:ontent wa &7 da%§ aftercgppli n and pH measurements were
performed at tes 1n1t1@ﬁon ahd at t@;t ter&natlg‘\ em@mre Ghd 1}&7@ intensity were monitored
continuously. ‘f\g & Q@ \

N @ SRS
3. Statistical calculations \ @ NS

Mortality data were, tlSth&ﬂy ﬁysedﬂgsmg @her éxa tﬁt (a.=0.05, one-sided greater).
Reproduction data&vere gested distrfbutiopand ogeneity of variance using Shapiro-Wilk's
test and Levene'gtest (¢50.0 uortﬁér sta@lcal &aluatfén was performed using Student t-test
(pairwise com}@rlson, @S OﬁQ 51de all Th@etermmatlon of the NOEC and LOEC values
was base;i@he results of t tlcg%valua@m @ software used to perform the statistical analysis

was Tox rofess10n&F@VersQ1 2.10 oxR olutlons GmbH.
% D N
N < ~ "\ Q @
@ Ji. @RESULTS AND DISCUSSION
<

& &5
A. FINDk@S @% Qﬁg?ﬂ@%
<€)

A mortaﬁ@ of 6 (SJ was bser&g@at the single test item concentration of 10 mg/kg soil, which was not

tHfica different compared to the control, where 3% of the adult mites died (Fisher's

statlstleé\ﬁy s1
Exa@% O 05, one- &@d greater).

Reprodu@? of the predatory mites exposed to MKH6561-methoxy-saccharin was not statistically
significantly different compared to the control at the single test item concentration of 10 mg/kg soil

(Student t-test, o = 0.05, one-sided smaller).




Bayer CropScience AG

July 2014

Propoxycarbazone-sodium

Document M-CA, Section 8
Ecotoxicological studies on the active substance

Page 137 of 150

No differences in morphology of the mites between the test item treated groups and the control were

observed.

Table 8.4-27 Lethal and sublethal effects of MKH6561-methoxy-saccharin on the Predatory Mite @ @

Hypoaspis aculeifer
- - i D)

I ety oy [T W o
Mortality after 14 days (%) 3 i Y n@ &
Mean number of juveniles after 14 days Cr202 &% N 195°\@@ g\\ﬂy
Change of reproduction compared to control (%) V - O@ 0@ 20 @ &@

o Endp%\l@s [mg test itém/kg s@r <§ c&@
NOEC (mortality) ) NI O
LCso (mortality) & @ Q\@ >40 N\\J %@@ @W
NOEC (reproduction) g @@ w\g@ & @§70 @§ >
ECs (reproduction) ij%a @w Q@ > 10 i ©\ f\@ o> )

BRI
Ny ST s & &

The validity criteria according to gu1del@e

ol
D2

* mortality in the control gro@ was 3@ (s%) uld b&i 20%Y
ke S thi

«  number of juvenile per replicate:was 178to 224 'and © 1s@hd1t 1te1@ wa&met (should be

&

> 50 juveniles per replicate) ~

&rep@éﬁct

» the coefficient of Va%atlon

N
v

In the most recent testgpith the refe g(;@
atkgal al

3.0 mg dlmethoat g s the ECso f@irepro‘éuctlon&%s 4.
L & o

74662089 in June 20%3), t

o N
@

Inal4 d@eproductm@%ﬁdy th

mg test item/kg dry<Spil.

X
S

&
B

CA 8\5 Effects on s@l nlt@)g

A summary of %@Va ble re
micro- orgam is pm;
Commlssm egu

complet IS &

@ . &
CA 8.4.2.1 Species %Ve@ti@\

Further st@ are not C@sider@nece ry.
N

@ @ @
Tabl;& 1 @Effe® of ]@gpoxycarbazone-sodlum and metabolites soil microorganisms

SN

iof2in the@ntro was s A@p

S Y
e@§

ould e 30).
S

Q. A
oat erf ormed ufider IB%CON Project No.

i, C%@CL@ON@

oas &acul&r exposed @\/IKH6561 -methoxy-saccharin the
overall no observed @e)ct c&ﬁeentr@gon ( EC&i%r m rtahty @%1 reproduction was determined to be 10

O
R

&

\

Ny
@g@

&

@@b

@
N
Q

\
t%ns{@matlon

ant afd con@mnt data for propoxycarbazone-sodium on effects to soil
n thevﬁible l@low Although no longer a data requirement according to

ﬂgmff@nt efigcts ongeproc@c‘uon at concentrations of
th% /kg soil.

results for carbon transformation are also presented for

Test ite%9 Study design

Endpoint

Reference

EU agreed
endpoint
(SANCO/4067/
2001-final)
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EU agreed
Test item Study design Endpoint Reference (5:13%%67/
2001-figal) 3y
3 R
Nitrogen-mineralisation no negative effects at 0.07 %/599898) @ G
>8day stud and 0.35 kg/ha, M.00428 011 &@Yes &)
Y Y difference to control < 25% o <
MKH 6561 KCA 8.5 /02 D S
G Carbon-mineralisation no negative effects at 0.07 /1747(918998) O o\@ é\a@
28-day study : and 039 kg@ -003856-01 5 Q\ Y50 2
difference to control <25% | SR prcA g 5 ol N é\a é
X (@)
. ST no negatlv %ects at 0.07 ©) @
Nitrogen-mineralisation kg /ha, & & Y SN
28-day study d1ffer%&ce to c(%ltrol < A) 5 %,
MO5 ? R Q% E %
Carbon-mineralisation 2 negatlv&@ fec‘;fs% 0 0@ 599 © @’ Y N
28-day study % §@
gziddffere%e to c@mol &%%& NS
Nitrogen-mineralisatio&© egat;v@ffeq%@t 00\7@7 %
28-day study and 0.3 S Yes
~day study %}iffer@@e to ¢oi trol ‘Jy
MO7 x@ )é
LN, %egat ve effe ts at 0. 0@ d (1999
Carbon—mlne%hsatloﬁ\ g@ 35k -
es
28—da3§s dy @c@
it togpntrol £25%
< iffer@ice &j@n 006@2 /o
@Kﬁ ¢ & & v 2
MO8 N1tr0§{ mmgrahsat@) $no effects @/o &@ @3 3080 New stud
ew study
8 w tud}& N 4;@@1{;&{5@11 drydyeight@ 66704-01-1
Q] «¥ & @ KCA 8.5 /11
@ 9 o ne@tlve e@cts a@ 07 §h(1999)
o Nltrogen-m@eraI%gon é@ and 035 kg/hey AJO/199599 Yes
A @Q}sm dittonce® ‘%1<2,© M-015913-01-1
09 w, | Giffetence IS confrol < 287 KCA 8.5 /08
N "Nn. @ (1999)
t
C@gon— rahséz&n ? ° ‘%iiﬁhvae@; g /IS@@O AJO/199499 o
@ 28@ @ @) o M-014737-01-1
& ren‘“\ cqutrol <25% KCA 8.5 /07
Q% @ %:no ne@tlv e@ects at 0.07 -(1999)
@ N1trogen @neral@on 4 @and‘(:éﬁ kg/ha, AJO/199399 Yes
y st%dy N @ trol < 25% M-015942-01-1
M10 S L o | Jprerelgg o contro ° KCA 8.5 /03
.@7 ) @ ho &eative effects at 0.07 -(1999)
(@‘bon minera tlon@ Q"and 0.35 kg/ha AJO/199299 Yes
@ i ay ¢ @fference to control < 25% MO14731-01-1
B ’ KCA 8.5 /04
g o o & (2012)
N @rogei%mmef@}sanon no effects > 25% up to 710467080
S @ _day. tt%dy 0.467 mg/kg soil dry weight New study
Q@ > D M-466720-01-1
KCA 8.5/12

%,
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Studies shaded in grey have been reviewed as part of the first EU review of propoxycarbazone-sodium (in Baseline
Dossier for the active substance P-010245-01). Other studies are part of the Supplemental Dossier (P-010245-

02). .
&
For information on studies already evaluated during the first EU review of propoxycarbazone-so @
please refer to corresponding section in the Baseline Dossier P-010245-01 includeg on the prov d&a
medium and to the Monograph. @JQ
\

To compl %ﬂ @e t %)

plete the data package, two additional studies on soil nitrogen transformation have en performe
with soil metabolites MO8 and M11 and are submitted with{ethis Supplegiental Dosswi\l? 01@5 0@%r @

the propoxycarbazone-sodium Renewal of Approval. These studies are@mmansed w. § é\g S
@ N & O &
Metabolite M08 N Q o & & < o
o R . © @ @
Report: : ;2012;M-4 @ 6 ©
Title: Effects of MKH 6561-4-h /(}0 @Char&pn th%ctlv the@ cr(}lor&l the
laboratory $ & °
Re : % @ @ Q < @j @
port No: 70433080 %, N 6 % ®
Document No: M-466704-01-1 &~ @} < NN é\a w §
Guidelines: OECD 216, 2000 Q@ S SRS & @ IS
Deviations: none Q < § TS S @ &
GLP/GEP: ves S @’ > NN IS
© 9 ¥ & ~ ©

O
Executive Summary @ & @ @ @ @ S @© é%
The effect of MKH6561-4- hy&oxy ccha on n&roge ansfdgmatl%%vas @/es‘u%ated in a loamy
sand soil enriched with lucefge medD The te% nce was apghed@;@on ration tates of 0.093 and
0.467 mg MKH6561-4- hya%oxy%cchan soi @ co roup wasa de@ithout test item and
sodium chloride was apflied i sep e stu ren@g 1te mpling of*each treatment for analysis
was done on day 0, 7,¢# and 28 da fte atm anc@'ﬁ;-@l O,- aftd NOs*nitrogen were determined
using a Dionex ion om@grai@sﬁe@ N \@ é@ @& @@

<
No treatment re@ed ets 0@4@&61—4& dr &sacc®rm § Z?)g on the activity of soil
microflora w&)e obsef¥ed affer 28 @jys o%exposﬁx wh@§apphe at cgncentrations up to 0.467 mg/kg soil
dry weightz X @7 @ v
S o’ § )

Therefore 1t is conclyded thatMKH€561 A@dr(@! sacgharin @% no significant long term detrimental

effect on activity of§pil mjcroflo % soihat corfgentrations up to 0.467 mg/kg soil dry weight.
£ g sl st

g
@@ ©© @@Q O\@ ©\ § @ﬁQ
L TERFALS AND METHODS
e
VIR L S
A.  MATERIALS @ N < o
1. *i%st materials, @@ 0\@’ Q@ @
Test item: @° &@ MKH %31 -4-hydroxy-saccharin
Descri@l: \%% § ﬁlg beige solid
LovBaich#5> O & Bakeh code: AE 1364277-01-01;
Y @ @ &7 Origin Batch No: BCOO 6427-19-15
Pirity: - S O 99.5% whw
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3. Test system:
Soil: Biologically active agricultural soil: Loamy sand soil

Source: Fallow grassland in

Water content of soil: 14.2 — 12.4%

D
pH: 7.0 S S & 2
‘ & £ NECSApS
Total Org. C: 1.11% « & & S @ @
Clay (< 0.002 mm): 8.0% N R 2 QQ S o
Silt (0.063 mm > 0.002 mm):  33.3% %@ Q . & S @
@ 2 & SN
Sand (> 0.063 —2.00 mm):  58.7% N L@ SR
X N . T T AN
LA A N S
. . Q @ N S
4. Environmental conditions: % Q};\a @@ Q@ o @& @ &’
Temperature: 18 °€~ 2&“@ \\ > <) @Q %, §@
L . SN @ & & D O
ght regime: I@ﬂe d@{% w N L @ Q> Q)
1 pH. -5 & & v &
Soil pH: < 0 NN @@ S %@)
Water content: R 53%- 54%pf W ma@ &© Q L N
IS S I A SR
SIS AN @ ©
v AN & o % &
S & o ® IS
B. STUDYDESIGN & O @ & e O
~
1. Experimental treat;&ents % Q @@ N w\ﬁ §
MKH6561-4-hydrox cchar@w@sted@t two@ t concgtratms of @393 mg MKH6561-4-
hydroxy-saccharin/ il (cor@pop@%g to the m&u :O@’ nue&appht@lon rate of the parent
compound propo rb one- so@?u and 0 4@7 m MKH 686 1-4-Kdroxy~saccharin/kg dry soil
(corresponding the gyaxim atlo@rate e parent compound

control (dea& sed water) ws te stc entrat1ons @ere achieved by preparing a stock solution
(12 mgt em and 25 ater) and mg rop@ e amounts of the stock solution into
the soil. To determin @e acfmty ofsoil oﬂo‘m, tre&ed and untreated soils were incubated in 0.5 L
plastic boxes. The bog es were coygred by\perfov@d lidy™ T 1mulate nitrogen transformation, the soil
was amended w1th@@1cer@nea§ 5% a nfﬁsogel@ourc@ the time of preparation.

@
2. Observationd @ @ \\ \ @\
Soil samp@ere taken from erea@fént r%%p w@@m 6 hours after application and on day 7, 14 and
28 after agplication. Nitrogen cOdtent was de&m' &d by extraction with 0.1 M KCl-solution and
subsequent determi tron with a D@ex 1@’ 1008.10n chromatopgraph. The amount of each ion was
calcutated from the soi1l exgricts and the sodl (mageral nitrogen content). The pH values were checked at
each sampling dagg for one replicate of®ach gfeatment group. The soil water content was also checked at

each samplin@te ane%‘i/ap ed water v@gs eplaced.

3. Statlstléi calcdi @ t101@© §’ ©

Data for the soikditro con‘t@@s were tested for normality and homogeneity of variance using the R/S-
Test (e 0. 0 ene Stest (0. = 0.05), respectively. The Student t-test (pairwise comparison, two
s1de% ) was used@ comparison of treated and control values. The software used to perform the
statistic@alyms was ToxRat Professional, Version 2.10.05, ® ToxRat Solutions GmbH.

propoxycarbazone- so@um) ﬁSl 11c tes e h @0 g s61l dry\?s)elght In addition a negative
mseci@Z




Bayer CropScience AG Propoxycarbazone-sodium Document M-CA, Section 8
Ecotoxicological studies on the active substance

July 2014 Page 141 of 150

I1. RESULTS AND DISCUSSION

A. FINDINGS o

. ©©
Table 8.5-2 Effects of MKH6561-4-hydroxy-saccharin on Soil Nitrogen Transfo%nation inalL y Safid
Soil S R

NOs — Nitrogen Formation Rate (mg / kg soil dry wei@ﬁt per day) "(® N

Control MKH6561-4-hydroxy-saccharin® = & 7
0.093 mg MIEA65614- G 0.467 mgM @
hydroxy-saccharin/kg soil g@ hydroxgg@cch kg g@d dw ¢
Interval! Nitrate-N Formation Nitrate & Devi @ b e-N A [@9 i
Forrp@n ceviaton @@f F@%aﬁ@ 1a ;}7&
Day 0 -7 0.41 over | @ | @03 ol7 024
Day 7 - 14 3.52 Q307w k138 o7 mpr -10.80
Day 14- 28 1.08 NN ?I o170 &35
? related to successive intervals between sam '\és S @} &© ©&\$ °\@ é\ﬁ %, §
b 04 deviation to control &\ % N @3\9 @ N Q
positive values = stimulating effect S S < N © N @ ©
negative values = inhibitory effect Q & 2 @ § o ©@ S N
dw = dry weight o v S @ @ (S @© &
* statistically significant dlfferengi%m control (@dent t—t@;; o :&9.05)&@ & & @)
O N N
o & 5 §@ < &
o\ N
DN 5 & @ & W L §
B. OBSERVATIO @@ v NARES
The soil nitrate conted®and iffere Si \‘(:Z’ soilﬁtrat@?%grma@)n rate@ewate% less than 25% from the
control for both rat® fter ”\a N @% @@
NS N
The validity cr1 -«"-‘ a ac d1n 0 the @OE@ 21Gxyere @Hed a¥ the coefficient of variation for
the control grou 5%\\and t%e refer e 11\%) SO%‘@) chiéside cd &ed effects above 25% on soil
nitrogen turn er. @7 (S o @@ \@’
&@ @ . @ ISR Q w . O
Lo N

S O )
@§ N § T i@NCL@SICgé

After 28 days ofgxpos 4;, M@ 656& hy@%xy @:char@%ad no impact above 25% on activity of soil
microflora (nitfogen t@lsfatlo@%%vhe@pph@lp tagg concentration of 0.467 mg/kg soil dry weight.

= SR
2 Q R SN

Metabolite M11 ">

%, @’
Report: @° ~ 2012;M-466720-01
Title: & %O MK 63 ethoxy-saccharin on the activity of the soil microflora in the

S
Report No: & é\a 70463080 & O
Document @ M-%5672031-1
Guidelings: & OFCD 236, 2000
Deviati @ one
GL P. (@ yes@

e
Executive’ Summary
The effect of MKH6561-methoxy-saccharin on nitrogen-transformation was investigated in a loamy sand
soil enriched with lucerne meal. The test substance was applied at concentration rates of 0.093 and 0.467
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mg MKH6561-methoxy-saccharin/kg dry soil. A control group was added without test item and sodium

chloride was applied in a separate study as reference item. Sampling of each treatment for analysis was

done on day 0, 7, 14 and 28 days after treatment and NH4-, NO,- and NOs-nitrogen were determined using

a Dionex ion chromatography system. &
&

D
No treatment related effects of MKH6561-methoxy-saccharin above 25% on the @tivity of soi]@kro&)ra
were observed after 28 days of exposure when applied at concentrations up to @7 mg/kg sofl dry &

weight. S
%% ° § Q, § %@
Therefore it is concluded that MKH6561-methoxy-saccharifhas no sigant long tem\detr'rﬁental@Q @

effect on activity of soil microflora in soil at concentration%p to 0.46g® g/kg soil dl@%ei@ é\g é
) & é% VO &
I. MATER]@AND M&T%O]@? L S ¢ &
RN I S
A A T S
A. MATERIALS Q @ N S QX o3
. o @) @Y @ S % &’
1. Test material: &% \@’ \@ R N o O @j @
Test item: M%I 6506\ﬁ%metk@(y-sa§§aril©% \© éﬁ % ©§
Description: @h‘t y@*}ow s@ﬁd @\ @% §9 @Q .
Lot/Batch #: @Batch@%de: BCS- %710&01- @ N
Oigin Bafch N@COB@ 59 &S
Purity: << 99.7‘V%¥/w AN @° ¢ QO
~ N O S @ SN L9 2
e QO N O Q Q
2. Vebhicle and/or positive A\ % § @ ©@% NS
control: N {7 SEES; é o\@
3. Test system:Y N
Soil: @I]@ 6\ & 1 @ll ?&%
S @,@ ioleg ao y@ ive
Sourc% RING
o\ &9
A @
Water conte ol :
pH: %
Total O®@C

Clay &5 0.002 mm): R s N
sn@@ mm >0902 &):\333"/&@ S
Sand (> O.O63§.00®1):&}@’ 582% @@\

@
4. Envir@nta\&ﬁn(ﬁﬁs: § @Q
Tempg tureé\a © %, 189C-22°C
@ SN
Lngl@: % In the dark
(SN _
ééﬂ pHS S 7.0-7.1

QWat ontent: @ 53% - 54% of WHCmax
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B. STUDY DESIGN

1. Experimental treatments

MKH6561-methoxy-saccharin was tested at two treatment concentrations of 0.093 mg MKH6561- &° &
methoxy-saccharin/kg dry soil (corresponding to the maximum annual application rate of the paren N
compound propoxycarbazone-sodium) and 0.467 mg MKH6561-methoxy- saccha&]/kg dry soil @ v
(corresponding to 5 times the maximum annual application rate of the parent co@ound @
propoxycarbazone-sodium) using 3 replicates each with 400 g soil dry weight. T addition egam@
control (deionised water) was tested. The test concentrations were achieved 1%5 preparing &3 a%ck@ﬁutlm@

(12 mg test item and 250 mL deionised water) and mixing gppropriate amél\}ﬁts of the s@‘g}k émlon n@@

the soil. To determine the activity of soil microflora, treatéd and untreate@soils were ifi¢uba &@
plastic boxes. The boxes were covered by perforated lidg. To stimulatéQitrogen tra rm@n, %@oil%(@
was amended with lucerne meal (0.5%) as a nitrogen %@ﬁrce at the tigye of prepar&t@n

N @@ Q ) @
2. Observations > \ 6\ W
Soil samples were taken from each treatment g@ p w@n 6 @%I'S a&er a p&a‘uo nd on%ay t0\\174 and
28 after application. Nitrogen content was determingd-by e@ctl @llth KCl-s O@flon &’
subsequent determination with a Dionex | OONon clﬁ@mat nt of cach 6 wag D
calculated from the soil extracts and the $pil (m@ral genig nte@ he’ we@ checRed at
each sampling date for one replicate 0f@<§ch f&atme§gro \The wa on S0 ch@ked at

h li t t 1 9

each sampling date and evaporated watcr wagteplace 6&, \ @ @@@ @@ \%
3. Statistical calculations @ «:5@ @ @ @ & S @

Data for the soil nitrogen conteé% Were\esw@for normallty%nd %ogeﬁﬁlty %%Varlan@ using the R/S-
Test (0. = 0.05) and Levene's test (% %@e ively @he Stu es‘t§ rwisécomparison, two
d an&contr valuéss Th

sided, o = 0.05) was used far’co arison@f tre§ l-gused to perform the
statistical analysis was ToxRat Rrofessignal, ‘@rswrgﬁlo O@@ ’[@%;Ratggolutlo\ bH.
T e S §a ORERY
@ s .9 Q @ @
S @ S YN O P e o
SN K RESULTS AND,DISCLSSION®
& L& OO g @
TN R SO S
A. FEIRDINGS & SRS, @ @
IS & &S S
Table 8.5-3 Effect % MK%H%ﬂz%netho@ accharin % Soil &ﬁrogen Transformation in a Loamy Sand

SOll @

% ﬁ\IO itrggén F Y%iatlo ate / kg soil dry weight per day) *
o
@ @ontél» ~ § "\ N\ MKH6561 -methoxy-saccharin
N ~ @ % 0. O@mg M&H6561-methoxy- | 0.467 mg MKH6561-methoxy-
@ 9 Q Z @ sac«sﬁ%”rln/kg soil dw saccharin/kg soil dw
! N N i .
Interval_ N1{§;§e N @na}m@; (@ Nitg\fJe.N Deviation ® Nitrate-N Deviation ®
AN ap 2 Q mation Formation
Day 0 -7 @ 041 N | & -0.69¢ -268.29 -0.86* -309.76
Day7-14 |Q 33 N | 285 -19.03 275 21.88
Day 14-285 " O 8 S 1.24 14.81 1.29 19.44

4 related t(@mce \) e 1nt als
9% de <?:gtlon ta ntr%§

stimulatin

positdy Val

negative

Q .
een samplings

g@fect

es = inhibitory effect
dw = dry weight

* statistically significant different from control (Student t-test; o = 0.05)
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B. OBSERVATIONS

The soil nitrate content and differences in the soil nitrate formation rate deviated less than 25% from the
control for both rates after 28 days.

s
The validity criteria according to the guideline OECD 216 were fulfilled as the coefficient of vari § f
the control group was < 15% and the reference item sodium chloride caused effec@ above 25% ¢ 011
<
nitrogen turnover. N

@ N
S & & &
III. CONCLUSIONS & %\ N
N @ QNS %@ @
After 28 days of exposure, MKH 6561-methoxy-sacchagin had no i above 25%, @ @ty of30il C&
microflora (nitrogen transformation) when applied up%@a concentrg of 0.467 @/k soil dry-yeightz
N
& R @
L &N w @\ =~ S
CA 8.6 Effects on terrestrial non-tar%t hig@ pl&ﬁs x% 'S S
v @y AN
S & @Q o o & &
CA 8.6.1 Summary of screening data % § N @

\
According to the data requirements for & O@Ctl ?rod&‘ scr@nmg@ta s on]@be reqyjred for
plant protection products other than t exl& itingQerbi or ulat ctlv%y Since

propoxycarbazone-sodium is an her@elde s@eenm} dagﬁoﬁ’e nc&onsu@red ssa@ w\g

Information on herbicidal actlvf da@é’rent m@i[abd§ s 0 ffopo arbazone s 1::@ as subrmtted
during the first Annex I inclusten, d&e monstrating that in pre- andgost eqietgenes greenhouse trials

metabolites of propoxycarb@)ne h&ye no @n;gg\t herbi¢idal activitRagajjist grassé and dicot weeds.
For details please refer to report %CA 3(%) 6%02 %&hn@@oss@gﬁ?—m% S—M, 1999, M-

022213-01-1). ‘”\g @ % @ N S & N

o S & RN

@ & » § S L e
S NN S @ X

CA 8.6.2 Tesgng on\ on-tﬁrget;gglant% & @ %,
d eyl h tl@ epre§

Studies on non-@rget nts%@e bect conucte tativg formulation ATTRIBUT SG70
(tested as MKH 6561 WG 70 \ é,(;\f
A summa@@f all avalla@rele@@i @omphant d@ 1S pi@senteé%m the table below.

N
Table 8.6 1 Effee@\f AT@UB@ SG76n ta@esmmon-méget higher plants

@@ % é‘p @7 N @ EU agreed

Test e S N endpoint
compound @t or@lsm 8 Stu,d)@ype\ D oo @) Eg@‘mt References (SANCO/4067/

L @ K @ i, 2001-final)

é@ Terrestri @on Q cedl é §
MKH 656 @fn | cmergence; Y low ERso 1.57 g a.s./ha
target plants; < . @ - En Yes
W({?ﬁ 10 s%,écie Q> TQ@Q dogg) 6@ canola (dry weight) (1999)

. Gespopse

@ 108843-1
@estrfa%ﬁon DVeggnatne 12 M-021505-02-1
MKH 6561 . vigour; @ | lowest ERsp 1.55 g a.s./ha
target ﬁlant . Q . KCA 8.6.2 /01 Yes
WG70 ¢ Roeci gﬁr 2 do for canola (shoot height)
& © O Tesponse
MKH gm S @ «]" Seedling N -
WGIUAE ¢ | emergence | pR (SE) >7.5gas/h 2004
0298618 00}’ Canola D& | pp (vv) S 2(00992‘ New
WG7 'C)Q Vegetative 0 (VV) = gas/ha
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EU agreed
Test Test organism Study type Endpoint References endpoint
compound g yhyp P (SANCO/4067/
20017%@51) S
MEKH 6561 Tier 2 dose KCA 8.6.2 /02 @\ @%j
32587601 éAO% response ERso (SE) > 7.5 ga.s./ha @b &@ ©)
WGT0 ERso (VV) >7.5 g a.s./ha @’ \Q
A104) )

Studies shaded in grey have been reviewed as part of the first EU@mew of prop » ycarbazone s@ um iﬁBas
@ 5

Dossier for the active substance P-010245-01). Other studle are part of tl@ upplement 0SS
2
02). @ &
&

For information on studies already evaluated duri

medium and to the Monograph.

To demonstrate technical equivalence afteﬁz\gﬁinge\o s éeg@fzpca

was designed to compare the effects of t

seedling emergence and vegetative Vi@ tesf
to

b

ewzﬁdth

¢ first EUgeview @prop@ycar@zone@odlu@
24{?@1 inclirded

@’b

act16§
to tlsw mo

&

e niest senSisive

i

please refer to corresponding section in the Baseline Dossier P

Q @

o

d spec 1ca®n

, @59
C 1
tw@form

he

@@ the gk@wd&g ata

0oz
ubstance a@év SH

\\\

nsitiye spedes in a

201-1)2As

nse&@ of

rmfdations of

canola (Brassica rapa) was determing
i et al. (1999, 108843-1, M¥021505-02-13, the phytotoxieity to@an
MKH 6561 70 WG containing eiffier th&weld or fie n pec@catl s'of th&icti bstance was
determined. There was no dlff$ce 1n\the bidlogical impac of t @A 0@861 00 WEJ0 A103 & AE
0298618 00 WG70 A104 fo ulati éﬂola @ all e@luated en ts in & pre-@mergent and post-
emergent exposure scenariq, 1nd %‘ung tl@t the c1ﬁegt10n nge Qgﬁter icity. The test
resulted in ECso values greater @ th@glghe‘estephc@on me of 7.5 ga. stha.
It is therefore conside appr@rla basgthe r@ss ent in I&%ument M-CP, Section
10, Point CP 10.6 oﬁ cu@ent E@gnd@@lts for ee@ en&@@gence and yggetative vigour as worst case

N SN
approach. N N NS @ L

v > e

The new study @as n@@%ubrm;@ed forQw first Am@t I in¢lusion@nd is ferefore submitted within this
Supplementa¥Dossier P- %0245&@for @yearb@zon@odlu »Renewal of Approval and

NS
summari elow. O @© 4, § . ©© N \@
Annex point § R A%thmﬁ \%ar 6@’ Study %‘\ktle
CA 8.6.2 /02 M.b@ 2004 é*l"itle@f@ler II Seedling Emergence and Vegetative
Q@ @© CVS \ N Vigor Nontarget Phytotoxicity Study on
@& QQ 9 @© Canola Using 2 Formulations of
% L N) L, 9 ko Propoxycarbazone-sodium WG70
@7 °\@ Q N &@ @ Company: Bayer CropScience AG, Germany
%, § @ s Q@ @ Study No: 200994
S ¥ o «O | Edition No: M-059849-01-1
&@ % » N Q Date: March 19, 2004
@ § v b@ GLP: yes
S m@ O § S not published
)
Guldehk)g? § @ § USEPA, FIFRA Subdivision J, Guideline 123-2
S @@ ¥ > OECD 208 (draft)
Deviatio S none

Bayer CropScience -, Kansas
21 January 2004 — 01 March 2004

Testing Laboratory and Dates:
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Executive Summary

The seedling emergence and vegetative vigour studies were conducted with two typical end use

formulations of Propoxycarbazone-sodium WG70 (AE 0298618 00 WG70). The objective of this s@y

was to determine the effects of the two formulations on canola in a seedling emergence and vegetative @ﬁ

vigour study. The formulations consisted of a new formulation (AE 0298618 00 70 A103) & an@d

formulation (AE 0298618 00 WG70 A104). Canola was the only species testedggs this was th%most@

sensitive species determined in the previous study (- et al. (1999), 108843-1, M-0 G@)

The exposure of the two formulations consisted of a single gpplication to the, soil surface or the §8edli

emergence test and a single application to the plant canop@?he 2to4 t@ leaf stage @1 thevegetatg @

vigour test. Q @ § Y &
@ & S Q& «

The two formulated products of Propoxycarbazone-sedlium WG70 {ere a@ﬂied §.canola at the$leld . @

application rates of 0.12, 0.23, 0.47, 0.94, 1.9, 3.8&uxd 7.5 g a.s.fha. Acc@trol gr p@ als@ncl%@d in

the study design. é @@° %Q@j &% %@’ @ N

The seedling emergence test with two formykations @ﬂpror@(ycar@zone @dl on ca@%la ﬁ@ed ify,

ECso values greater than the highest tested%p dtion rateof 18828 Th was no diffeérenc o the

biological impact of the AE 0298618 00 70@ 03 &AE, 0&9861 fo@wla‘u ~

canola for all evaluated endpoints in a g%gent P mepgent exfosurescena
e e s
@

R @ Q) Q @? \%
@ MATE@IAI@@ANT@ ps & O &
N § g S °\@ . @
A. MATERIALS ¢ O @© §@ N . § & \5@
1. Test material: @ o 6 6@ o § . N §
é% (g @F rmgylation1: §9\ & é\
Test item: § é ﬁxy%rbaz ?@sod' ; water dls@rmble granule; 70%
Descrip‘ao@Q ©\ & Beige @nule N e R
cOdeNo© @J@ © ©AEO 8@1@)0 0 AT3 %@

Batcflz&%)o g}g @9 @%ﬁ 9@ 43@(@ Q@ \@’
A&Jytlcal contef®) \@ %7 .6 N % o\©

§§3 RS Fog@ula@@n 2:& @Q
© @ @ poxi%ﬁrba@ne so@um water dispersible granule; 70%

Test item:
Descripf@@: @© @ \\Bm e ranuLes
CodeNo.: & § @-u 6@% o&@mo A104
Batéh No.: @Qj R Pl 24@9/03
Awalytical content: @ 69 /
N > @
e > & @
2. Vehic@d/onﬁ@sng\g@ <
contr n/
. N TR
& &, & &
"y N
3. t sys

Q@pecgg@ @ @ Canola
S(@e: The canola seeds were obtained from _,

Maine on 19 June 2002. Seeds were not treated with fungicides,
insecticides, or repellents prior to test initiation. Seeds were stored
under dark conditions in a freezer prior to use.
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Soil The soil used for this study was a mixture of a natural topsoil and
sand collected from Johnson County Top Soil and Landscape

Materials, -, KS.

& &
. . N
4. Environmental conditions: S @® S
Temperature: 21.9 to0 25.9% (seedling emergence test)@;Q A S B
20.5 to 23.4% (vegetative vigour test)% § @@\ )
Humidity: 21.9 to 67.9% (seedlifig emergencede @\\s?t) AR N
s N @ @
39.1 t0 69.0% (Veg%we vigourggst) O Q
KR v & & S
Light regime: 12 h light / 12 h@fs dark & é\a Q © @@}
Soil pH: 6.4 R o $ & O
\% L@ b @ D 2 ¢
B. STUDY DESIGN NN YO Y
LT T A
1. Experimental treatments > @ K IS Q @7 @&

The phytotoxicity of two formulations of &%po&&lrbam\ne s%@llm Wi O ofttangta was evaluaté&in a
seedling emergence and vegetative viggu/study>Test.p ots ¢ ic (10®cm
diameter x 12 cm height) with bottorn@r e@l’ es %?ts test&611 and.seeds were
planted to a suitable depth for cano%Each % COH%IH a sta@ﬁh ciesstudy sirmbefand replicate
number. The seeds for the seedli pla@i the day pripr to gpray apﬁhcatlon The

seeds for the vegetative Vigour@ y were p %ted fm@’wee@ prlo spg%y apph@tlon@ achieve the

desired leaf stage. *o
g . & @ o @@ @
Both propoxycarbazone-sodium rmulat%ns @W G70 Al()ﬁ A 298618 00 WG70
A104) were applied at tlie trea %ﬁ of 0 94 .9, 38, andJ.5'g a.s./ha. A control
group was also includggin the stud e51 ol he @ons Nere apﬂ@ed at the soil surface for the
seedling emergencesst ar@to S@RC gs@ th two to feur taf s@ge fofhe vegetative vigour test.
Treatment rates 1n@oth ls we‘%e app;&ed at (%prox@tely 39 GP {gallory per acre) equivalent to
281 L/ha. @
@ v\g o\@ N @) %@
2. Observatidns %@ % (S v @ @’
& & & O
The stud@dpomts fmél»e se@mg enierg testQuere é@aluate@on Day 7, Day 14, and Day 21
following spray app 1on 01nt@valu:gt}d orixthese s&l\cly days were the number of emerged
seedlings, number eed n 1V1ngg>nd &%’totox@ﬁy afieach replicate. Plants were excised at the
soil surface on Da h@@id weig éﬁ rm1@§on

The study e pomts for the@»ege e vi r te aluated on Day 7, Day 14, and Day 21 following
spray appligation. The e 01nt alu ese y days were the number of surviving plants and
the phytotexicity of eal rephc nts w exe@d at the soil surface on Day 21 for plant height and

wel ghtz(ijetermmatlo% @
"\ Q @

)
Plant height and @gight dete atlo ere@iformed by the same method for the seedling emergence
and vegetativ @our %ﬁs t sthQ height'was measured by extending cut seedlings to their maximum
length and reéording, Plan W 1ght erformed by placing all replicate plants within labelled

alumlnlum @s Tl”@plere placed in a drying oven and allowed to dry for at least 48 hours at

approx1m§§el Pl %nt dry Q elght measurements were determined to the nearest 0.1 mg using an
electromc bal

Test tem ture relative humldlty, and light intensity were recorded once per hour.
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3. Statistical calculations

Regression models used to estimate ECx values (i.e. EC2s and ECso) with 95% confidence intervals were
calculated based on the nature of the data. Continuous data such as plant height and dry weight were
calculated by the four-parameter logistic or the cumulative normal models. The two models are fit 6
least squares regression techniques. Binary data such as emergence and survival were calculated@ the @ﬁ
probit method. >

> N

The no observed effect concentration (NOEC) and lowest observed effect co entratlon ( ‘i‘l C) @e
identified using hypothesis testing methodology. All Day 21, data were subyep dtoa Sh@g o-Wik’s 7&&?
1§

to assess departures from a normal distribution and a Lev Test to d@mme homogeneit }var@ﬁc @
To assess treatment effects for homoscedastic and normally distributed@ta, a Dunne@’'s O@y @alym@
of variance (ANOVA) and multiple means comparlsor@rocedure forgqual rephca@ﬂwas Wed t©®

determine those exposure concentrations exhlbltln%e’§ponses mgm@ant%dlffet (P &O 05) @an t]@

1
control group. \ %@@ R
Statistical analyses were performed using SASé&Proc@ure %LIN r51 Q) 12) @tatglcal saftware for
personal computers. % @ @&
NN \\ @ @ <O S & S
@ < &

@
. <RE %@TS@ND@CU 10 @9 SIS
© % BN %S §9 @ 9

s
A.  FINDINGS R e o @ § @ SHEERN

e .~ vV FH TS YE s
The nominal propoxycarbazoﬁ%usodq%m co@traﬁ@ns qucach f&rmulfaf%)n w@@ 0 (%)n©trol) 0.43, 0.82,
1.7,3.3, 6.8, 13.5, and 26.7 fag/L. © @ Y %
The propoxycarbazone- soﬁum c%zcentratlons the, @dl e ence s’f&dy were 0, 0.42, 0.83, 1.60,
3.14,6.19,11.7, and 2 8 00WG7@A103formutation representing a range
of 87 to 101% of nomé@al. The pro one@odl %Con ntratiofis in th&seedhng emergence study
were 0, 0.42, 0.83,§ @ 6.54, 6‘:@nd ’ﬁ /Lé@ the A 02@18 00 WG70 A104

gentinga rangéof 93to 101%@‘ n@{nmal

formulation repres
The propoxycatbgzonessodiurfdconcéntration 1ve our § udy were 0, 0.42, 0.76, 1.53,
2.95,5.84, 1 , and 97 m% s./lefor th AE *‘ formulatlon representing a range

of 86 to 97 of nominal “Fhe @b zon od m coQs ntr i6hs in the vegetative vigour study
were 0, ,0.85,1 65&933 23.9 1@ a.s. /“La or tl@AE 0298618 00 WG70 A104

formulatlon represer@ a r&}e 0@9 to 104% Q@omn{gﬂ Q\

The seedling emer@nce %t Wi two ul{uons afprop carbazone sodium on canola resulted in

ECys and EC5 ues ater (ran thg 1g es pp ication rate of 7.5 g a.s./ha. Study endpoints
determined EC 0 7 5@ H). > g a.s./ha.
The Vege‘@ vigour test with 4@ AE 6<> 0 A103 & AE 0298618 00 WG70 A104

s of

formulatiéas resulted indry wet t Cysva g a.s./ha and 5.7 g a.s./ha, respectively. The
vegetatiye vigour tes{ With fon@t at1 \u oxycarbazone sodium on canola resulted in ECsg
values'greater than the hlg@st te@d applic atl ate of 7.5 g a.s./ha. However, extrapolation estimates of
coefficients for cagdla dry weight d inedECsp values of 8.1 g a.s./ha for AE 0298618 00 WG70 A103
and 8.4 g a.s./haor A§§629 7 04. The most sensitive endpoint was dry weight with a
NOEC of 1. 9@ @and EgofSas/ha

Table 8. 6@ h ects fAE@SGIS 00 WG70 A103 & AE 0298618 00 WG70 A104 in a seedling emergence
& st with’canéla

F ©
Q § Seedling emergence test
@ AE 0298618 00 WG70 A103

Growth endpoints ECas (£ 95% CL) ECso (£ 95% CL) LOEC NOEC
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[g a.s./ha] [g a.s./ha] [g a.s./ha] [g a.s./ha]
Plant length >17.5 >17.5 >17.5 7.5
Plant dry weight >75 >75 >75 158 &
AE 0298618 00 WG70 A104 5 @& g
Plant length >75 >75 >75 & s S
Plant dry weight >75 >75 >175 NQ ESER
% @ =
@ & S
Table 8.6-3 Effects of AE 0298618 00 WG70 A103 & AE0298618 00 Q'- 70 A104 in @?egec@ve vgég@ir o
test with canola & ® (\@ \J@ @)

&%etative vigoty tes{%)o f$@ § & {\@
Ku 0298618 0@%;\7(;70\@03 N \U 2 @@

Growth endpoints | ECas (+ 95% CL) ECat: 9s%CL) | & "LOE S S NOEC

[ a.s./ha] e agfha] @ Q@ ¢ a&ha] | O reedmar
Plant length 6.69(6.10107.29) |« ¥ N N &6 750 R 758
Plantdry weight | 42533310517 %818 O] = 3@ & o Y
& U Am ozgﬁ\is oogvmp{\\@ffob@@ S <2
Plant length 7.30 (7.28 t0@33) 9 @27 i P &> 0 . 1S

Plant dry weight | 5.73 (4.8306.64) | O §4 9 e O g

OR2
 Values were extrapolated estlgﬁates ogoeff@nts for&nou 95@gonﬁd§§e lu@ W%%calculated
SIC ¥ .0 S
There was no dlffereﬁn th@ol§al n@act @e A&}2986@ OO&‘G70®1 03 & AE 0298618 00
ed

WG70 A104 formulafions ga canoldyor allevalua omg,@@n a &re emeggent and post-emergent
exposure scenari0© N &\ \\ AN N3 <&
SRS ) IS @
B. OBSERVATIONS ™ ¢, 8 S @ S
Seedling Q@&rgence test g}’ @’ @7 Q> Q@ N

Y
Seedling emergence gnd suryival were not@ﬁiﬁmﬂyﬁifectedgﬁi any treatment level in comparison to

the controls for eackyfx rmula ion, ytot‘mglmty servayionsfor the seedling emergence test ranged from
0to 11% and werefi??ons ed in each formulation was considered to
be random and 1@t a reU of —re@onseéfects&,nt féngth and dry weight were not significantly
affected at an@eatmgﬂt I@m c*s@par@] to @cont@ls for each formulation.

Vegetatlve@%our test @9 QQ @ @

Plant syrvival was not\@gmf ntly affecteg at an @eatment level in comparison to the controls for each
formu@\t’lon Phytototio\*fmty servations & the Yegetative vigour test included chlorosis, plant mottling,
plant stunting, and leaf curl. Th&%}lyto@xicit mean for the control, 0.12, 0.23, 0.47,0.94, 1.9, 3.8, and
7.5 g a.s./ha treatments\were ,0 6@), 5, and 40 for the AE 0298618 00 WG70 A103 formulation
and 0, 0, 0, 0,03, 1'\.and or the’AE 3298618 00 WG70 A104 formulation. The phytotoxicity
observed i %ach f@hula @onsid ed to be the result of a dose-response effect with the most
severe effge (s oc at the lfighest treatment of 7.5 a.s./ha. Plant lengths and plant dry weight were
mgmﬁcéﬁ-tly aﬁ@eted both_formulations at the 7.5 g a.s./ha treatment by Dunnett’s Test.

o T o
N

Validity'eriteria according to OECD 208 (2006) are fulfilled:

@

» seedling emergence of the control plants was 98 - 100% (should be at least 70%)
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» the seedlings did not exhibit visible phytotoxic effects
* the mean survival of emerged control seedlings was 100% (should be at least 90% for the duration

of the study) o
& &

N

III. CONCLUSIONS @b &@Q S
@ &
The seedling emergence test with two formulations of propoxycarbazone-sodium on cano]@sul m ¢
ECso values greater than the highest tested application rate pf.7.5 g a.s./ha,“Fhere was nd<difference in
biological impact of the AE 0298618 00 WG70 A103 & 298618 00V G70 A104®h‘m®§ions (%) @
canola for all evaluated endpoints in a pre-emergent an(kpost—emergel@(posure sc&gl@rio. O @é\” &
©

@ S S >
o coraima iy & S 5 &
CA 8.7 Effects on other terrestrial organisms (ﬂora@ld f%&?la) @& 6\ b %@ Q
No studies on other terrestrial organisms were @@essa@ @% N S >
o oF S

@
CA 8.8 Effect on biological metho@fors}ewa{gt %}%mt% @ @j @
n§ for

A summary of all available relevant and @}mp a} datd%n hlo%glca@neth&aﬁ for ag@aeat
propoxycarbazone-sodium is presente@ thK le W, @ @, @

N @
Table 8.8-1 Effects of propoxycag)azo@-sodlﬁ@l on Bivlogi met&@s fog\@wag&@'eatmmt
@@ S v @Q 2 © @K EU agreed
. L5 S &) endpoint
Test item Study deSl%l @-dp@ @ @fer%ge y\?@ (SANCO/4067/
S S N S Q 2001-final)
SHREE S
Propoxy- é\’ o8 @ih\a N %\ 7Y N/OL %) Evaluated during
carbazone- Activa@slud%e, 3h % E \f. OGE mg/kY @ the first EU
sodium N) N v \ NS 1\&00602@)1 -L '
R S . @KCAKR /01 review
Studies shaded i y h Vlew 05 thesirst E@revie@f pr%oxycarbazone-sodium (in Baseline
Dossier for the actlv@bsta’fme P- %1024 Ra%’ @ S S
o\@ Ko > @ @ v
S Eo SN <Y
For information on st 1es already eyaluat %urmg%e first EUgeview of propoxycarbazone-sodium,
please refer to corre ndm&se(@ in thg Basejjrie D 1erlé 0245-01 included on the provided data
medium and to the@¥onggigph @5\9 Y & o
o O & .9 & . o o
Q 0O JO S & D
B X & o
CA 8.9 Monitori % ta s @'jf -
No monitéring data are@vallab@ N &@ ©\
> S S L® & &
A . @ &@\ O
C &S 8
&3 o
% Q
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