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CAS TOXICOLOGICAL AND METABOLISM STUDIES ON THE ACTIVE

SUBSTANCE

This document provides detailed summaries of new toxicological studies which were not available at
the time of the first EU review of amidosulfuron and were therefore not evaluated for the Annex I
inclusion of this active substance. Existing studies already submitted for the firsg EU review are found
evaluated in the Draft assessment report (DAR) or its Addenda; in the present@ocument these studies
are therefore only briefly referenced, marked in grey shade. In exemptiqn%om is, upan specific
request by the RMS expressed at the pre-application meeting, studies that@e beéwy Submitied asé@rt
of the confirmatory data post Annex I are summarised and discusse Gis ‘ninfor ation?, even
though they have undergone review for the EU by former RMS<AGES-«Austriadan ar&aund
summarised in the ‘Addendum to monograph prepared in tl@ ontext of postxAnne @Jroceaﬁre (new
Annex II data)’, December 2010 (rev. 1 Feb. 2011) and,are r@cted&{} the ated%@% List of
Endpoints of December 2010. CEEN N D 9 o
s § S &
Complete reports to all studies are included in the l@tronissi providédby Bdger Cr@cience.
The numbering and the headlines correspond to 1a@ EU\fwuirem%s. S @ @

A
. . S S Y
For transparent overall data interpretation a sk asme@ﬂkey &1@p01ntsé@érlve®rom both old
and new studies are listed in overview es, where ag@ icable. “For @y diggrimination, new

information is printed black, whilst existil&g\info tion ie

at@iﬂ %r%@adec@ont.

@ 9
SN
CAS1 Studies on absorp@on@stribgﬁon, @aho@ ang@(cretion in mammals

The absorption, distribution Gi%%{ldin @lood%and p]@ma kingtics) n%tabolism and excretion of
amidosulfuron was investigated in @r rat®usingworal doses of 00 and 500 mg/kg bw, oral
uptake from diet at a nomi concéatration‘ef 10006 ppm. a ano{l avenous low dose of 10 mg/kg
bw. The ADME charactef@tics win@epeat%l oral dosing &Q}'adiolabelled amidosulfuron were
investigated using the @ate @10 m@g bwThe cule,Was radiolabelled on position 2 of the
pyrimidine ring. The 1iig aboli‘t{épatte@ was investig in %@, blood, urine and faeces by adequate

analytical methods.©© o %@ < &Q §

The test substarfce was\r%idlorbeﬁyand r@giﬂy excreted in rats following oral administration.
Radioactivitya®® majathorgans was 1 seve&days post dose. Elimination via urine ranged between
79.5 and 84. %% ofthg adminy tere@adiqa(@vity after single oral low dose and 87.2 to 90.9% of the
administered radieactivity after single o ighedose. Faecal excretion was 10.7 to 13.2% (oral low
dose) and 5 to % (ora@h de@e . Theymain pdpt of the radioactivity was eliminated within 24 hours
and eliminatiofpwas né&rly cofaplete in the study duration. Based on mean values from the urinary
plus cage wash resylts’for the singlg’dral 10&0 and 500 mg/kg test groups the oral absorption levels
were ca 87% for@he maley and @ 89% for the females. The results from the repeated oral dosing
showe imilafexcretion patte wit@ost of the radioactivity being excreted via the urine within
the fifgt24 hogys aftemultiplé dosing
S )

The levels Bf ra activity, distribk\ted in the tissues were found to be very low for both male and
female rats f ing s@gle | administration at all dose levels (10, 100 and 500 mg/kg body
weight). The results showed mean concentrations that ranged between 0.001 - 0.004 pg equivalents/g
for the low dose @ y and 0.01 - 0.59 pug equivalents/g at the high dose level. The levels of
radioactivity following intravenous administration and oral administration at 10 mg/kg were very
similar thus, after intravenous administration the concentration mean values in tissues also ranged
between 0.001 -0.004 ug equivalents/g. The multiple dosing did not have any impact on the tissue
disposition of amidosulfuron. Thus, all radioactive residues were cleared during the depuration phase
(eight days after the last of the 14 daily oral administrations) leaving only low levels in cardiac blood,
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plasma, subcutaneous fat, kidneys and residual carcass for male and/or female rats. All other tissues
presented non-detectable levels.

The pharmacokinetics of amidosulfuron in the plasma of rats indicated a biphasic elimination with a
fast initial elimination (half-lives ranged between 1 and 2 hours) in which the main part of the
radioactivity was excreted and a second slow elimination of a minor part of theGadioactivity (>95% -
24 hours). Maximum plasma concentrations of 809.3 + 189.8 and 877.2 £ 2 g equivalents/g were
attained 0.45 £ 0.11 and 1.0 % 0 hours after single oral administration of 50Q tg/kgsbw to ale &%d
male rats, respectively. After a single oral administration of 10 mg/kg b¥pla concetitratiogg,“of
29.2+7.1 and 57.9 + 2.5 pg equivalents/g in male and female rats respegiively @@urred:%% 0.80%,0.74
and 0.30 + 0.11 hours after dosing. D & BN é N
AN R
@ o LS

In the rat metabolism studies the major part of ‘fj@?ﬂdiga(@vity &60% d®'the inistered
radioactivity) was excreted as parent compound. Anfidosulfuton W@Kmet \ﬁsed i rats sy’ O-
demethylation on the pyrimidine ring leading to AE 1630¢ayhich was excrelyd in&ne andvaeces.
The results from the repeated oral dosing showed tha theomgl)tiple i not have an pact on

&8ing did
the metabolic pathway. Hence, 24 hours afté@ 14 Q%\ﬂy oral administratidas, th @nchanged
amidosulfuron was the main metabolite elimi%ed in gxereta ple@ad thgxthain me bolic route
was the O-demethylation of amidosulfuron ' ng t F1@}630, Sathich gas also ?%@reted in urine

and faeces. No breakdown of the sulfonylureaBridge was o$rve after si or multiple dosing.
Hydroxylation of the parent compound as ideafified tg,de a%ﬁor pathway @f metabolism. The
corresponding metabolite (ring hydroxsdated amidosulfuron) wés fo@gﬁ in ugile only and with less
than 1% of administered radioactivit rthegpore, i%one m@bolis& udy ¢hi¢ sulphate conjugate of
hydroxylated amidosulfuron has beew/deteeted. S Q) <,

Overall the studies showed no sigpifica idifferehiee in the’ met b@lic p@ﬁﬁle between sexes or dose
levels. The proposed metabolic"p@th rat ig given iﬁgﬁgure@ -1.

Figure 5.1-1:  Proposed m@b way@midhéu%furor@n the rit®
c Q N
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CAS.1.1 Absorption, distribution, metabolism and excretion by oral exposure
Report: KCA 5.1.1/01 | . ; 1988; M-124446-01-1
Title: Hoe 075032-14-C Metabolism and Pharmacokinetics in Male and Female Rats after a
Single Oral Administration of 10mg/kg Body weight
Report No.: A41330 @(%)
Document No.: M-124446-01-1 & . o
Guideline(s): USEPA (=EPA): § 85-1 N
Guideline deviation(s):  -- @@ %@ O @@
GLP/GEP: no @ ] &% §
A S
Report: kca 5.1 U0 . 1988; M- 121@ 01 § N N L © 'Y
Title: Hoe 075032-14-C Metabolism and Pl%@nacol@)\,ms 1% Mhale dl“@emdl@\l}dts after a
Single Oral Administration of 100 @ g Bt’)@/ elig%g ©\ Q@ %, o
Report No.: A39717 %, @ @ ® Q
Document No.: M-121292-01-1 Q < @ @ @) @
Guideline(s): - S KON Q & @ @
Guideline deviation(s):  -- Q N ‘N g S @
GLP/GEP: yes Ko § é}g Q @ &
NS @ % S @@
Report: KCA 5.1.1/03 ; 1989; 459&01-1
Title: Hoe 075032-14-C Nie aboli P@ naco@s tics }:K\Ly%fdle a@yFemale Rats after a
Single Oral Admits «/kg B&y weid 9
Report No.: A41501 @ N, @@
Document No.: M-124590-01¢} o ) &f}@ § @\ @)
Guideline(s): USEPA ( ém\ w@\l N < QO N
Guideline deviation(s): @) N S
GLP/GEP: , § S %@ N S
Qo &
Report: : M-138678-01<
Title: S:2 in ragpfollowsgg dingle oral administration of test
Obsta t< 00 1 g-1b &x&el(rht
Report No.: ©A48996 & ‘:\a Q™ @

Document No.: ©© M-138078 & @ %Q
Guideline(s): PA (=gaPN): §
Guideline dulq,tlc@s) °§

GLP/GEP:
S
A ©©

Report: N KCA 5.
Title: S (\~ 1do
Report No.: % @‘ 028

Document % S M 15171-0
Guideline( § EEC

TS 8¢ 485
Guideli %@ 1ation s) @ @
GLP/$P @yes @ \
Report: % % 5 1. 19%6\_ 1989; M-125121-01-1
Title: § 2-14-C Metabolism and pharmacokinetics in male rats following oral
%ddmlmstrdnon of test substance at a concentration of 10,000 ppm in food
Report No.: L YA42082
Document No.: @ M-125121-01-1
Guideline(s): USEPA (=EPA): § 85-1

Guideline deviation(s):  --
GLP/GEP: yes

J
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Report: KCA 5.1.1/07 R ; 2015; M-504340-02-1

Title: [Pyrimidyl-2-14Clamidosulfuron: Metabolic stability and profiling in liver
microsomes from rats and humans for inter-species comparison

Report No.: EnSa-14-0235

Document No.: M-504340-02-1

Guideline(s): Regulation (EC) No 1107/2009 amended by the Commission %gulation (EU) No.
283/2013 (Europe) @
US EPA OCSPP Not Applicable & o

Guideline deviation(s):  not specified § @ é %

GLP/GEP: yes QN %, @

@ .0 N D

According to the new data requirements (Commission reg@‘tion (BU) °Y83/2®\3), ar 7 Vvitro
metabolism study was performed and is summarised below, @ § BN

@ O
Materials and Methods @ K X
The comparative metabolism of [pyrimidine—?é‘\‘(l] a@sul ron (@ lﬁig@ was
i ixe m

investigated in animal in-vitro systems by incubatiqg the. ten& ith liver migrosomes male
Wistar rats (RLM) and humans (HLM) in the p@enc@? NABPH cofactor$ 10 test item

concentration was chosen in order to have enough ple @teria r poggible identification of
metabolites by chromatographic or spectrosc metf@ s. Thigsampling times Were@j and 1 hour
after test start. The metabolic activity @ 1Croso as.demonsgrated by “determining 6f3-

hydroxy-testosterone that was formed &ﬁrom ostergn by@estost%gpne %@wdroxylase. This
biochemical reaction is well known for@ CY&A mlcf‘z&somqig zyn@ IS

The test duration of 1 hour for the te@tD itentwas corm?ere @reas@ble belduse positive results were
obtained from the enzymatic régction Testosterone to hydroxy- ‘m@%sterone already after 10

minutes. Samples were analyzed f ]@’vmg §oteln @emplt@n b@reversed phase HPLC with
radiochemical detection (HPLC-RA 2

N @ \
Result S =)
e roc @ K@Qmeas?d inb ] O

o g

The recovery of radioactivity oth mi€yosomé jncubations and amounted to >95.0%

for the 0.5 and 1 hogmples X O @
The results of the t & C- al%"su@ demo trathat the test item was highly stable after
incubation with RLM an. ]\% @ N

No metabolites were d ecteder u@m‘uon’f 14C@mldosulfur0n with HLM and RLM during
0.5and 1 };@ leadig to the co r@1% %t ph metabolism enzymes are unlikely to play a
significant role 1n@e biotransfo amldosulfuron in rat and human liver microsomes.
Consequently, #Q dlffe‘isepces @h re&@ct toe metabolic pattern were found in both in-vitro
systems. @%\7 @

(f@ @
Conclusmrb K ® o\
Overal e resal " su gest tha@phas ", metabolism is not involved in the biotransformation of
annd@lro B ethy rat d hu iver microsomes. Consequently, no differences with respect
to the eta pat weréZdound 1®ooth in-vitro systems.
§\

§©@
3
&
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CAS5.1.2 Absorption, distribution, metabolism and excretion by other routes

Studies submitted and evaluated for the first inclusion of amidosulfuron on Annex I:

KCA 5.1.2/01 | . ; 1990; M-127312-01-1

@@)
o % o &
M-127312-01-1 Q\ @ Q 9
SN @
5 RS TR
: Q %
SN

xS X
CA 5.2 Acute toxicity é\ﬂ 1 @@ ¢ N
@ﬁlon It 1s

The acute toxicity of amidosulfuron is very low @: oraINlern;alQ%nd inhiadativesadmini
non-irritating to the rabbit skin and only slightly to the rabb;geye The maxizhization test

according to Magnusson and Kligman did no@ow a senatlk@’fect o@mld 1furon.

S

g

Classification: \ R
No classification and labelling is propo or an@osul&g‘n re@mg{o\\ﬁte to;@%{y, respiratory tract

irritation, skin and eye irritation or skix QQ nsm@t on. Y
No specific target organ toxicity a s1ng@ exp&@e (S@f S@Nas gbserved in acute toxicity
\

studies.
é}’ RN

Table 5.2-1: Summary of the acute @city @&dies “ R O

TYPE OF STUDY SPEC@ @ \RESUKIS . © | N REFERENCE
& AN N
Acute oral toxicity § rat @ V L]@) > 50(@mg/k€’§gw (m, f) .
Q) & @ ; 1987; M-
o) oS & 121349-01-1
Acute oral toxicity NMl@ﬁouse% @ LD%@%OO(@/I@ bw (m, f) r-
o | .. O S 1988; M-
S @ 120196-01-1
Acute derma}@ @’ 1ster‘i‘%t O \L,DSO >§@T)O mg/kg bw ( m,f) ri
toxicity @ N o R 1987; M-
\ G 121348-02-1
Acute inhalativ% V\@ter rat@ L&0 > 1.8 mg/l air ( 4hours, r
toxicity .9 ﬁ pse only) 1988; M-
N @ @ 120198-01-1
Dermal irritation ~ © Nev@ealand@hte ‘| No dermal irritation rt'
sudy = © R@bn © @]& 1987; M-
ST o 121100-01-1
Eye irr}station@ldy yew @and \i@e Slight eye irritation ri
Ral 1987; M-
@\% E% = 121350-01-1
Dermal sensitizé%n &uinea Pif? No skin sensitization ri
(Maximisation test) 43 1991; M-
7% 120199-02-1
Dermal sensitization | Guinea Pig No skin sensitization -B 2003;
(Maximisation test) M-216833-01-1

m = males, f= females
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CAS5.2.1 Oral

Studies submitted and evaluated for the first inclusion of amidosulfuron on Annex 1.

KCA 5.2.101 | . . 1057; M-121349-01-1

M-121349-01-1

M-120196-01-1 Q

CA5.2.2 D 1 O
erma <

CA5.2.3 Inhalation N
halation - o & &
Studies submié}@éd and éj@luateﬁér the;%rst inc@ion of amidosulfuron on Annex I:

N @ Q
S & K523/ . 1955; M-120198-01-1
©© Q
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CAS5.24 SKin irritation

Studies submitted and evaluated for the first inclusion of amidosulfuron on Annex 1.

KCA 5.2.4/01 | EEGEGEG<IEGEGEGEGE. 1937; M-121100-01-1

@@’@
° % o &
M-121100-01-1 S @ © 9
OIS @
@ @ @ S
@©° s \\ O | %N
SOOI S I
@Q " %} ©\ @Cf@ =
CA525  Eyeirritation & > o & & S
Studies submitted and evaluated for the first inclusidu of ami os%lfu%on on Annex % @@@

KCA 5.2.5/01*;

o\ %
o @ 8
M-121350-01-1 % @
N .
O w
AN

R
< @ &
> QO %
. &9 . @ & O\ o @ Q @
CA5.2.6 Skin sensitizatiof, < S N
o Q O & S
Studies submitted and evaluated%or the %t inclfsion ozdosﬁfumn on Annex 1.

o S IR
©© KCA g.m& ,;1991; M-120199-02-1
oo
&

\ Qyiics iy
. N
D Ry @) @
RS @M-l 99-0@@ O\@j\ %@
ION
@ O N
N A S0
K2 @@ v &
D @@ K%&szﬁ \ B: 2003; M-216833-01-1
S O gacnussovand It
A
§ @@ §)M— 33 019
Ko BN Q\
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CAS5.2.7 Phototoxicity

According to the new data requirements (Commission Regulation (EU) No. 283/2013 of 1 March
2013; Official Journal of the European Union, L 93/1, 3.4.2013), the conduct of a phototoxicity study
is required under certain conditions.

@’@

The circumstances in which a phototoxicity study, according to the new dataggulrements is required
are “where the active substance absorbs electromagnetic radiation in the<ange ?-700 is
liable to reach the eyes or light-exposed areas of the skin, either by directgonta & throu yst$

distribution. If the Ultraviolet / visible molar extinction / absorption co cient %‘[he aé%ve sug\ipance

is less than 10 L x mol™!' x cm™, no toxicity testing is required®° AN \\ @ "

@ °\
As the Ultraviolet / visible molar extinction / absorpti w\”coefﬁ@Qnt mld& uroncg “exceeds the
trigger of 10 L x mol! x cm’!, a cytotoxicity study ha&een@?yfom in vitfg usingJ ALB& 3T3
cells. & @ @ N
@ v @ @ @ &@

Report: kca 5.2.7/01 - 201@1\/{ 5@1 0T,
Title: Amidosulfuron, technical; Cytotox %n vxtr@vlth B@/c 3 3@6118 Neutral

red (NR) test during s1@aneo ad1a wit fi un 1ght
Report No.: 1693100 . Q
Document No.: M-541941-01-1
Guideline(s): Commission Regu%tlon (E@N 0. 008 @§ " te 2008

Committee for riet edlcma Products (CP?@ T Guldance on

Photosafety tesiifig, EMBA, CPI@Q’/SW 8/0@opte June 2002, into
operation in Dec 2002
OECD Gufdeline foy, estmg%f Chemicals: Gﬁgdehne%?ﬁ In vitro 3T3 NRU

phototox*mlty t§@ews§§and a ed by@e Na@lal Co-ordinators in May 2002,

appreyed by cil 20
Guideline deviation(s):  non QQ N %\Q

) N
GLP/GEP: y@ @Q @ &

S V®@@&\

Executive summar @

The study was per assess @ Xic g@entl amidosulfuron, technical. The test was
performed using ALB/ c@ é@l @d w1thE1t irradiation with artificial sunlight.

The experlme»& segforme WiCGe) e ﬁr exp@ment served as a range finding experiment
(RFE), the ré(ras the mai @Denm%gt MBS

The followin cm@ﬁratl(@ (constant dll@fon factor: 2) of the test item solved in DMSO (final
concentration O&BMS in EBg5: 1 %@V)) Swere tested in the presence and in the absence of
irradiation in beth exp ents™391, 7,84, 15.6@31.25, 62.5, 125, 250, 500 pg/mL

As solvent go@ol f e test item E congaining 1% (v/v) DMSO was used.

Chlorprom@x ¢ waused &posm ontr

One test group IIs tréated witlP'the test item was irradiated with artificial sunlight for 50 minutes
with @n\wcm UV@, resulting in d@yirradiation dose of 5 J/em> UVA. Another test group of test
item tr¢ated c&ls we@ept the dagkYor 50 minutes.

Cytotoxic @i@cts were not\gbserved after treatment of the cells with Amidosulfuron, technical, neither
in the presence in th sence%f irradiation with artificial sunlight in both experiments. Therefore,

EDso-values ofya PIF could n@p be calculated. The resulting MPE value was -0.020 and -0.018,

respectively. Conse tly, the test item is classified as not phototoxic (see chapter 3.9).

The acceptance criggta were met.

In conclusion, it can be stated that in this study and under the experimental conditions reported, the
test item amidosulfuron, technical does not possess any phototoxic potential.
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I. Materials and methods

A. Materials
1. Test material:

Identification: Amidosulfuron technical %

Batch Code: AE F075032-01-05 %@

CAS. No.: 120923-37-7 X N

" 0 >, @ O 9

Purity: 98.1% (w/w) (dose calculation was adjusted to@rity) = @

Appearance: Solid, powder, white to light fawn _ &@ o\@? &% §

Expiry Date: 04 March 2016 @6 S N %© o\%

Storage Conditions: At room temperature, protectedifrom li@ K\ o3 %y

Stability in Solvent: Stable under specified storai@ondlg\}s @7& § § & o
2. Vehicle: EBSS containing 1% (\éo DM«%(@ % &@ ©© §

” % N
3. Positive control: Chlorpromazine (S@g‘-a) dl§ved BSSQ© 73 &
§ & V&
4. Test system: 0N & @@Q % @
Cells: BALB/c 3T3 &lls clo®® @ & & @
SIS s %@ Q é@
Cell cultures: @) o @
o .9 2 § & o

Large stocks (Master Cell Stock¥af the@ALB/c%’B c31 cell lne (sumled vy |
. Berlin, Germany) are storedh in 1i nitrQgen i cell k of\Envigo CCR. The master cell

stock has been characterisedby En CCR. A werking c@stock@produced by multiplying from

the master cell stock.

Thawed stock cultures V\@ pro ted @7 + °C in@s cm’%g%tlc flasks. Seeding was done with

about 1 x 10° cells flagk m 15 mL of Dul nlrnal Essential Medium (DMEM),

supplemented w1t]‘®O % NCS. &eells u@‘mr wice weekly. The cell cultures were
a

C m@ﬁ 5 i % c@n d1 ¢ atmieSphere.

. % N
B. Study d d\thd
udy e@ané&e ods <G

Q \ @
1. Treatments: @ S @ o v Y

N
The experimentéwas pgtforme @wice., The ﬁr@xperimem served as a range finding experiment
i E).

(RFE), the se@d th% in expgriment
o\ @ ‘ @
The follov&@g co ntrat@s werg) ested\ a range finding as well as in a main experiment (each

concent%lon of @he test item wasineas in six replicates):

incubated at 37 £ 1

@'
Tablﬁﬂ%@@)ose@ @§ ©\
T AS

N ug/mL of the test item

with and withed: &9@ @81 1563 | 3125 | 625 125 | 250 | 500

irradiation
D

2. Experimental procedures

Solar Simulator:

The irradiation was performed with a Dr. Honle Sol 500 solar simulator. The filter H1 was used to
keep the UVB irradiation as low as possible. The produced wavelength of the solar simulator with the
filter was > 320 nm. Due to the heterogenous distribution of irradiation intensity the UVA intensity
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was measured for the complete area with a UV-meter. The homogeneous irradiation area was marked
and the cultures were irradiated in this area. The solar simulator was switched on about 30 minutes
prior to the start of experiment.

The absorption spectrum of the test item was determined in the range from 270-800 nm. The test item

showed an absorption maximum at 273.1 nm. @(%)
Seeding of Cultures: %
About 2 x 10* cells per well were seeded in 100 pL culture medium (tw@ate%&e was@xposé@o
artificial sun light, one was kept in the dark). % Ao

@o & \ %Q
Treatment: @ \

Approximately 24 hours after seeding the cultures were ggated V&@Ql thgi%sst ite{@he t@&tmen‘[ was
performed according to the OECD guideline as follows:@ Q 2y
the cultures were washed with EBSS é\a 43 @ S N
8 dilutions of the solved test item were tested on tw0'96- Wates %0 /@ell) @
both plates were pre-incubated for 1 hour @the (R \ %
after one hour one 96-well plate was irradiate ough'the li 1.65 @/cni J/ecm?), for
50 min, the other plate was stored fo¥30 mi the dar (temperat% °@ the RFE and
27 °C in the ME).

after irradiation the test item was f@move late§’ere wggﬁed twidge with EBSS.
fresh culture medium was add@nd the cells Véi@re 11’101@&'[6(1@%20 - é@l urs at 37 £ 1.5 °C
and 7.5 £ 0.5% CO.. (g@ @ @
Q\ @ . O
Cytotoxicity determination: S O\ @ © >

The medium was removed and<).1 rum{ree me@mm co@inin % ug Neutral Red / mL was
added to each well. The plates were feturn d® th@ fﬁeubat for a r 3 hours to allow uptake of
the vital dye into the lysos<®es o ble e\\ﬂ? Thereafter’ghe médium was removed completely and
the cells were washed h r&of a 1ut10 49% (v/v) deionised water, 50%
(v/v) ethanol and 1% (\y aceﬁ amd were adde to e WCH&O extract the dye. After an additional
approximately 10 minwutes at room tefyperatiire and axbrief agifation, the plates were transferred to a
microplate reader @a ®, Mular Vlce ftMax-Pro Enterprise (version 4.7.1)) equipped
with a 540 nm ﬁ%“r to de&ﬁr@@ﬁ? abs nce e ex@cted dye. This absorbance showed a linear
relationship Wd& e nu‘mber 0 i ells

Data Recmﬁ’ng @ & §> @’\ %

The data generagﬁbwer recordegin the@ora‘[%f raw data file. The results are presented in tabular
form, includin exper e ntal @)ups th theQest item, solvent, and positive control. Arithmetic
means * sta‘;& d de 1on we ca@id férevery test group.

The EDs Values@?e Phot@mt—F a (} (PIF), as well as the Mean Phototoxic Effect (MPE), were
calcu@usin sof@vare Phototox @”ersmn 2.0) (distributed by ZEBET, 12277 Berlin, Germany,
and ré§om r%@ed bythe O ine).

@

The PIF is deﬁnedd§the following equation:

PIF = EDso (-UV)
EDsg (+UV)

Vi %h
The EDso value ffect@] dose ‘Where only 50% of the cells survived) were determined by curve-
fitting softwar

If a chemical is only cytotoxic UV and is not cytotoxic when tested —UV, the PIF cannot be
calculated, although this result indicates a phototoxic potential. In such cases, a > PIF value can be
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calculated if the (-UV) cytotoxicity test is performed up to the highest test concentration (Cmax) and
this value is used for calculation of the > PIF:

> plF = CnoCV)

EDso (+UV)
9
Since the > PIF is not an exact numerical value, no biostatistical procedure ¢ @e apphed to determine
the optimum cut-off. Consequently, the classification rule as follows: If mgga > PIR\can %@btang%d
then any value > 1 predicts a phototoxic potential. O% %

The Mean Phototoxic Effect (MPE) is based on compansor@f the (%rnplt&%once@tlon& ponse
curves. It is defined as the weighted average across a represe@taﬂve@t of nghgco eft%%; Vallgiyx

@
The photo effect (PEc) at any concentration (C) is defirféd as e\produ@aof th@spon@effec XEc)
and the dose effect (DEc) i.e. PEc = REc x DEc. Th spo@j ffec@(REc) encghetween

the responses observed in the absence and presenceéQ RE§> Re €UV) @RC (+U@

The calculation of MPE is restricted to the maqg;num cenh@“{)n % % at w@ at lgast one of the
two curves still exhibits a response value of & ast 1@%. If tl@mamﬁaym cancentratiomis hlgher than
the highest concentration used in the +UV.¢ ent the gesidual, part of ghg’ +UV carve is set to the

response value “0”. Depending on whetler the E valye is l@er th&g a prgerly chosen cut-off
value (MPE = 0.15) or not, the chemic cla@ﬁed as ﬁl&otot&? @ QS

Q 2 '~ O
Evaluation criteria: © °\ o @ § s ©
Based on the results obtained, the@tyst 1te@ evahﬁted as I%yllow& \

If PIF <2 or MPE <0.1: n hotot pot n@l is-pr %dlcte @Q
If PIF >2 and <5 or MP a probable phéﬁgtoxw tential is predicted.
If PIF > 5 or MPE > 0 h0x1c @ tial red1@d
&
Acceptability of th @ 6@
The assay meets th ccep se cr
- ifafteri adlatlor@nth of S@m th@@f:ll viability of the solvent control is > 80%

of nonir ad1a eﬁbcells
if for'thre po&@ve cofifrol C 9&: fa’%@r (PIF@etween the two EDs values is > 6.
if the me@n@DMO o solve controfs is >
N
& O A

@ @ esult@nd discussion
The study w, s@%erfod to a\%’ess photofoxic potential of Amidosulfuron, technical. The test was

performed @mg BB/c cell@ ne 3

AN ©) : : :

500 of the test@em, dissolved@ DMSO (DMSO = 1% (v/v) in EBSS) was applied as the
highes! coatlo a rapge finderyas well as in a main experiment.

\ o
% &
No cytotoxic e s weRy observed after treatment of cells with Amidosulfuron, technical in the
presence or in absence of iftgdiation with artificial sunlight in both experiments. Therefore, EDso-
values or a PIF valuguld not be calculated. The MPE value was -0.020 and -0.018, respectively, and
therefore, the test i is classified as not phototoxic.

The acceptance criteria were met:
The PIF of the positive control was > 6 (47.64 and 10.08).
The mean OD540 of the solvent controls was > 0.4 (range: 0.8143 to 1.2844)
The cell viability of the solvent control is > 80% of non-irradiated cells (95.0% and 102.3%
for the test item, 92.8% and 83.1% for the positive control).
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In conclusion, it can be stated that in this study and under the experimental conditions reported, the
test item Amidosulfuron, technical does not possess any phototoxic potential. The results are
summarized in table CA 5.2.7-2.

Table CA 5.2.7-2: Summary of Results 9
% Vi };jllty of solvent control
Substance EDs0 (+UV) | ED=o ((UV) PIF | MPE gyrra Wd Versus nogs
[ng/mL] | [ug/mL] adiated plate @)
g | Testlem : i - 0. onK@ Ca 950 O
Positive control 0.55 26.24 47.68) 0544 | - &92.8 N
Test Item - - & 18 qv\\& «@102@2
ME . %9) @ @
Positive control | 1.03 1032 1 10.08,00.434 & 831
© @ @ @ @
DRI <§g
Q & @ @
CA 53 Short-term toxicity NS Q N

@)
@ N
Studies with oral application in rats (28 amd@ days%ex @re), a 28- da@l inhaf8tion study and 2
studies with dermal exposure to rats (8 an 130 da studé@m @(28 and 90 dgys of exposure) and
in dogs (29, 90 days and 1 year of exposs 3 ) are avallablg 9

SNy

[ ntuceSbody i N

n a 28-day dietary study in the rat, @hgh edu&gﬁ ody @gight n and@l increase of the relative
liver weight at 10000 ppm in males was %@en Inthe repcﬁs? aN /A set at 2000 ppm for both
sexes (equivalent to 215 and 199 mg/k forgales a@femal@ respectlvely)

RS

In a 90-day oral rat toxicit: udy {9 com&and—reﬁted e{%%ts %seen so that the NOAEL was
established at the hlghes@i 0 000 u bl (e%gvalel@to 79& /kg bw for males and 870 mg/kg
bw for females). @ @

In a 28-day dleta e fin stu n mj @cha@ of some clinical chemistry parameters
(bilirubin, cholesterol i anlc ur1®01d teiplycerides and AST) were not regarded as
dose-related an dBus et as tre ent— ed e the highest dose of 8000 ppm represents the

NOAEL in stud&quw&ent to 6 1 %&g/kg or males and to 1882 mg/kg bw for females).
In a 90-day di tary@udy ifGnice, @ne ch@es in“ergan weights of the liver (increased relative and
absolute organ ékght emale@of ghes@ose group and in all male dose groups) were not
regarded as treatr ent—r ed effects. T reforeGhe NOAEL was set at the highest dose of 8000 ppm
(equivalent to@@97 @kg bwfor m and @35 mg/kg bw for females).

In a t@y stu(@m d magiﬁ%scopic (spleen: white pulp; discoloration of kidneys) and
h15t0{§§1 findings (fpjlicular ypertr@phy and hyperplasia of thyroid and spleen) were seen in
anima{sat 2 and @000 . ANOAEL was set at 400 ppm (equivalent to 25.6 mg/kg bw for
males an T fer% es). The findings in the spleen, kidneys and thyroid were not

conﬁrmed in the s%rlontgm 52-webk dog studies.

A 3-month diefary stidy in dogs showed some body weight effects which however were not dose-
related so that the @es‘t dose of 2000 ppm can be regarded as NOAEL (equivalent to 175.4 mg/kg
bw for males and 144.1 mg/kg bw for females).

In a 52-week dietary toxicity dog study, at 8000 ppm decreased plasma glucose and increased
magnesium concentrations in the females, and decreased urinary specific gravity and osmolality in
both sexes were seen. These effects were not severe and of low biological relevance so that the
NOAEL was established at 8000 ppm according to the study report.




Bayer — Crop Science Division Page 17 of 116
2016-06-22

Document MCA: Section 5 Toxicological and metabolism studies
Amidosulfuron

A 29-day inhalation study in rats, with 21 days of treatment, did not show any treatment-related
effects. The NOAEL could be established at the highest test concentration of 1 mg/L.

In a study with dermal application of 1000 mg/kg bw (5 times over a period of 8 days) to rats an
increased absolute liver weight in females was seen which was regarded a&%adaptive effect and
therefore not as adverse. The NOAEL is therefore 1000 mg/kg bw for both se

o ° &
In another study with dermal administration to rats (21 treatments in 3 %ﬁys) reatr@nt re@d
effects were seen. Changes of some clinical chemistry parameters wegg not r@garde subgtance-
related or were regarded as adaptive effects. The NOAEL W%establﬁhed at\ﬂ% hig@t dosg\y 1000
mg/kg bw for both sexes. @ Q& 0N %, N

L

Classification: 9 °\© (Ei% \@ é‘} ‘

P o N AP S .
The effects observed in the oral subchronic studies iprat, mo@ge and dog, likéhiver @ght slight
changes in some clinical chemistry parameters would no@trigclass& ation and 1 ing for
repeated dose toxicity and were anyway above tl@cut-@{%alu@& or classifica @ and [@belling for
repeated dose toxicity (28 days rodent studies;@OO mgRe tl)gﬁy 90 rod@§ studies? 100 mg/kg
bw/d; no cut-off values for dog studies). The Its e subighroniéanhalation studyShow no effects
at 1.0 mg/L air, which is above the cut-o lue of 0.6 |. The result, the stubchronic dermal
studies do not show effects at 1000 mg/kg bw/d, @ﬁich igzgbove cut-aff value@f 600 mg/kg bw/d.
Therefore, effects observed in the sub§nic oral, inialative &ad d@el) st s in rat, mouse and

dog do not trigger the criteria for claSsificatan and dabellingfor repeated d@ae toxicity according to
CLP. O O éé% & . ©
& R N < O A
) Q) S A
S e 8 N
SN o2 &
FHEL S o O
SR o &
g & &Y
SENF SR & & §
- Y o
20 @ > )
SR O R
AN R o
AN
o o O &
& Q)
i N &
> O
§ é Q" s
S 9 e U &
LN & .9
¢ >
5
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Table CA 5.3-1: Summary of the short-term studies
STUDY/ DOSES TESTED NOEL/ LOEL/LOAEL REFERENCE
SPECIES NOAEL EFFECTS
28-day oral , rat 0, 80, 400, 2000, 10000 | 2000 ppm 10000 ppm .
(diet) ppm M: 215 mg/kg | Body weight effects (m) ;
M: 8.1, 43, 215, 1068.3 bw, F: 199 Bilirubin and uric aci% 1988; M-
mg/kg bw mg/kg bw decrease (f) @ 123241-01-1
F:7.9,41.3,199, 1028.5 LS
mg/kg bw \\ @
Subchronic oral 0, 400, 2000, 5000, 10000 ppm 10000 ppm O v
toxicity (13-week | 10000 ppm M: 792.1 mg/ @ | @
feeding study) M: 30.9, 153.9, 387.8, kg bw/day I‘@treatme%t-relat&%dver
in the Wistar rat | 792.1 mg/ kg bw F: 870 mg/kg Grtects TN v
F:34.2,169.4,433.5, | bw/day .. O gix \@’
870 mg/kg bw @ R SN
t209xi?y1?2h?1:;1_on 0.04,0.2,1.0 mg/L 1.0 mg/L o g)@ggg/ o dver
N o
plications within Q \effeot& S 1992; M-
29 days) in Q & & [ @B6551-01-1
Wistar rats Q&\’ N @ @ v A
Dermal toxicity | 0, 1000 mg/kg bw 1050 mg/kgS 0 mg/kg bw O o
study (5 treat- Sbow & reftment- re@éd ad@rse ;
ments in 8 days) % @) @ effe§1 % ; 1989; M-
in Wistar rats Y A S @ 123306-01-1
Dermal toxicity | 0, 500, 1000 mg/k%@) 1090 mg/ke)
study (21 treat- w N tre$§lt re&@d adverse ¥
ments in 30 days) & @v > effec&g N ; 1990; M-
in Wistar rats N & & Q 127700-01-1
Subchronic oral | 0, 64, 320 i{goo 80 060 ppm 000 ppm? 0O;
toxicity - dose ppm @ 1776. ﬁng/ NO tregtment-related adverse ;
range finding - M: 13. &7 ﬁ(g bw<{ effects% 1988; M-
(28-day feeding 1771 % T F: 18895 mg/Q) &\ 123311-01-1
study) in the ,67.8,894, 4

kg%w/day Q 6@3

NMRI mouse @ 5 mg/kg bw @) Q
Subchronic oral | 0320, f?. 0, 40 6 000 ﬁ@ooo N> 8000 ppm
toxicity (13—week@> ppm M: 1297.3 mg/ No treatment-related relevant ;
feeding study) ii \5 254, 64 8 5 kg bw adverse effects 1989 M-
the NMRI mgus 12@.3 m @1384 §é%/ 123328-01-1
4.1, 2714.2, 698, o
“}$384.8:mg/kg b@) &
1-month (Ranges| 0 4 62000 ﬁ@o 400 ppm 2000 ppm B
finding-test) ;n@ pPps n 1\@’25.6 mg/kg | Discoloration of the kidneys | 1988; M-
Beagle dogs@ 5 6 %%9 9, 6 (Y and accentuated white pulp 121473-01-1
@g/kg o) %F: 23.7 mg/kg | of the spleen
S Gr23g 1212, @0.7 (1 bwiday
$ @y | mgdgbw/day
3-month feeding | 0589, 400,2000 ppfY) | 2000 ppm > 2000 ppm |
study in Belgle %/I 6. 5% 1758mg/ | M: 175.4 mg/ No treatment-related relevant | 1989; M-
dogs § kg bw adverse effects 123323-01-1
% 7, 28 8, ¥.1 mg/ | F:144.1 mg/kg
k bw
52-week oral @\325, 500, 2000, 8000 | 8000 ppm > 8000 ppm .
toxicity (feeding) | ppm M: 261.4 mg/ No treatment-related relevant
study in the dog M:3.8,15.9,72.3,261.4 | kg bw adverse effects ; ;
mg/kg bw F: 271.9 mg/kg 1993; M-
F:4.2,17.2,66.4,271.9 | bw 132042-01-1
mg/kg bw

M= male, F= female, RBC = red blood cell, Hb = hemoglobin, Hct = hematocrit
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CA53.1  Oral 28-day study

Studies submitted and evaluated for the first inclusion of amidosulfuron on Annex I:

KCA 5.3.101 | N . 035 M—123241-
S

M-123241-01-1 2o @
o v X
N o %©
@ L N L BN
¢ O & T o5
KCA5.3.1/02_,;*$8;M-@3311 1 ©© é\’
Q)
6 (R foodaPhud F he M mols?
M-123311-01-1 N § & ©& 6@@ &
L Q@ @ % O
O Q > @
S & MRS @
O @ L% @
S\ ) & @ N 9
Kca 531103 198%‘@M—121 ou\@ @Q
chnica Qoe a2 Oles
& RN RN G ® N
< @ & \
AN N) ©& <, @
M-124473-01 C ol e Q
S v ¢ o N
& 9 N
O Q W
5 ¢

Q
CA532  Oral 90%ay sofdy §§@ @5 v

. N > S .
Studies submitted an@alu@%d for th@first suclusion®f amidosulfuron on Annex I:
© O O O %N
&\ KCA 5.3.@91_@@_; 1989; M-123312-01-1
S i

9 @)@ §
D
S § 1\@3312@-1 \©
S v &

@
§ @ 9 N N
N @@ \@

@ i 53,20, IR 195 M-123325-01-1
o7

v M-123328-01-1
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Report: KCA 5.3.2/03 | R ; 1989; M-123323-01-1
Title: Hoe 075032 - substance technical (Code: Hoe 075032 OH ZC94 0001) Testing for
toxicity by repeated oral administration to Beagle dogs (3-month feeding study)
Report No.: A40570
Document No.: M-123323-01-1
Guideline(s): --
Guideline deviation(s):  -- @@
GLP/GEP: yes &
. IN & o
Report: KCa 5.3.2/04 N, A N 9. 11320430110,
Title: 52-week oral toxicity (feeding) study with Hoe 0750@) subst(@’g techm\al Cody Hoe
‘ . ()7_%()%7 00 ZD99 0001 in the dog ©° AN \\ é N
Report No.: A51061 @ IS N %, N
Document No.: M-132042-01-1 RN Q ' Qp R
Guideline(s): EU (=EEC): 87/302/EEC B p. 27, F: J4pman, N(m N(@QOO: (@3: 4% ©
(1981); USEPA (=EPA): § 83-1 @984) @z\fg\a S O Q
Guideline deviation(s):  -- O &) @ @ @) @
GLP/GEP: yes Q& ~N S AN @ @
A N @
Q' & & <
v O S v s
CA533  Other routes 5 R o © v

Studies submitted and evaluated for the %1 znch@on of. (@zdoswﬁmnogn Anne

% RS
Report: KCA 53304 . : 551@
i 95 0001 Testing for

Title: Hoe 075032; subsu nds, techni (0(@ lou 0@P32 0¢
subuhmm@n hal a loxml\(” appllmuol&mlhm&} days) in male and female

Wistar ﬁﬁ» & ©

Report No.: A47< @ & N © @Q
Document No.: M- 1@6551 @ S N N
Guideline(s): of0D. 41& 98] @SEP,@% EPA@§ 82-4 %
Guideline deviation(s): @ @ % &
GLP/GEP: yes @ @

S
Report: 5.3. ] ; 1989; M-123306-01-1
Title: . © e 07% - sul@ ce te€Bnical (Coc: Hoe 075032 00 ZC97 0001) Cumulative

o 1
\ @LIIH&] toxluttl«,dtmcnts in 8§k s) in the male and female Wistar rat

Report No.: @ A40 @
Dolcumcnt No& @ M 1@206 O@ @ %
Guideline(s): &\ @
Guideline dcviuﬁ%g](s) — @
GLr/GEP:, @ Dye § @
N

K&\ 5.3. . 1990; M-127700-01-1

Report:
Title: % oe 075032 - suk@anu technical (Code: Hoe 075032 OH ZC97 0001) Subchronic

5 &
©
§ @ G umd&omutgel treatments in 30 days) in the Wistar rat

Report @ @ A4 N O

Ry

Document % 7700&%—1
Guideline(s): CD: 410 (1981); USEPA (=EPA): § 82-2
Guideline deviat\n(s): oy

GLP/GEP: %
&
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CAS54 Genotoxicity testing

Amidosulfuron was tested in a sufficient range of in vitro and in vivo mutagenicity assays measuring
different mutagenic endpoints like gene mutation in bacterial and mammalian cells, chromosomal
aberration and unscheduled DNA synthesis in vitro as well as an in vivo micronucleus test in mice.

@@)
S
Classification: @ O @@

These studies did not give evidence of a mutagenic potential of amldosulfuro&
No genotoxic effects were observed in the in vivo or in vitro studies w@%mﬂ@%furo%theregze no

S

classification is required. ©° \\ @ %,
@ o - N
A
Table CA 5.4-1: Summary of genotoxicity tests with amﬁﬂosult@on B v @%ﬁ
Study Dose range | Results S @efere@y ‘

In vitro stu@g\%& @

Reserve mutation assay (S. | 0,4, 20, 100, 500,2500 asd | .~ Negative
typhi-murium TA 98, TA 5000 p/plate (dissolved@ \\ (+/-°859 mix)
100, TA 1535, TA 1537 and | DMSO) “ NS L ©&
TA 1538; E. coli WP2uvrA) O f© @7@ &
Chinese hamster V79 500, 1000, 1500 #8)2000 ) Negative
cel/HGPRT locus gene u/ml (dissolve@h & D (/- %&mlx) @ M5;123019-01-1
mutation assay DMSO) % Q &@ @ ° %)
Q&
Chromosomal aberration 0,0.1,0 d L. l@g/ml % SNegati

assay in cultured human

(dlssolve in Q@SO)

\&
1989

@,
< +/- Sﬁx) °\©

lymphocytes & N M-122350- 01 1
Unscheduled DNA 0, 1\3 10; 100 é@w 9 Neeativ | BB
synthesis assay in +000 p/ issolye o I @/— S-9 M-120201-01-1
mammalian cells @MSO& N RN
(permanent human cell lineéy Q @ S @ \%
A 549) ] o8 X O |9 2

O < Inwiyo studfey” @
Micronucleus test in &RI Q, 1250 @500, 50H0 mg/ é\ 7 Negative _W
mice bwid pend@f i S S M-120202-01-1

\@2 o | muéilpge) @Q Q &
QI B S NN
NS oD R

CA54.1  ImVitrostudie O S
Studies submzﬁ% and@valuatéd for tlrst inclusion of amidosulfuron on Annex I:

,; 1988; M-120200-01-1
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KCA 5.4.1/02  EGEGEGEGEGEGEN . 039; M-122350-01-1

M-122350-01-1

M-123019-01-1 LN OERN
LN

&2 unseiry &
"\@ ®©-12020 1-1©§ QQ @
R - & & & &
N
[ S é%
SE T

Q)
CAS. 4 3 Ir§vo stidies ifvgernicells

Slnc ge 0t0x1c1t tudl did @feveal evidence of a genotoxic potential and since in the
repro 1d1e ,- evi e of @germ cell-damaging potential was seen, the conduct of in vivo
germ cell sty c ies Was not @ssa

(o
CASS Loerm toxicity and carcinogenicity

The chronic toxicity and carcinogenicity of amidosulfuron has been investigated in rats and mice.

In a 2-year combined chronic toxicity and carcinogenicity study in rats, with dietary concentrations of
0, 400, 2000, 10000 and 20000 ppm, dose-related retardation of the body weight gain was noted in the
males at > 2000 ppm during the first half of the treatment period. At 2000 ppm this trend was
completely reversible by the end of the study. In females increased water uptake at > 2000 ppm was
seen. At 20000 ppm, slight retardation of the body weight gain was noted during the second part of the
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treatment period, whereas at 400 and 2000 ppm females had slightly increased body weight gain in the
first part of the treatment period which was regarded as a slight adaptive reaction.

For changes in hematological parameters at 20000 ppm which were only marginally different from
those of the controls, no correlation could be found between these findings and the histopathological

data. There was no evidence of an oncogenic potential of amidosulfuron. @@)

The NOAEL was established at 2000 ppm in males and at 10000 ppm in fe%%alesulvat to 9&)8

and 614.2 mg/kg bw for males and females, respectively).
In a mouse oncogenicity study with dietary concentrations of @400 3§{)0 a 0 no rgtment
ogy agd clinical

related effect up to the highest dose level tested was seen $iice ¢ ges
chemistry parameters were not considered to be treatme lated®nce I%&dos r@tlon could be
observed. There was no evidence of an oncogenic @ entialMof a sulfi AEL, Was

established at 7000 ppm (equivalent to 961 mg/kg@v/d fofpm
& °\
N

>

females).

Based on both studies, it is concluded that amidosulfu

&

@ %

ale@and o%@@@ 2 @g/k@d for

N > L
%ncog@v pot@@l
S @

Classification: Q @
Since there is no evidence of a carcinogeic pote@l of 3@%0w@on rats and mfi@e, no classification
is proposed. & S 9
R $ SN
A carcn o
Table CA 5.5-1: Summary of long@érm tqgﬂuty #n cam@ogeq@y in raf and mouse
STUDY/ DOSES TESTE®), <%IOEL/ S JLOE@%FFEQFS REFERENCE
SPECIES N S OA@L & Q
. O 1. - O
Chronic toxicity | 0, 400, 2009 100&(%) 2009 ppm Rétardation of the body
and oncogencity 20000 : 97.84g/kg weightain (m,f), increased
study in Wistar 97.8 @%4 Yow é@ @ waé%lptake (f), RBC
rats via diet up to 104@ mg/kébw/d & F: &4 2 mg@ ggycased (f), increased
111 weeks @%@B .6, 118.7, 614@ Q V (), 138500-01-1
0.5 @ﬁ(g -a lay @ § Qecreased MCHC (m, f),
@) . QQ Q decreased glucose (m,f),
N %\ < @ | total protein (m)
A S A RIS Q
Q ) © * No oncogenic potential
o N
Oncogenicity s _|"0, 40@?500 @O ppdy 7000 ppm 7000 ppm 5
study in mice 1t%9) &, 474.85961 M@M mg/kg No treatment-related adverse ;
78 to 91 we@x @w/d effects :
>72.8,651.7, 1Z69.2  [<E: 1260.2 mg/kg 1992; M-
% @)mg/k@bw/day @wbw No oncogenic potential 138055-01-1
L) CE
D IR
Q Q

M= male, F= foxpale,

haemoglobin concentr@o , Hb = hemoglobin, Hct = hematocrit

@

C = red®lood cell, MCV = mean corpuscular volume, MCHC = mean corpuscular
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Studies submitted and evaluated for the first inclusion of amidosulfuron on Annex I:

KcA 5.5/01 I I I (992; M-138500-01-1

M-138500-01-1 @@
N .
S @ © o
& & o
KkcA 5.5/02 G _; 199 QMBS@OH%@
o 092 U0 g Onils
@Q " %} ©\ @Cf@ =
M-138055-01-1 S OO
OoECi€s51 (1@1): US@A (~EE @
& °\ % &
R\ S § @
Q N &S 9
S A S
S N 4 > @
CA 5.6 Reproductive toxicity&\ é @f@ & &9 @

In a dose-range finding test for t Qwo §eratlon&smd @f rat@shgh and statistically not
significantly decreased mean body ghts mal&g d female pu@fter were noted on day 0
post-partum at 10000 ppm. Fu hermor \llg decréased m@in body weight gain during the
lactation period and slightly de T sed an b dy we1 hts of @e and Yemale pups were seen from
day 1 to day 28 post partum None 0 repr ctlo@ ramet We@ffected by the administration

of the test substance. O\

Based on this study, th@& 1eeré¥*“hosen®r the ger& %on study in rats to be 0, 400, 2000
and 10000 ppm. I %,

@ @ N Q
In the two generation st on at 1 pp@food@sumption was occasionally decreased in

the P and F1 gé@era‘u% ma and ) gene@lon males, and at 2000 ppm in the F1 generation

females durl@:he prépairing and ges eriods. B ~C:7 weights were slightly decreased at 2000 and

10000 pp an pu@ As ifpythe d%e—range finding test, none of the reproduction
arameters were ected by the test substgnce.

Organ Welght@énge@'ere nsted in d pups of the 2000 ppm and the 10000 ppm dose level,
but were egar eatmen, ate he NOAEL for both parental and reproductive effects

was established a 0 pp@ equl ent tNZ 5 mg/kg bw/day in males and to 29.7 mg/kg bw/day in
<

female
ES
NA
In con lu516@there @s ng@deme@f a reproduction toxic potential of amidosulfuron.
QN RN
Classnﬁcatlon§ @
No treatment-ri lated ffects 0@ reproduction parameters were observed in a rat multi-generation
reproduction tox1c ttidy which would trigger the classification for reproductive toxicity.
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Table CA 5.6-1: Summary of reproduction toxicity

STUDY NOEL parental NOEL develop- EFFECTS REF.
DOSE LEVELS mg/kg bw mental mg/kg ppm
bw
Preliminary study | 10000 ppm Developmental: Pups: Slightly decreased
to the 2-generation 2000 ppm body weights at birth gnd
reproduction study Reproduction: slightly decreased bégy
in the rat 10000 ppm weight gain durlng&ghe o
0, 400, 2000, lactation period <>
10000 ppm @ @
Two generation 400 ppm Developmental:400 | Parents: Shg@ly reoduc@’d
study in the rat M: 22.5 mg/kg bw | ppm f@d consu%aptio
0, 400, 2000, F:29.7 mg/kgbw | M:22.5 mg/kgbw | @ups: S@htly reduced mean
10000 ppm F:29.7 mglkgbw < Jbody Wight gix \@’
M:22.5, 1132, Reproduction: @7 > g O
568.0 mg/kg bw 10000 ppm %, | gy OIS
F:29.7, 1534, M: 568.0 mgkbw | & %@ &@ ©
732.3 mg/kg bw F:732.3 m bw o @
SIS o e
§ R Q@ Sy @@
. LN & o> X D
CA5.6.1 Generational studies &, ¢ o L % @
& N D
Studies submitted and evaluated for th@rst zn@luszon of amzd&w furoion An@ A
D
©
KCA 5.6. 1/0“ g ; 199T; M-130388-01-1
& (1N
@ %@2) R S)
% @ &/ ~ L9 N
M_130388-Q1- ~ N
Q O <« <
§ & T L
O S @ @
S an 2 S
kx50 - “h 1992; M-135662-01-1
0\@ \27;9\ Q?
A8 Simeon g \
SIS RS I N
N M-135662-01-1 N
& BECD 4@(198) 1 é&
wals): &0 N
o, @ @@ % §
6\ IS :
Q S) O
@) ©

CA @ @Deve@@pmen{al to@gf studies

Two develepmental tox1c1‘t°@tud1 n rats with repeated oral administration of a dose of 1000 mg/kg
bw from gestati y 16 in both studies in the sensitive phase of organogenesis did not impair
the general he@o dition ofhe dams, interfere with the course of gravidity or delivery, or cause
any disturbance of intrauterine or postnatal development of the offspring. No teratogenic effect
was observed. Thﬂ@& the maternal and the fetal NOAEL in both studies was established at 1000
mg/kg bw/day.

A rabbit developmental toxicity study was conducted with administration of 1000 mg/kg bw on
gestation days 6 to 18 in both studies. The dams delivered by caesarean section on day 29 of gravidity
and the fetuses were kept for 24 hours in an incubator as a viability check and were then examined
morphologically for developmental disturbances. The study showed that repeated oral administration
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of amidosulfuron at a dose level of 1000 mg/kg bw during the sensitive phase of organogenesis had no
harmful effect on the general condition of the dams or on the intrauterine development of the
conceptuses. There was also no effect on the viability of the fetuses during the first 24 hours in the
incubator. The maternal and the fetal NOAEL was established at 1000 mg/kg bw/day.

Based on the studies in rats and rabbits, it can be concluded, that there is no evidgnce of a teratogenic
potential of amidosulfuron. %@

S AR
Classification: @@ %@N © @@
No treatment-related effects on fetal development were observed in th¢yat andgrabbit %Velogental

studies which would trigger the classification for developmen@}l"toximﬁg \°\ é %,

o

TN L S

Table CA 5.6-2: Summary of developmental toxicity s@les Q K v @‘Z%’
STUDY NOEL maternal NOEL @ DEQ/?ELOPM@NTA@ REF. %o
DOSE LEVELS mg/kg bw/day developme ERFEC @ <§ N

mg/kg bv% ay gt&/kg ay &
Testing for embryo- 1000 mg/kg bw 1000 mg%g b% No g@bryom /fetal an@ ﬁ
toxicity and effects o 7 | pogty tal togiyity 4.1991: M-
on postnatal devel- § Q @ @ @@ 130678-01-1
opment in rats RN Q % @
0, 1000 mg/kg bw ((\\& ((77@ D @
Postnatal develop- 1000 mg/kg bw 1000 mg/kg b | No @eloprnental t(@ -_
mental toxicity study ®) § & ts . @ 1988; M-
in rats @) . % Q § @) 123121-01-1
0, 1000 mg/kg bw > D N
Teratogenicity in the | 1000 mg/k{lf’ev QJIOOO mg/kg bz% No @elopmeﬁ\tal toxic -—
Himalayan rabbit D O« |effects &) 1988; M-
0, 1000 mg/kg bw S oY N |9 123111-01-1

NI RS

Studies submitted and@%luate%ﬁfor the first lacluswn&mid@ulfumn on Annex 1.

@ <
(S K@@% 1§§M-§21-01-1
& e
Oy O N
» O\Q M-@m-o@ o@ %
&

é@@Q

@@“a_ 1991; M-130678-01-1
@ o5
Q{ @ 9 & N
@ Q

AN g
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KCA 5.6.2/03 | N ; 1988; M-123111-01-1
M-123111-01-1
%
%@
0\ No &
KCA 5.6.2/04 . ; 2004; M-249539-01-1 @@ %@ © @@
@rtno: @ m
Qryotoxdsity sy £
N O
2 SRR VN
& L9 KN &N
M-249539-01-1 o S NN & .
%, r oSS A
N OISO
. ¢ @ @9 ¢ &
& °\ % &
N Qi & & &
KCA562/05W004;@4953@)1-1 Q vS
g My frsdsg 0310 (I
I °\ ( gy rabky, @
O norr@ly lopdSuni;, RbilatergfD
& NP
M-249538-01-0) § 5 & 0 @
RN %, Q X . ©
R N < O A
NS &N
NS I S R
¥ O - N L9 W&
N < S %\
CA 5.7 Neurot c1ty@ﬁd1es? & @ \
Amidosulfuron is a @llfonylﬁ'ea }QrbICId%WhICh@@aS ructural relationship to neurotoxic
substances and fur@?mor there W8 no {adenc Qa nexrotoxic potential in the conducted apical
studies. Consequently, eurgHoxi city@ dies&ere reguired, and no special studies have been

conducted for th@endp@gnt

O @
@©©&§@§

CA 571 N@urogmmt@dle&@ ro

Since there W@no {dence dfa neugdfdxic patential in the conducted apical studies, no neurotoxicity
studies we@equlr@and f1Q spem@ studi@have been conducted for this endpoint.
S ~
(OIS
§ © @ @’
CA572 & Dela@ed O@neur@athy studies

Since aml(i%gsulf doegnot belo%} to the class of organophosphates or carbamates from which some
candidates ha ¢ potential igycause polyneuropathy, and since in the other toxicology studies no
evidence of any n
amidosulfuron. @

e effects was seen, it was not necessary to conduct such testing with

CAS8 Other toxicological studies

Two new genotoxicity studies on the soil metabolite AE F094206 were conducted (see below).
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CAS5.8.1 Toxicity studies of metabolites

AE F094206 was identified as a minor soil metabolite of Amidosulfuron with a predicted PEC,, value
of << 0.75 pg/L > 0.1 ug/L which triggers groundwater relevance assessment a @@rdmg to EU Council
Directive 91/414/EEC (SANCO/221/2000 —rev. 10, 25 February, 2003). TW How studies; an in-vitro
gene mutation assay and an in-vitro chromosome aberration assay, Qgere ducte and
summarized below. An Ames test on AE F094206, _,, 1992; @801

submitted and evaluated for the first inclusion of amidosulfuron on@ZA nnex@? Allqﬁ%r §Mtro
genotoxicity studies indicate that AE F094206 does not ha a mutdgenic %%tentl &An ¢ oral

toxicity test in the Wistar rat on AE F094206, @92 Mx138216-01-1 m\[gs submﬁted and
evaluated for the first inclusion of amidosulfuron on Anngx™1, the @)50 \%Lue und@ﬂbe > 5000

mg/kg bw. in both sexes. @ % @7

S @ @©
Amidosulfuron soil metabolite AE F094206: gene mut,a\t@n as&’ in es hamste@9 cells
in vitro (V19/HPRT) SEEEN \ @

Q &Q&@

Report: KCA 5.8, 1/08*,; z@ J@% S
Title: Amidosulfuron soil m olite A 094@6 Gene mutaassay @Chmese hamster

V79 cells in vitro ( /%9 / HPRT ) >

Report No.: 1691501 § & & o o\% &P

Document No.: M-534290-01- % % @

Guideline(s): Ninth Adden@ to OKOD Guidélines g§ estl% f Che@?als February 1998,
adopted July 21, 199 Guidelitie No.

Comm1ss1§@ Regulaf n(EC)N\Io 440/2008 Bl7, dat@ay 30, 2008; United States

Environfiental @ecno&ggen 1\%ﬁ@alth Ei@cts Test Guidelines, OPPTS 870.5300,
In Vz{@g Mam ene, Mirtatio st, EP@ 2-C-98-221, August 1998;

Japdese Guidetines: Cl&poan 287 <- EPA Eisei No. 127 -- Ministry of Health &

are H 109 @1 Ki 1\% ry of International Trade & Industry;
agi%lsh etie

'nistri8 griculfure, Fo of Japan. MAFF Notification No. 12
ousan-8147, @ Nove%er 200@
Guideline dev1at10n(%©> none

GLP/GEP: "@ @@ %Q §©

Executive sumimary:
In this Studﬁ@ §a1 0 mld§furo®ﬂ meta Qohte AE F094206 to induce gene mutations at
the HPRT locus i in \ 9 cellsof the ineSe%ham%%r was investigated.

AN v
The study wa rfon‘@ in t@nde %ent experiments, using identical experimental procedures. In
the first experiment&he treatment period 4 hours with and without metabolic activation. The
second ex)(&me as %form ithr<a treatment time of 4 hours with and 24 hours without
metabol‘%activa@n @)

@

The maxinngn test@sm %gcentrat@n of the pre-experiment and in the main experiments (1270
ug/mL) wﬁ‘&aequal 0am onc ration of about 10 mM.

No relevant anﬁpr%umble {B%e dependent increase of the mutation frequency was observed in the
main experiments up-to the maximum concentration with and without metabolic activation. The
mutant frequency dd not exceed the historical range of solvent controls. The threshold of three times
the corresponding solvent control was exceeded in the second culture of the first experiment without
metabolic activation at an intermediate concentration of 317.5 pg/mL. However, the threshold was not
exceeded at any other, even higher concentration or in the parallel culture under identical conditions.
Consequently, the isolated increase was judged as biologically irrelevant.
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Appropriate reference mutagens, used as positive controls, induced a distinct increase in mutant
colonies and thus, showed the sensitivity of the test system and the activity of the metabolic activation
system.

It can be concluded that under the experimental conditions the test item did not induce gene mutations
at the HPRT locus in V79 cells. Therefore, Amidosulfuron soil metabolite AE @5994206 is considered

to be non-mutagenic in this HPRT assay. I .
S & & o
I. Material and methods Y % @
A. Materials @ 404 % X
1. Test material: Amidosulfuron soil @taboli‘%@ AE 13‘994206& %Q
Batch No.: PW 210/213 NS RN
Batch code: AE F094206 00 1699 0000 " @ v
Purity: 995% (Ww) @ LS oy S &7 w
. . v, W
Appearance: Light beige X Qp @ Q N
Stability in Solvent: Not indicat@@y the@bons &@ @) @
Storage: In the refr@rato&% to +§ °C) @
Expiry / Retest Date: 30 January 20 v é @ &@
N & S)
2. Vehicle control: o @ @Q @b ©

Concurrent solvent controls (deionis ater (q?)cal fap watél) deighised
performed. © § & N \@i @;@
< €

3. Positive Control Substances & é}a

N
N & 9 R
Without metabolic activatio% S Q %N % @g
Name: Q> E @ethﬁ&n%fhane sulfonate N
Purity: >Q9 % S
Dissolved in: § @ﬁtrient%edium® @@ §\
Concentratio©@ %.15 fag/mL £J.2 mND 6@

Y o R &
With metabolibc %‘civa‘[im@@ § $ N

o\ Q
I}:Iang@\ ©§ é& E‘;@@%,I%imetilgﬁ@enz(a)anthracene
urity: > o .
Dissolve%%n: @ethy%sylfoxide (final concentration in nutrient
v C
Flnal\@nce it
& &

. O N . . .
The ns %‘ ‘g%e sto€k solutions wer&prepared on the day of the experiment and used immediately.
The stabili{%? f both%ositi@» congg substances in solution was proven by the mutagenic response in
the expecte ran 6%

(o
4. Activation
Due to the limite dppa pacity for metabolic activation of potential mutagens in in vitro methods an
exogenous metabolic activation system is necessary.

Phenobarbital/B-naphthoflavone induced rat liver S9 was used as metabolic activation system. The S9
was prepared and stored according to the currently valid version of the Harlan CCR SOP for rat liver
S9 preparation. Each batch of S9 was routinely tested for its capability to activate the known mutagens
benzo[a]pyrene and 2-aminoanthracene in the Ames test.



Bayer — Crop Science Division Page 30 of 116
2016-06-22

Document MCA: Section 5 Toxicological and metabolism studies
Amidosulfuron

An appropriate quantity of S9 supernatant was thawed and mixed with S9 cofactor solution to result in
a final protein concentration of 0.75 mg/mL in the cultures. S9 mix contained MgCI2 (8 mM), KCI (33
mM), glucose-6-phosphate (5 mM) and NADP (4 mM) in sodium-ortho-phosphate-buffer (100 mM,

pH 7.4).
%)

The protein concentration of the S9 preparation was 35.0 mg/mL (Lot. I&(@ 290115) in the pre-
experiment and in experiments I and I1 S
P P S & & o

5. Test System @@ @% =N v

@o & "\ é %Q
Chinese Hamster V79 cells @
The V79 cell line has been used successfully in in vitr perlrr@lts f%’%ma c1a11y the
high proliferation rate (doubling time 12 - 16 h in sto@y cul r%s) angy goo&lonm ficiengy of

untreated cells (as a rule more than 50%) both neces for t@f appr prlate of @study,
recommend the use of this cell line. The cells ha%e a sla \%ﬂr a mo al ¢ osome

number of 22.
@ % & @

@

Culture conditions % @ v @

Large stocks of the V79 cell line (sup&@ by LabBor Muta ity T@ﬁng, Technical
University, Germany) are stored in liquid nitr in cell nk of HarlafZCCR allowing the
repeated use of the same cell cultur tch_in manj&experl@bnts fore Ateezing, the level of
spontaneous mutants was depressed@y tre ith HASmediunt. Eadlybatch is screened for
mycoplasm contamination and chebked forg, aryosg@e stabddity a&spopt@eous mutant frequency.
Consequently, the parameters of the @wperlmeﬁ%s rem#n SJQ ar b&%use of the reproducible

o

characteristics of the cells. \ § & &) Q @

R
Thawed stock cultures are@ropag&@d 3%“@ 1n¥5 cm2 pla %1 asks About 5x105 cells were
seeded into each flask 15 @ of inima essen% edium) containing Hank’s salts
supplemented with 10%)fetal GHine serum (F ), nggmycing(>’ ug/mL) and amphotericin B (1%).

The cells were sub-cultlired twice wekkly. The cell cures g&‘e incubated at 37°C in a 1.5% carbon

dioxide atmospher 5‘7@4{) @ @ $ §
Test Item Prep@@atlon\ > Q

On the day &‘%ﬁe ex@ﬁn nt(imm dég:ly before trédtent), the test item was suspended in deionised
water. 2M so 1um®drox1@ was added, u@l the "Substance was completely dissolved. If required,

more deionised {?ﬁer was addedgyntil tl@ ntenﬁgd concentration of the stock solution was reached.
The final cono&gtra 1o f de%@s er in fe culture medium was 10% (v/v). The solvent was
chosen to 1ts GlubilityF 59 ropertl S an relat@e non-toxicity to the cell cultures.

The osm arlty a@the pI@/alu t%mmed in culture medium of the solvent control and of the
max1$m concen atlo@n the pre ex&e@nent without metabolic activation.

Table CA@?I 1: (%mol&r an@p% values

QD Sol\@;\\t7 control Test ltem 1270 pg/mL
©
Osmolarity [mOég] % 2% 318

pH value Qy 7.37 7.55
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B. Study design and methods

1. Pre-Test on Toxicity

In a pre-test the concentration range for the mutagenicity experiments was determined. The general
culture conditions and experimental conditions in this pre-test were the same as described for the
mutagenicity experiment below. In this pre-test the colony forming ability of a ximately 500 single

cells (duplicate cultures per concentration level) after treatment with the te m was observed and
compared to the controls. Toxicity of the test item is indicated by a reductleg of thﬁe%onmé&,fﬁmeg@y
(CE) @

% %
2. Dose selection N

According to the current OECD Guideline for Cell Gene@Muta@ Tests Nt leagg©four q'g}\élysable
concentrations should be used in two parallel cultures. &freely blg Cé&1;1d nQn- oto@ test items
the maximum concentration should be 5 mg/mL, 5 M_@% or, 10 m ' h1c I is owest, ‘For
cytotoxic test items the maximum concentration sh resily’ in approxi 10,69 20%Selative
survival or cell density at sub-cultivation and the analysed g@ncen&%ons ou d cover a range from
the maximum to little or no cytotoxicity. Relatl@ ms&ﬁble test items shoul tested up to the
highest concentration that can be formulated«n an a pri olv as sq@on omogenous
suspension. These test items should be tes§ up eyond) 1r§igm1t solubi Precipitation
should be evaluated at the beginning and at t nd of treatptenit by, the una eye.
< g & . @

The pre-experiment was performed i e presence 4 h trefimentjSand a ﬁce (4 hand 24 h
treatment) of metabolic activation. 'é% itegxconc ratlor@etw n°9.9 and 1270 ug/mL
(equal to a molar concentration of a@roxn’%@ely 16gnM) @e us&?‘ he h@hest concentration in the
pre-experiment was chosen with gegard t@the purﬁy (99 5 w/\& and&%molecular weight (127.10
g/mol) of the test item. N @

Neither cytotoxic effects #Or pre 1 tatln%curre%’ up® @gj)the Ximum concentration with and
without metabolic actlva foll 0\"‘ ng 4 24 @urs tre@}ment\

There was no relev, shlft %f osniglarlty ‘and pI@@alue @f the medium even at the maximum

concentration of th@est 1t@% % @

The dose rang&%ﬁf the” maln ex me went @ to 1270 ug/mL or 10 mM as well. The individual
concentrati ere spated by a facta®of 2. &
glere ited i ReldDif 20,

To overcome pr&ﬁlems g@th posgible de@tlon&n toxicity the main experiments were started with
more than fouﬂ@ncenﬁﬁons & @
o O N &

d the éne mutation assay with Amidosulfuron soil metabolite

Table CA @ 1-2: @@gses plie o
AE F094206 (cqin@ntrat s giyen in hold letters were chosen for the mutation rate analysis)

) @ . v Experiment |
4 hoK@ SRS TR, 158.8 317.5 635.0 1270.0
4 hours X 39.7 79.4 158.8 317.5 635.0 1270.0
% ’ > Qy Experiment Il
24 hours - ) 39.7 79.4 158.8 317.5 635.0 1270.0
4 hours @ 39.7 79.4 158.8 317.5 635.0 1270.0
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C. Experimental Performance

Culture Medium

For seeding and treatment of the cell cultures the complete culture medium was MEM (minimal

essential medium) containing Hank’s salts, 10% FBS (except during 4 hour treatment), neomycin (5
pg/mL) and amphotericin B (1%). For the selection of mutant cells the cémplete medium was

supplemented with 11 pg/mL 6-thioguanine. All cultures were incubated a{@ °C ion a humidified

atmosphere with 1.5% CO.. Q\ @\ ©& %

@
Seeding @@ @’% Q>
Two to three days after sub-cultivation stock cultures were @psmlzéﬁd at 7 SC for, n e“@ Then
the enzymatic digestion was stopped by adding complete cifbure ium with 109 S and a single

cell suspension was prepared. The trypsin concentration f@all sut@ultugi%g ste&@és 0. %&m PBS.
The PBS is composed as follows (per litre): N

% > @) @ I
NaCl 8000 mg R . © &
KCl 200 mg QO @é &
KH,PO,4 200 mg w § é}] ©& D> &
Na,HPO, 150 mg § Q Q@ Y S @@
Prior to the trypsin treatment the cells %f\ere rinSed W@PBS@HM tgg@rjltalm@ 200 mg/l EDTA
(ethylene diamine tetraacetic acid). @oximately 106 @ngl S lture @nd 5x102 cells (in
duplicate) were seeded in plastic cultuTs asl@@’he own h@ s prior to treatment.
@) o % @
WS S &
Treatment & S &

After 24 hours the medium was rep @d with _serum&yee rn um containing the test item, either
without S9 mix or with 50 wl/mL ‘Q» iX. C@lcume% solvent and PYsitive controls were treated in
parallel. After 4 hours this x@dm% as r d with com % ium following two washing steps
with "saline G". In the nd erin@ the gells were expesed to the test item for 24 hours in
complete medium, sup@@ment& ith 10% FBS, the ence@ metabolic activation.

X
The "saline G" soon the @ow S Q §©

constituents (per litre):

NaCl o é) °\ " @ @)0 mg,
KCl /\Q\ S w O N 400Ky
Glucose N K © @ N IIOMg
Na,HPO,x2H,0, & 492 mg
KH,PO, 305 éﬁ N Q@50 mg
Data Reco@’ng

The data enera @were r@orde@ the«;&ga\/ data. The results are presented in tabular form, including
expe a1 %oups with the test item, §61vent, and positive controls.

N
§ @
Acceptab% of the ssay@
The gene mutatl ssay&conmd%ed acceptable if it meets the following criteria:

a) the numbers of mutant colomes per 106 cells found in the solvent controls fall within the laboratory
historical control range.

b) the positive control substances should produce a significant increase in mutant colony frequencies.
c) the cloning efficiency II (absolute value) of the solvent controls must exceed 50%.

The data of this study comply with the criteria stated in the report.
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Evaluation of Results
A test item is classified as positive if it induces either a concentration-related increase of the mutant
frequency or a reproducible and positive response at one of the test points.

A test item producing neither a concentration-related increase of the mutant frequency nor a
reproducible positive response at any of the test points is considered non—muta in this system.

.. . . RS o

A positive response is described as follows: @\ @ ©& @@
A test item is classified as mutagenic if it reproducibly induces a m@%on ﬁ@qw}juenc%%that i&shree
times above the spontaneous mutation frequency at leasbat onelof ¢ %\conc@&atlo@i the
experiment. @ Q

O ‘5& @’ =
The test item is classified as mutagenic if there is a rep&um%:conc atio \lated s@@rease«\of the
mutation frequency. Such evaluation may be con51de also ifpthe C@e that @ eefo@@ncre of the
mutant frequency is not observed. & @ &

However, in a case by case evaluation this decqgﬁon @ds 0 %e leV f th S;§%mg solvent

control data. If there is by chance a low sp utation rate %& in ¢he labo s historical
control data range, a concentration- related crease Of @mut tions wightn this Yange has to be
discussed. The variability of the mutatio es o lven ntro 1th1 expe@nents of this study
was also taken into consideration. § @ 9
S o & @ o

Statistical Analysis © °\© N S) @

A linear regression (least squares) was performed to asseds a &n sibl %se dependent increase of
mutant frequencies. The numbéx,of t colanies ob@ned f@t oups treated with the test item
was compared to the solve%controg‘%'ou@ trendNis judged as ficant whenever the p-value
(probability value) is bel&v 0 0{ @ iot} bielogical :and statistical significance were

considered together. @ @Q V O @@ &\

©© 41. Resiil¢s an@scus@
The amidosulfuron soﬂ eta @94 was @sessed for its potential to induce gene
mutations at t RT mcus us g V7 ls of Chiggse hamster.
& &

The study wa perf@ned 11@7vo 1n(@endel@xperfﬁfents using identical experimental procedures. In
the first experm&?}t thextreatmegy; periodywas &hours with and without metabolic activation. The
second experiment wasperforthed wi treatfrent period of 4 h with and 24 h without metabolic
activation. Nogreci ion of“the @tﬂem@as noted up to the maximum concentration with and
without me@ohc @Vatld‘m S O\
No rel %‘t and reprod®1ble tox% effe@ occurred up to the maximum concentration of 270.0 pg/mL
with with@it metdBolic astivatiopIn the second culture of experiment II with metabolic activation

the cell density was belo % at:all evaluated concentrations. However, this effect was solely based
on a relatively e celldeount &P the solvent control and does not indicate true cytotoxicity. The

corresponding Sghative cloning gfficiency I values did not show any cytotoxicity at all.

No relevant and rq@ducible increase in mutant colony numbers/106 cells was observed in the main
experiments up to the maximum concentration. The mutant frequency did not exceed the historical
range of solvent controls. The threshold of three times the corresponding solvent control was exceeded
in the second culture of the first experiment without metabolic activation at an intermediate
concentration of 317.5 pg/mL. However, the threshold was not exceeded at any other, even higher
concentration or in the parallel culture under identical conditions. Consequently, the isolated increase
described above was judged as biologically irrelevant.



Bayer — Crop Science Division Page 34 of 116
2016-06-22

Document MCA: Section 5 Toxicological and metabolism studies
Amidosulfuron

A linear regression analysis (least squares) was performed to assess a possible dose dependent increase
of mutant frequencies. No significant dose dependent trend of the mutation frequency indicated by a
probability value of <0.05 was determined in any of the experimental groups. In both experiments of
this study (with and without S9 mix) the range of the solvent controls was from 8.2 up to 39.2 mutants
per 106 cells; the range of the groups treated with the test item was from 4.2 t@to 44.8 mutants per
106 cells.

%
EMS (150 pg/mL) and DMBA (1.1 pg/mL in experiment [ and 2.2 pg/ exp&@wnt II@J&lere @d
as positive controls and showed a distinct increase in induced mutant c@)mes 1 of

the first culture of the first experiment with metabolic activation fell&short oT%the h rlcalt% ge of
positive controls even though the induction factor was 4.1 @he , are % however, asthe mean
value of both parallel cultures (59.6 + 119.8 equal to & ean 89 %rem&@ wegfgﬂwnhm the

historical range. @ 2o

@ S & &
Thus, it can be concluded that the test item did no‘s%nducg géhe m &wns a@he HPRT 10@ in V79
cells. Therefore, amidosulfuron soil metabolite A@O%@Q% is considered to be &@-mutégénic in this

HPRT assay. % S é\a é > @

g ZEEAN
Amidosulfuron soil metabolite AE F094% In vitro ﬁom%)me a@ration@est in Chinese
hamster V79 cells & S @ @ &9 @

Lo ! &
Report: KCA 5.8.1/09*,' 015; 1548 @1 @
Title: Amidosulfurdwsoil olit% FO9@) Iné@’o chro@bsome aberration test in

N

Chinese h%ster ViQcells “~

Report No.: 169150 & 2 Q S

Document No.: M-54154 01— R,

Guideline(s): OE uldebcs for ktmg G&Chemlc@ No i@ US EPA (TSCA) OPPTS
37

Guideline deviation(s): 1atio tab1 Cr1ter@ The &Q%nosome aberration assay w1ll be

n51d e accepta le if it meetst 0110 s

©(pr1nted n bo dNetters); T in f} '= S eneral study plan. This deviation has no
det ntal 1 act ogthe out t@sstudy
GLP/GEP:

3

Executive s@nary \y\’ c& @

The test item m1d®41furo@01l m@bol;te@E F094206, suspended in deionised water, was assessed
for its potential t %nducg@tructu@ chro@oma@i@berratmns in V79 cells in vitro in two independent
experiments. Ti% ollov@ag stﬁ@desn was uséd:

Table CA @ 1-3; Qﬁudy &glgn §
% @ c,°  Without S9 mix With S9 mix
2) Exp. 1 O Exp. II Exp. [ & 11
Exﬁ%’ﬁlre petddd & o> 4hes) 18 hrs 4 hrs
Recovery 7 > 14durs — 14 hrs
Preparation interval v 8hrs 18 hrs 18 hrs
S >

In each experiment oup two parallel cultures were analysed. Per culture at least 150 metaphases
were evaluated forggfructural chromosomal aberrations, except for the positive control in Experiment I,
in the absence of S9 mix, where only 50 metaphases were scored.

The highest applied concentration in this study (1270.0 ug/mL of the test item, approx. 10 mM) was
chosen with regard to the molecular weight of the test item and with respect to the current OECD
Guideline 473.
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Dose selection of the cytogenetic experiment was performed considering the toxicity data and the
occurrence of test item precipitation in accordance with OECD Guideline 473.

In Experiment I and II in the absence and presence of S9 mix no cytotoxicity was observed up to the
highest evaluated concentration.

In both independent experiments, no biologically relevant increase in the ber of cells carrying
structural chromosomal aberrations was observed after treatment with the tesg em. \ ©& &

In Experiment II without metabolic activation after 18 hours con@uous @\e'atm stati '@ally
significant increases in chromosomal aberrations were obsetved at 3%7.5 and635. /mL, (3¢5 and
3.0 % aberrant cells, excluding gaps). Since the values af@withiasthe 1 ato 1stori’e@1 solvent
control data (0.0 — 3.5 % aberrant cells, excluding gaps) @ﬁndlr@ ca 8& c ologlcally
irrelevant. No relevant increase in the frequencies of p@fplol%ﬁetap und er trezggment
with the test item as compared to the frequencies of t@eontro@f

@
Appropriate mutagens were used as positive cont@ls T@§ mdag% statlstlcally @mﬁ@ increases
in cells with structural chromosome aberrations_ S
N
In conclusion, it can be stated that under. h@xpen%nt nditjons rep@d the@st item did not
induce structural chromosomal aberrati é@s in ¥79 celdg”in v ctore, @midosulfuron soil
metabolite AE F094206 is considered e non-clastogénic in s }@BOSO erratlon test, when
tested up to precipitating or the highe & con@ntra‘u@ N\ @@
°\ @ @ o
L. giaterlal%nd mefHods &© \\
A Materials \ § @& & Q S
1. Test item é\” &© O O\‘&g @ @
Identification: § @)Q A‘@s lfésn sm@netab% AE F094206
Batch: & 210/213 N

O @
Batch code: O . E FQ@% 0@ €99 D01
Purity: S § @ (W/V@ §

Molecular WK@t % @10 g/é%l Q
Appearang& NS @Jhltegwdeg%
c @ O 9
xpiry Date: N 30 Jaguary, 2021
Storage Cond;géns é\ﬁ Q@ Ir&t%ﬁe refrigerator (+2 to +8 °C)
Stability in S@lvent: @ R t in@ted by the sponsor
2 S
@ § é (ORI
% < ©) v
2. C0$o materials: @@ N \@’
X % & ¢ o

Solvent ¢ ols N
Concurrent solv: ontr@(cul‘a% medium with 10.0 % deionised water (local tap water deionised at
Harlan CCR)) ¢ performed.qy

Positive controls §

Without metabolic activation

Name: EMS; ethylmethane sulfonate
Purity: 99 %

Dissolved in: Nutrient medium
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Concentration: 1000.0 pg/mL (Exp. I)

500.0 pg/mL (Exp. II)
With metabolic activation
Name: CPA; cyclophosphamide
Purity: 97 -103 % 9
Dissolved in: Saline (0.9 % NaCl [w/v]) %@
Concentration: 1.4 pg/mL (Exp. I and II o S

ug/mL (Exp ) S @\ S %
O @

The dilutions of the stock solutions were prepared on the day of the egperime &‘The s%blhty%f the

positive control substance in solution is unknown but a muta@nic res‘%@ 1\°rNhe e@cted range is a
sufficient biological evidence for chemical stability. %@ ISERN & \

Q 5
3. Metabolic activation S9 mix @© \ K

Phenobarbital/B-naphthoflavone induced rat liver S9 use(f@s th etab ctlvﬁn sy The
S9 was prepared and stored according to the currently va 1@Vers of t arl for rat
liver S9 preparation. Each batch of S9 was routi@ly te&ed for«igs capablhty t& tlva e known
mutagens benzo[a]pyrene and 2-aminoanthraceng in th

An appropriate quantity of S9 supernatant wasdt awe%nd m@ Wlﬁ\g9 c actor S%%)n to result in
a final protein concentration of 0.75 mg/r& ecu tulée@@w ix contgited Mg€l1, (8 mM), KCl
(33 mM), glucose-6-phosphate (5 mM)& and é&DF §m sosgurn or@z) phosphate-buffer
(100 mM, pH 7.4).

The protein concentration of the S9 1@@0 ratlé\@used @r thls %y W <% 0 rf§

4. Test cells: & é}ﬂ o\ @ \

The V79 cell line has been Uused %%@ssfuﬁ for mény yea@ in zvitro experiments. The high

proliferation rate (doubling tigne of VZ9'cell stockt&altur 5approxi tely 13 hours, determined on
December 17, 2010) and son fﬁc1ency ofxuntreated cells (as a rule more than 70 %)
both necessary for the a pr1a &P erfo@i , su the use of this cell line. The cells
have a stable karyoty; @vnh dal ch omosome nuggber of%% + 1. Before freezing each batch is

screened for myco ontaml 2 tion agw checg vé@ryotype stability. Consequently, the
parameters of the e@erlm@s rem Wsimi ecau@e f thereproducible characteristics of the cells.

‘@
' 9 °\© @Q Q @
5. Dose sel “@n \y\’ S
Dose selection wa@rfon‘r@ acco@ng 10@1% curréht OECD Guideline for chromosomal aberration
studies. The h1g]§§t test@m cor@ntratl@ should be 10 mM, 2 mg/mL or 2 pL/mL, whichever is the
lowest. At least&ghree te§item bticentzitions should be evaluated for cytogenetic damage.
With regard t5%he culari%’elgh the t€8¢t item, 1270.0 pg/mL (approx. 10 mM) was applied as
top concen®1 treant of cuj&@s in the pre-test. Test item concentrations ranging from
5.0 to 1270.0 ugﬁ (w1t ijiout &me) were chosen for the evaluation of cytotoxicity. In the
pre-t@ toxicity, pr@pltatlon of the/tést item was observed at the end of treatment at 317.5 pg/mL
and alove @e absee of @d at 158.8 ug/mL and above in the presence of S9 mix. Since
the cultures fulfilled the r@@iremgﬁq;s for cytogenetic evaluation, this preliminary test was designated
Experiment L. N
No cytotoxic cts were obs@gved after 4 hours treatment in the absence and presence of S9 mix.
Therefore, 1270.0.0 L was chosen as top treatment concentration for Experiment II.

The cytogenetic evgjation of concentrations in Experiment II (without S9 mix) higher than indicated
in the following table was impossible due to precipitation on the slides.

NI¥d
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Table CA 5.8.1-4: Test concentrations:

Exp. | Prep. |Exposure Concentrations in pg/mL
interval | period

Without S9 mix

I | 18hrs 4 hrs 5.0 9.9 19.8 39.7 79.4 | 158.8 317@@ 635.0° | 1270.0°
I | 18hrs | 18hrs 5.0 9.9 19.8 39.7 794 | 158.8 | 317.5 | 635.0 &1270.0"
. . Q 9
With S9 mix @ @ @
D[ ishes | abes | 50 | 99 | 198 | 397 | 79.4 | 15887| 3175 63508 | 12%p07
m | 18hrs | 4hrs 198 | 397 | @94 | 15887 | 319.5% [.033.07 | 1270.07
Evaluated experimental points are shown in bold characters ¢ . O N 2)
C . @ AN K \ °
P Precipitation was observed at the end of treatment R @ N < v
S @@ - @@ ©© N
B Study Design and Methods: RN Q & @
VS > &
1. Study performance: A N <Y aQy

The study was conducted at B ] 7
-). The experimental start and compgtim dates of t@ud@yere A 9t 2015 and June 16
2015, respectively. % O &@ @ o\% 9

o~ & SN
2. Culture Medium and Conditions;” | © % < @ S
Thawed stock cultures were propagated a@@? °C i&% cm@%stic flasks. About 5 x 105 cells per flask
were seeded in 15 mL of MEM\ ini essential medium) ¢ aining\Hank’s salts, glutamine and
Hepes (25 mM). Additionally, “the u as s emente wi@penicillin/streptomycin (100
U/mL/100 pg/mL) and 10 &(V/V @tal bovine sétum (EB@. The@ells were sub-cultured twice a

week. S N

& K VC@ & o O
3. Seeding of the Culgures: < & @ @}
Exponentially growiag stock cultu mor@an 5 coffluent were rinsed with Ca-Mg-free salt
solution containing~8000 fp/L Natl, 2 g/L 1, 20@>mg/L. KH,PO4 and 150 mg/L Na,HPO..
Afterwards the &lls wgre=trea 25 ith tfypsin- A-solution at 37 °C for approx. 5 minutes. Then,
by adding c@lete re medium jfieluding 10 \QZZ) FBS the enzymatic treatment was stopped
and a singlégg 11 nsio g{% tepared. dBlie trypsih concentration for all sub-culturing steps was
0.25 % (w/v) in €a-Mg-free salt_solutiofiFor gxperimental performance the cells were seeded into
Quadriperm disltes cczgmngrosc%)' slideg.” Into each chamber 1 x 104 — 6 x 104 cells were
seeded with @érd t@zthe prgpara@time All incubations were done at 37 °C in a humidified

atmospherth 1.@ car@&n dioxidd>(98. air).
Q © O N

4. Preliminary @totme@ity testo v
A pr mar;@ytoto@' y test was peg@&med to determine the concentrations to be used in the main

experi ent@y‘[oto@lty 1 @aragt@zed by the percentages of mitotic suppression and/or relative
increase incell cqunt. ”Eésexp@ental conditions in this pre-test phase were identical to those
required and ded be&low for the main experiment.

The pre-test wperf med with 9 concentrations of the test item separated by no more than a factor
of V10 and a solvent@nd positive control. All cell cultures were set up in duplicate. Exposure time was
4 hours (with and Wathout S9 mix). The preparation interval was 18 hours after start of the exposure.

5. Cytogenetic Experiment
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Pulse exposure:

The culture medium of exponentially growing cell cultures was replaced with serum-free medium
containing the test item. For the treatment with metabolic activation 50 pL S9 mix per mL culture
medium was added. After 4 hours the cultures were washed twice with "Saline G" (pH 7.2) containing
8000 mg/L NaCl, 400 mg/L KCI, 1100 mg/L glucose*H>0, 192 mg/L Na,HPO4+2H>0 and 150 mg/L
KH,POs4. The cells were then cultured in complete medium containing 10@@@ (v/v) FBS for the

remaining culture time of 14 hours. & .
N S

Continuous exposure (without S9 mix): @@ @ O @@
The culture medium of exponentially growing cell cultures was re;@ced v&@ co ete §dlum
containing 10 % (v/v) FBS including the test item. The med@i was fiot cha\r%ed ur@%prep& on of
the cells. TN v S

g’;ﬂ O KT
6. Preparation of metaphases %\ S Q 2y
Cultures were treated with the metaphase-arrestin ubsta@e co@emid | cofidentration: 0.2
pg/mL) approximately two to three hours before t request timy ellswer ated on
the slides in the chambers with hypotonic solutloiQO 4 %§ Cl) 0 min at 37 Af@ncubahon
in the hypotonic solution the cells were fixed with a mixdure o etha and 1al acid (3+1
parts, respectively). The slides were stamed*@th Gigyjisa, n@mted@g ing ar@vered with a
slid. All slides were labelled with a compuat\ nerate ra co&a to pr t score¥ bias.

@
7. Evaluation @ & ©\ é’@
@ © 9 ISEEN
Cytotoxicity N R S) <
Cytotoxicity was assessed by the @term ion of the relat@e 1nc§e@se 1&%1’1 counts (RICC).
~ § 9@ R
RICC = (Increase in numker of cg@m tr@ga@d cuﬁ}%s (fimal- star’u@g x 100
(Increase in n er o@&ells u@ntrol %Itures (ﬁﬁal star a))
Cytotoxicity [%] = 10 QRIC@g V @@ K\
&9 % @

In addition, coded@‘ldes wete ev. ated mit nd 1000 cells per culture were scored and
values were exp@jsed as@per ge of ¢ sol contr

Cytogenetigdama N @ %
At least 150 well-spread me@iphase wer cored per culture for structural aberrations, except for the
positive control @\Exp ent I@n the §¥sence’of S9 mix, where only 50 metaphases were scored.

Only metaph contgining &1 numbe centromeres equal to a number of 22 + 2 were included in
the analys1 caks @agments del @nges and chromosomal disintegrations are recorded as
re recorded as well, but they are not included in the

structural omo§\ ratio

calculat of the¢ gberration rate€) f th%alysw of the slides results in a large frequency of aberrant
cells @1 ast 30 — 50 @cells with a tions) the sample size can be reduced to 50 metaphases per
cultur @%derl resu@ the n®1ber of metaphases evaluated for cytogenetic damage may be
increased 00 per cultiife’ Al‘g%ugh the purpose of the test is to detect structural chromosomal
aberrations, it @m‘[a@&to record polyploidy (tetraploid karyotype or more) and endoreduplication
when these eveqts are%een.

In addition, the HUI@QGI‘ of polyploid cells in 500 metaphase cells per culture (% polyploid metaphases)
was evaluated.

8. Data Recording
The data generated were recorded in the laboratory protocol. The results are presented in tabular form,
including experimental groups with the test item, solvent, and positive controls.
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9. Interpretation of Results
Providing that all of the acceptability criteria are fulfilled, a test item is considered to be clearly
negative if, in all of the experimental conditions examined:
None of the test item concentrations exhibits a statistically significant increase compared with
the concurrent solvent control
There is no concentration-related increase )
The results in all evaluated test item concentrations should be wihin ths range of the
laboratory historical solvent control data @\ @ ©& &

@
The test item is then considered unable to induce chromosomal aberratia@%n th@}es‘[ system. é&
< & Q\
Providing that all of the acceptability criteria are fulfilled®a te@tem i@onsid@@d to%é%y clearly
positive if, in any of the experimental conditions examin: © v

BN
At least one of the test item concentration@exhilgg% a s@tical@signi@nt imcréase
compared with the concurrent solvent contro@\ﬂ & @ ©© N
The increase is concentration-related in at least ong géi)erilgal c%tion
The results are outside the range of the lab@atoktoricﬁ solvent contrglilata @
%, @
L X Q. OIS
When all of the criteria are met, the testStem i en copsideréd ablebto 1ndl@@chromosomal
aberrations in this test system. o O Q
? L e

N BRI < I G S |
There is no requirement for Verlﬁcatlo@a clear posititg or ne@we r?onse@ case the response is
neither clearly negative nor clearly paSjtrve a@%seri d abo S%ind/@&l orde®0 assist in establishing
the biological relevance of a resultShe data shouid, be ev@ated expel@judgment and/or further
investigations. Scoring additionalaglls (witere app?@priate)@r pe@ in&Xepeat experiment possibly
using modified experimental cénditio .g. na&row co@@entrat@l spaéglg, other metabolic activation
conditions, i.e. S9 concentrat&oﬂn or Sigir@uld b&usefu]@ IS

Q S, .
SIS SN
However, results may @ain @sﬁo@ regaxdless @f the n%lber of times the experiment is

repeated. If the data setJyill n(& ow a conclusion of pesitive @r negative, the test item will therefore
be concluded as equé@al. & Ry Q o
SRS %@ > &Q S

10. Statistical mf%a)uysis Q <§@ N RN
Statistical sign&l ance was confivined @sing @ Fislgr’s exact test (modified) (p < 0.05), using the
validated R $&tipt Fi@Mid&Vl. @ for these valiégithat indicate an increase in the number of cells
with chromos mal“@rrati(@ compeared to conciirrent solvent control.

§\ N @ O K
S < “Result§And discussion

o
KA
The test ite@\Amid@ulfur soil boLite@E F094206, suspended in deionised water, was assessed
for its potential t Giduce SHrom al a@rations in V79 cells in vitro in the absence and presence of

metabafic activation bg9 mix. g
@ N

Two indepe\\ﬁﬁent ex%rim@@s wereperformed. In Experiment I the exposure period was 4 hours with
and without S9 . In erimét II the exposure periods were 4 hours with S9 mix and 18 hours
without S9 mixz~The chromosdgpes were prepared 18 hours after the start of treatment with the test
item. In each experimgntal group two parallel cultures were analysed. At least 150 metaphases per
culture were scor@g‘r structural chromosomal aberrations, except for the positive control in
Experiment I, in the absence of S9 mix, where only 50 metaphases were scored due to strong
clastogenic effects. To show cytotoxic effects the RICC and the MI were determined.

The highest treatment concentration in this study, 1270.0 ug/mL (approx. 10 mM) was chosen with
regard to the molecular weight of the test item and with respect to the OECD Guideline for in vitro
mammalian cytogenetic tests. Precipitation of the test item in the culture medium was observed at
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158.8 ug/mL and above in Experiment I and II in the presence of S9 mix. In the absence of S9 mix,
precipitation occurred at 317.5 pg/mL and above in Experiment I and at 1270.0 pg/mL in Experiment
II. No relevant influence on osmolarity or pH value was observed.

In Experiment I and II in the absence and presence of S9 mix no cytotoxicity was observed up to the
highest evaluated concentration. (%)

In both experiments, in the absence and presence of S9 mix, no blologlcaﬂg rele { incrdase in he
number of cells carrying structural chromosome aberrations was observe eT b@% .1- 5)
aberration rates of the cells after treatment with the test item (1.3 — s ab@fant S, ex dlng
gaps) were close to the range of the solvent control values (18 3.0 %eabel&m cellséxclu% gaps)
and within the range of the laboratory historical solvent cont@ dat@ \

In Experiment II without metabolic activation after houts co@:ous atme@& statlsgcally
significant increases in chromosomal aberrations w obser d935. /mL £S5 and

3.0 % aberrant cells, excluding gaps). Since the wvalues gir 1th1 c atory storigal” solvent
control data (0.0 — 3.5 % aberrant cells, excludlng%ps) 1&@ ﬁndﬂgs can be considered a@@ologically
irrelevant. § é\a @ > @

In both experiments, no biologically relev@% crease in t @a‘[e %f polyp metaphases was found
after treatment with the test item (2.1 § %) a@o to t ates e so®ent controls (2.4 —

3.4 %) (Table CA 5.8.1-5).

In both experiments, either EMS (@00 m\%o ug@%) O@A .—@ pg/n@) were used as positive
SO

controls and showed distinct i 1ncr@ses 1n§lls Wlth\\structug;l chr& m&%berratlons
S @ & & S
I @onclfi%nons

In conclusion, it can be sta@ tha @der th xperl}lental\condl @ereported the test item did not
induce structural chromo al -’5‘) atio, é@\ V7%eells n@zn‘m

Therefore, Amidosugﬁon soﬂ&metabghte E, FO9 1s 51dered to be non-clastogenic in this
chromosome aberr@on te%when ed u prec%) the highest evaluable concentrations.

\@ \@
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Table CA 5.8.1-5: Summary of results
Exp. Preparation Test item Polyploid Endomitotic RICC  Mitotic indices Aberrant cells
interval concentration cells cells in % in % in %
in pg/mL in % in % of control of control el ) ih
incl. excl. wi
@aps* gaps* exchanges
%}
Exposure period 4 hrs without S9 mix . & o o«
1 18 hrs Solvent control! 2.8 0.1 100.0 IO0.0@@ é@ 2@
Positive control?* n.d. n.d. 67.3 5&@ <)\6@73.0 &%0.05 §ZI.O
79.4 2.1 0.0 9.1Q; 22 .S\ 2.9%@ 20 00
N A
158.8 23 0.2 @P RS 94.% \1@’ %@v 0.0
\ <
P % 2 R
317.5 23 0.0 < 1 é%a 900 10 Sto oo
Exposure period ISQrs withmﬂ@@ ml§@ &@ © @
) AN S @y
II 18 hrs Solvent control! 2.4 0.1 @.O %, 1006 @@3 &@0 0.0
v
Positive control? n.d. @i QQO] @Q &@ @ 18.0@&'®17.7S 5.0
158.75 2.8 °\%.O & 91 Q 2 943 @ 1.7 1.3 0.0
317.50% 3.1 %& O.1© &9 3 @Q 121e<\’ @@6 3.58 0.2
635.00 3.7@Q (@ &) 79.1 é’ 1@ @QS 0 3.08 0.0
N ° S \) A o
Expost@;\ perioﬂ\él hrs wi@S9 mix@ AN
S ¢, &
1 18 hrs Solvent control! 3.4§ 8& tﬁxg@J)OO.O Q 10 4.3 3.0 0.0
Positive contro@” D \ad S 825@ . 0% 217 2075 43

N
39.7 @ @Qi VCQ 1.3©% &6 \%102.8 2.0 1.7 0.7
79455 & 27 0.5 @)3.7@} 119.8 2.7 23 0.0

P @ &7 &Q© 99 114.9 23 2.0 0.0

1l 18hrs  Splvent cont@)! § 078 1900 100 23 1.7 0.0

“Rositivesgontrol? n.d.@ nd. @903 63.3 193 193 6.3
SN EREN
AN 3@ o @.9 %o 110.8 943 2.7 23 0.0
79.38 4 C) o 109.3 95.5 1.3 13 03
ST O
@2}9 15@%’ x> 28 0.4 116.1 100.5 23 13 0.0

) AN
&y &8
Summaty) of pr@ious@submit@d to@logical data on metabolites
T @O O A S
Amidosulf@-ADH@ (A@%’ZO&@OQ 094206) — Soil metabolite
%, AN

An Ames test ound<o be gative, indicating no genotoxicity potential in this assay. In an acute
oral toxicity test in t@h%at, the LD50 value was found to be > 5000 mg/kg bw. in both sexes.

Amidosulfuron—deséi?[éthyl (AE F101630, Hoe 101630) — Rat and Plant metabolite

An Ames test was found to be negative, indicating no genotoxicity potential in this assay. In an acute
oral toxicity test in the female rat, the LD50 value was found to be > 5000 mg/kg bw.
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Amidosulfuron-ADMP (AE F092944, Hoe 092944) — Metabolite found in the water sediment

An Ames test was found to be negative, indicating no genotoxicity potential in this assay. In an acute
oral toxicity test in the rat, the LD50 value was found to be between 2000 and 5000 mg/kg bw.

AE F128870 — Soil and Plant metabolite @@)
An expert statement is provided on the justification for not conducting a\g%acutﬁgxwlt tudy.. In
addition, rationale is given as to why data generated on the parent ontaboh th

structurally similar, can be used to bridge to AE F128870, to pgegdict tlgy acute%oxic@g and
genotoxicity potential of this metabolite. AE F128870 is @edicte&to ave a 10®acutg\y xicity
potential and not to be genotoxic. %@ ISERN (g&% N
Q" 5 N
Studies submitted and evaluated for the first inclusion o@mzd@umn& Ann& @@(@
€

S
KCA 5.8.1/01 ©992,\1\@1376$1 1.2 @
5 b

gonells 380 & S
M-137603-01-1 § Q© Q@Q S (& @@
S S F ST e
@ s S O @ IS
K —— = oz 0 %%@1
CASS%) - ‘) 92, 376\
& R,

LS
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KCA 5.8.1/05 | . : 1992;: M-137963-01-1
M-137963-01-1
%@@
$ @ & o
KCA 5.8.1/06| ] U; 1995; M-138232-02-1 @ @% % é\’
Byt \\ @% v
@Wistagat o RS RS
N
M-138232-02-1 @ N NN o
%, r oSS A
RG)§ 8 b OISO
O v @w ,©° © @
& °\ % &
- S & &
KCA581/07q;200-229 01-10 oS
o 0 ot gyl
@
N R SIS
M-229593-01-1 =) & (DM 9
PN
Q 6 L A
N %, @) Q> s ©
R N < O A
2 O &N
N R R o
"AIR process" - new studzes&obmltz@ @K, S Q\@ %\Q

The following studies not @%f thnasellr@doss The& ave been submitted to former RMS
(Austria) to support tlfgypost A éroces s.of Aml@ @? They were evaluated by Austria and

are part of the DA dendym (FeBZ2011 @sdd nograph prepared in the context of post
Annex I procedure (hew @exa))
N © °\ @ Q

BCS- CO41@ (met@ohte &nido@uron amd was identified as a major soil metabolite of
Amidosulfuron Wlﬁ@. predieted PEC,,, v of > 0.75 ug/L << 10 ug/L which triggers groundwater
relevance assess&}nt acegrding @ EU @unmlrectlve 91/414/EEC (SANCO/221/2000 —rev. 10,
25 February, 2093). aft ége presented the toxicological data generated on this metabolite to
demonstratg<ts non- evance&'l‘hls ludeé@m vitro genotoxicity tests, an acute oral toxicity study
and a 28-dayoral @%’cﬁy @dy inge rat.

Thes@ies degfonstr@ that B@S—CQ@y 839 (metabolite Amidosulfuron-guanidine) is not genotoxic
and i@t toxic @ter an @oute orssubac ral administration.
1 @er angoute opfubacyigo

N 6\9@ @\
" &
S
@
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Report: KCA 5.8.1/10| RV ; 2010; M-370258-01-1
Title: BCS-C0O41839 (metabolite amidosulfuron-guanidine) - Acute toxicity in the rat after
oral administration
Report No.: AT05921
Document No.: M-370258-01-1
Guideline(s): Regulation (EC) No 1907/2006 (Reach); EEC Directive 440/2008 Part B - Method
B.1. tris; OECD 423 (2001); EPA Health Effects Test Gulde@ s (OPPTS 870.1100);
EPA 712-C-98-190 (1998) & .
Guideline deviation(s):  not specified § @\ & %
GLP/GEP: yes SIS @
& & A S
Material and methods: O AN \\ & N
Test Material: BCS-CO41839 (An@osulf@m- @mine‘%g "~
Lot/Batch: BCOO 5900-29- z@ . RN & .
Purity: 98.6% %\ > S L A
Stability of test compound: Stable for th@wano the@osing @e ©© N
Vehicle: Polyethylerg glycol 0 8 & @
\ N @6 @@
Test animals: ”\a ©§ @ &
Species: Rat (@ale) @ & @ @@
Strain:
Age: % 12 wy
Weight at dosing:
Source: &
Diet: . S Maus/Ratte
o , ad libitum
Water: é\a @ TapNLter ddJibituntH

ups within treatment groups, in
dust wood granulate bedding
, Germany

anals Kere hou%d in %
PotycarbQnate céies oo

Housing:
g §y @j@

The test substance@ras sing ise ced§ each step using three female rats. The
starting dose wﬁ@seleeg fro 5@ r fix€d levels, 5, 50 300 and 2000 mg/kg bw. In the first
instance, threeSanimats, werg dosed 00 mg/kg b 1n the absence of mortality, a further three
animals Weé& 0s this@dpse lexsl As @re wag, no mortality at 300 mg/kg, an additional three

animals were dos&@ at 2000 mg/%bw; a%ﬁo mq&ality occurred, a further three animals were dosed at
2000 mg/kg bvg% @ S &

L
The anima \/ere r oml asmgn@%he@oups Following a fasting period of approximately 16 —
24 hours, each gr@y) rece@ed a sfogle dése of 300 or 2000 mg/kg of BCS-CO41839 by gavage. The
test substance was administered$h polysthylene glycol 400 at a volume of 10 mL/kg bw. Clinical
signs moxgglity ra@ weretdeternfined several times on the day of administration and subsequently
at leas onc%@’ally fi atwl@erlod of at least 14 days. Body weights were recorded on days
1, 8 and 1 15 gogo ani were sacrificed by carbon dioxide, dissected and examined for

Y
gross patholog@%h

%

Findings:

No deaths and no @ﬁmcal signs were observed during the observation period, neither at 300 nor at
2000 mg/kg bw. Body weights of the rats were not affected. No gross abnormalities at necropsy were
found.

Conclusion:
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The acute oral LDsy value of Amidosulfuron-Guanidine in the Wistar female rat was greater than 2000
mg/kg bw. No classification and labelling is triggered, neither according to DSD nor to CLP.

Report: KCA 5.8.1/11 | .; 2010; M-385894-01-1
Title: BCS-C0O41839 (metabolite amidosulfuron-guanidine) - 28-day toxicity study in the
rat by dietary administration S
Report No.: SA 09173 @
Document No.: M-385894-01-1 S
Guideline(s): O.E.C.D. guideline 407 (July, 1995); E.E.C. Directive 9@4/EC@thod@% (Julyyy &
1996) @
Guideline deviation(s):  not specified @ . @’ % §
GLP/GEP: ves S 8 O S
VB SN R °\
Material and methods: % S) K @7 é;’ T
Test Material: BCS-C0O41839 %@taboly@}Amm@ulfur@gua il e)
Lot/Batch: BCOO 5900- 2 @
Purity: 98.6% @ AN @
Stability of test compound:  Stable in ro@nt ~%for a {g‘eflod c&verm studytaration
Vehicle: None Q

S
& = O
Test animals: o I @-@Q % @© ©

Species: R > QO @ ST @

Strain: i-WI (10RS H@ <9 @@

Age: @'to &ks a@romm@% o

Weight at dosing: ©241t&281 g'for the fr;a es, to for the females

Source: .9
Diet: >
>
SN
Water: § @Q
Housing: @ A %\mma{gﬁwere @% %@Vldually in suspended stainless steel

Q @wire @

& Q° @
The purpose | ofHihis - t®dy @y 49 to asyess s cute tox101ty of Amidosulfuron-guanidine when
administere \'ats 1§helr @gts for 10d\f 28 d '\

Q
Animal assignmeiit and treatmen Q\ C&
There were 5 aqll als ch sgxper dese groufd) Animals were assigned to dose groups randomly by
body Welght @gmldos uron-guanidi as administered in the diet for 28 days to Wistar rats at the

following § 0, 2&00 000 ppih (equating to 0, 31, 152 and 778 mg/kg bw/d in males
and 0, 34, 174 7 m@(g bw/@y in_females). The dose levels were based on the evaluation of the
results 8 da weeks rat stugy’ with the parent compound Amidosulfuron, where the only

obse effeqt was régduced &ody wRight gain seen in males at the highest dose level tested (10000
ppm). A ‘@dtlve ntroup eived plain diet. Animal housing and husbandry were in
accordance&(mth% reguZL@ ions ©f the Guide for the Care and Use of Laboratory Animals (Public
Health Servic 10na@nst1tk§ of Health, NIH publication N°86-23, revised 1985) and “Le Guide
du Journal Offieiel d%Communautes Européennes 1.358, 18 Décembre 1986, N°86/609/CEE du 24

Novembre 1986”.
@’
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Table CA 5.8.1-6: Diet concentration and daily dose levels
Test group Concentration in Dose per animal Animals assigned
diet (ppm) (study averages)
Male Female Male Female
(mg/kg bw/day) (mg/kg bw/day) @@
1 0 0 0 45 s 5
2 400 31 34 s @) O5 O
%
3 2000 152 174 O 5 N 50 2
5 D) @
4 10000 778 86 Sy
@ IS = e
. . . e AN v O
Diet preparation, analysis and administration: © K @
Amidosulfuron-guanidine was ground to a fine powder @% n %orateto tl‘@’let b @y mixing to
for @ch ¢ ntr . The

provide the required concentrations. There was one @parau@mer wee
stability was demonstrated during the course of thesstudy at@)nce ions,0r400 and 100@8-ppm for
a time which covered the period of usage and st@ge ﬁe&%he study. Homogen @ att .Q) west and
highest dietary concentrations and concentratl&g n check$it all@@se le 1thn& range 85-
90% of nominal concentrations. S Q @

5 Q K @ @
Clinical observations: f@

The animals were observed twice dai @or mogund@ and @rta @(once 11y on weekends or
public holidays). Animals were obsefy; Slinic 51gns easto 0 in addition, detailed
physical examinations were perfornfedl at Weeig]ﬁy durifig the ment@érlod The nature, onset,
severity, reversibility, and duratlc@of an@@hmcaf%;gns wrd rec&

L R
Food consumption and bOdVQNel,th
Food consumption was rec ed W @1 ngeekly\nean%c 1ev§ osage intake for each week and

for weeks 1 to 4 was ¢ ated r ea Body weights recorded at least once during the
acclimatization phase, @q the st dayvof test bst e ad mistration, then at weekly intervals
throughout the treat t periods. Diét- faste&mma{vere @ghed before necropsy (terminal body
weight) at Day 30 @ % Q>
» & &S

Opthalmoscomc@bserv&tlon N~ Q

An ophthal oplc@mm’&lon agperformed onalt animals during the acclimatization phase and
on control and h1§® dose @roup 4nimals @rmg Sweek 4. After instillation of an atropinic agent
(Mydriaticum, @rck &arp a@ Doh@) e&kl\g eye was examined by means of an indirect

ophthalmosco% §
<

Neurotoxmﬁasses@%ent
All ani ls wer b] ecte@to a rotq&?tty assessment (exploratory locomotor activity, open field
observ NS, ser@ory r@tmt and gripBtrength) during week 4.

< &
Haematol@gﬁnd Cl%icals@hemlstm
On study days 36xyr 31,4 ©~ ood sﬁples were taken from all animals in all groups by puncture of the
retro-orbital lexus. @pimals were diet-fasted overnight prior to blood sampling and
anesthetized by inhalation of Isoflurane. Blood was collected on EDTA for hematology, on and clot
activator for semnﬁgcal chemistry and on sodium citrate for coagulation parameters.

The following hematology parameters were assayed using an Advia 120 (_, France):
red blood cell count, hemoglobin concentration, hematocrit, mean corpuscular volume, mean
corpuscular hemoglobin, mean corpuscular hemoglobin concentration, reticulocyte count, white blood
cell count and differential count evaluation and platelet count. A blood smear of Wright’s stain was
examined when results of Advia 120 determinations were abnormal.
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A blood smear was prepared and stained using May-Grunwald-Giemsa method. It was examined when
the results of Advia 120 determinations were abnormal.

Prothrombin time and activated partial thromboplastin time were assayed on an ACL Elite Pro

(Y France). %

@
The following clinical chemistry parameters were assayed on serum usin ﬁ% Adyi @ T650
B France): total bilirubin, glucose, urea, creatinine, chloride, um,po assiuny, cala@m

inorganic phosphorus, total cholesterol, triglycerides, aspartaté amlr@ransfea%s &mne
aminotransferase, alkaline phosphatase and gamma-glutam ansferdse actiVities, @%I pretein and
albumin concentrations. Globulin concentrations and albumt obb@a rati KIues were caloylated.
Any significant change in the general appearance of the a gn @the sgg‘& w cor

@ @&\f

Urine analysis: %
e% an%wat@ere not

‘”\g

On study day 27, overnight urine samples were coﬂiectedoggfn al@@ﬁmal ?e

accessible during urine collection. Any significanthange in thngene al appearatige of - urme was

recorded. Urinary volume was measured, pH wag assa @Tﬂln Clint 500@3 Mu&rs‘ux dipsticks

mUrlnary refractiyedndex @s mea (74 red uSing a %MQO ctometer (|
France). Glug@ ilirubin cke! onerbodies,@ccult blood, protein and

urobilinogen were assayed using a Clini &k 500 @nd Mullistix @ucks , France).

Microscopic examination of the urina diment was p%rformgy afte@ltrrfu 1on of the urine. The

presence of red blood cells, white blﬁe}ls@pimg\f@ cell%&icte@cas‘cs At crystals was graded.

Sacrifice and pathology: & % \ & S

On study days 30 or 31, a con})lete rops Swas ?%rmed% all@Srmals Animals were deeply
anesthetized by Isoflurane ifthalatiofy then&gsangu%nated bgfore n&eropsy. All animals were diet-
fasted prior to scheduled ﬁce %e psy included the examination of all major organs, tissues
and body cavities. Macrggeopic @l orm ies weie recof@ed, sampled and examined microscopically.
Adrenal gland, brain, epididyrhis, heart dney, hve@@var ituitary gland, prostate gland, spleen,
testis, thyroid gla ith parathyr gla and § udrng cervix) were weighed fresh at

scheduled sacrifice‘eihly. P«@%d orga 3 s w@?welggd oge

The following. %Qrganswggr tlssues were @rnpled %re%@gland aorta, articular surface (femoro-tibial),

bone (sterndu), barr (ster@) br, eplgi\\g mis, oesophagus, exorbital (lachrymal) gland,
eye and optic nerye; arde 1an gland, heg intestine (duodenum, jejunum, ileum, caecum, colon,
ér

rectum), kidne &laryn liver, ng, ph nodes (submaxillary, mesenteric), mammary
gland, nasal ies, eas@pituitary gland, prostate gland, sciatic nerve, seminal vesicle,
skeletal mugele, ski pm ord (c£a1 ra01c lumbar), spleen, stomach, submaxillary (salivary)
gland, testisy'thy thyr@ glar@ withparathyroid), tongue, trachea, urinary bladder, uterus (with
cervix), glna & one marrow §mear prepared from femur, stained with May-Griinwald Giemsa,
but ed as X & treatment r changes were observed in haematology or bone marrow
histology. @sues s@nples &ere ﬁ@ by immersion in neutral buffered 10% formalin with the
exception BEthe eye, opti Sherve @rderlan gland, epididymis and testis that were fixed in Davidson’s
fixative. Hist\@logl@% examinations were performed on all tissues specified above (except
exorbital lach 1 gland 1aw@/phawnx and nasal cavities), on all animals in the control group and
the highest dose grgup) Kidney, liver, lung, thyroid gland were examined in the intermediate dose
groups. Signiﬁcan@aeroscopic findings of all animals were examined microscopically.

Findings:
Clinical signs and mortality:
There was no mortality in the study. There were no treatment-related clinical signs in any group.



Bayer — Crop Science Division Page 48 of 116
2016-06-22

Document MCA: Section 5 Toxicological and metabolism studies
Amidosulfuron

Body weight and body weight gain:
No relevant changes in mean body weight or mean body weight gain were observed at any dose level
in either sex.

Food consumption:
There was no impact on food consumption in either sex at any dose level tested, &

Ophthalmoscopy: N &
No ocular abnormalities were induced by treatment. @@ @

% 5
Haematology and Clinical Chemistry: @° & >
Hematological and clinical chemistry examination showedno tr enta@ted @@mng%ﬁe only

statistically significant difference observed was absolute-lymphd&yte cotat at 2600 pp@m females
only; this was considered to be incidental since it was négseen &tjhlghe%se le®? Q 2y

o £
Urine analysis: &© O Q@ K@ © @
Urinalysis revealed no treatment-related findings. ‘Q \\ N ©© @@

Functional observation batterv

& %o @
& 2o @
Sacrifice and pathology: % © &@ @Q i 9

There were no changes in terminal body § or oggan We@s atan dose@Qelther sex.
There were no treatment-related ma&&scop&g or mm@scop@® an@t alg<@ﬁ)se in either sex.
L S &

& N
Conclusion: N § Q
A@ldosu%ron- anidir@as 10000 ppm, equivalent to

<0

The No Observed Effect Leyel (NO
778 and 867 mg/kg bw/d inales an an fen@%’respec 1vely\ %\
Q N
Report: §@2 s sV . 2M 358399-01-1
Title: GSalmonella typ@murlumeverse@tansay with BCS-C041839 (metabolite
©©> amldq%sulfur #guani & S
N

Report No
Document No.:_ = 585@ %
Guldehne(s) 1nth Addend o OECD ui es for Testing of Chemicals, Section 4, No. 471:
Bac tal Re n T t dopted July 21, 1997; Commission Regulation
0 (EC 0. 440 OO 4 dated May 30, 2008; EPA Health Effects Test Guidelines,
o K\ QPPTS 8’@5100&@cterleverse Mutation Test EPA 712-C-98-247, August, 1998
Guideline dev12%a;1(s) @j%t spe@‘&"@ed

GLP/GEP:
S @ 5 &
Materla and m@@ @© S
Test Mat zal @ @CS C041839 (metabolite Amidosulfuron-guanidine)
%o@ 9 @} S ~SRDL 603-16-20
: Q& ' 98.3%

Stablhty \ est (@iﬂpo d§ Stable for the duration of the study
Control Materials: % ©

Negative: § Culture medium

Solvent: Dimethyl sulfoxide (DMSO), (MERCK, Darmstadt,

Germany)
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Positive:

- Non activation (-S9): Sodium azide, NaN; (N EENEEEEE Germany) for TA
1535 and TA 100 at 10 pg/plate, 4-nitro-o-phenylene-diamine,

4-NOPD ({ , Germany) for TA 98 at
10 pg/plate and for TA 1537 at 50 pg/plate , methyl methane
sulfonate, MMS (| , Hohenbrunn,

Germany) for TA 102 at 3 pg/plate
- Activation (+S9): 2-Aminoanthracene, 2-AA  (
Germany) for TA 1535, TA 1 %d TA 1

2.5 pg/plate and for 1‘8 102 a&@ ug/pxa §
o
- Activation: The S9 fracti @was Syolagedh  fro the &}Wers of
Phenobarbital/ I@phth&f@von@% uced\rats .
(N @ %

Test organism: Histidine- del@ndent xot hic &nts@@f @onella
typhlrnurl TA 15%39 TAg\soo TAJ537 A 98 &TA 102

Source: Strains of uriup were &btame fom Tranova B
Gg&@ny Jog @&
v
) R &

Test concentrations: ’ v
Experiment I (plate 1nc0rporatlo% F@ all %&ns @ or t%’out S@lex 3, 10, 33, 100,
@333 100 and 9@0 ng/
Experiment II (pre- 1ncubat1c@©est) ﬁ@ straip§ewit with@y 9 mix: 33, 100, 333,

%\ IQQ 250@ and 50@ ug/{}ate

o

To evaluate the toxicity of the Est 1t§a pr@%pem@?t wasgrfor@i with all strains used. Eight
concentrations were tested tox1d@/ and ‘mutatiofnindugtioh with“each 3 plates. The experimental
conditions in this pre—e@nmer@ ere@ san& as des}lbedﬁr the experiment I below (plate
incorporation test). S @ &\

@
Toxicity of the tesm can be ev1@nt as @reduct@l n @number of spontaneous revertants or a

clearing of the bactefial b -vc\ awn @ N)
b

The pre—exp i ent d as m ent I & - e the following criteria are met:
Evaluable s (> lom at ﬁV once tlonmr more in all strains used.

In the pre-ex #iment cotrat1 n rang (&f the test item was 3 — 5000 ug/plate. The pre-
BT % &

experiment iscgeporte@)as e;%p@rlme Sl@e no toxic effects were observed 5000 pg/plate was
chosen as I@(lmal centration.

The co tratidWrange, includedtwo ‘%rithmic decades. The following concentrations were tested
in expetimentd): 33‘@ 333&1000 é@ and 5000 pg/plate

For each strain ar%iose 1& mC&Emg the controls three plates were used.

The following ials Were %ed in a test tube and poured onto the selective agar plates:

- 100 uL Yest %utlon at“each dose level (solvent or reference mutagen solution (positive
control)),

- 500 pL S9 @1}( (for test with metabolic activation) or S9 mix substitution buffer (for test
without metabolic activation),

- 100 pL Bacteria suspension (cf. test system, pre-culture of the strains),

- 2000 pL Overlay agar
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In the pre-incubation assay 100 pL test solution (solvent or reference mutagen solution (positive
control)), 500 pL S9 mix / S9 mix substitution buffer and 100 pL bacterial suspension were mixed in a
test tube and incubated at 37 °C for 60 minutes. After pre-incubation 2.0 mL overlay agar (45 °C) was
added to each tube. The mixture was poured on minimal agar plates.

After solidification the plates were incubated upside down for at least 48 hours @@7 °C in the dark.

The Salmonella typhimurium reverse mutation assay is considered acceptang if it ﬁ‘fegts thollowc}@g

criteria: ‘ ‘ @

- regular background growth in the negative and solvent control @) %
- h i in th i 1 1 ifith f 1
the spontaneous reversion rates in the negative and so \@ﬁ contfy are{N € ra@e (o] t& arlan

Laboratory historical data @ Q>
- the positive control substances should produce@ s1gn®cant§§ncrea&@1 m@mt colony
frequencies @ S) 2y

S & &
A test item is considered as a mutagen if a biologice Qy relé(;'/’%mt 1% dase @fﬂe number o ertants
exceeding the threshold of twice (strains TA 98, 1@100&n TA02) or three ti (strajgd TA 1535

and TA 1537) the colony count of the correspo&gmg solyent cogtrol is @er\/ed@,
ouding solgn @m S

A dose dependent increase is considered ba&@lcally re ev%@if th%hresho@s exce@ed at more than

one concentration. S é @ QL 2y @

) @ 9
An increase exceeding the threshold@@onle C(%)entra@‘? is judged a&ologlcally relevant if
reproduced in an independent secon@%xpem@ent %gg @@ § N @)
A dose dependent increase in fh@ nu of r@&ertant @glomes@elo *e threshold is regarded as an
indication of a mutagenic R&en‘ual epr dubed jifan in ende cond experiment. However,
whenever the colony count@ema R 1 hlsto§cal range of"ﬁ@gatlve and solvent controls such
an increase is not conmd@ blol@call evan& @ N

; &

Findings: G
No toxic effects, ex& eredu %\, nt um *f re ants (below the indication factor of 0.5),
occurred in the tg,@t grou o@ 1th ik withglit meta u 1c activation.

No substan }% ncre in 1@\erta @fony%&umbe@f any of the five tester strains was observed
following tr tmer?@/lth BC5- CO % nfBtabolites Amidosulfuron- guanidine) at any concentration
level, neither m@he presence ngy abse@ of Cmetabohc activation (S9 mix). There was also no
tendency of higheér mufdtion ﬁ@s withincrea$it g concentrations in the range below the generally
acknowledgedBorde; %1 al r ance@

SRS

The co%lrrent itive @ntro@QemQQ}rated the sensitivity of the assay and the metabolising

activit the liver prefigrations. @
i | S
Results ar ﬁsenteﬁn the@%lov&ng tables:

§©@
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Table CA 5.8.1-7: Summary of Results Pre-Experiment and Experiment I (without activation)

N
Table CA 5.8.1-8: Summary of Resulﬁgl?re-Ex

periméntal an

e

Metabolic Test Dose Level Revertant Colony Counts (Mean £SD)

Activation Group (per plate) | TA 1535 TA 1537 TA 98 TA 100 TA 102
Without  |DMSO 14+5 14+5 3247 12349 475+ 97
Activation | Untreated 15+£2 14£5 32+5 157419 455+ 14

BCS-CO41839 3ng 1542 13+3 33+8 @39 +9 478 +20
10 pg 17+1 16+3 3343 [ N1514050 | 471423
33 ng 1742 11 3647 < 131@7 | Qo7+339D
100pg | 1843 1142 312450 188212 425448
333pg | 161 14+3 oo 3144 | w7+ ST 499916
1000pg | 141 1645 @ aes6 o V14083 | 496+ 34
2500pg | 14+1 13 43, @3N 13808 [ as1+10
5000 pg | 1642 12@p 20+ | 5T+6 Q462544
NaN; wpg | 1898:67| 7 P 4. o0’ @
4-NOPD 10 ng NEE 33%+27 4 Q
4-NOPD 50 ug SR | LY g N @
MMS 3.0 uL @ m@ @ %© 453 & 3432 + 963
o D Q S ©
S & MRS

@
&xpe‘ﬁment ]g@vith activation)

S
&

N

Metabolic Test Dose Leg? é @everta@olon&\o{mts ;@an +SD)

Activation Group (per platd) | rivisas| ra1szy,”| @98 ] TA 100 TA 102
With DMSO . Moz | 1923 |@52+7 188410 | 616424
Activation | Untreated & 21:@7 | | 2 5248 | 192+14 | 655+59

BCS-CO41839 £ 3pg 2| 1033 | 0x4 | 2649 19420 | 620428
105 [9d+3 N 2045 W7 167+7 626+ 29
O | 3Fng 1940 1€95 | & 4342 161+ 10 622+ 35
S 100 gy 2148 | A3 oYY 3747 166 + 31 610 + 32
S SES @2 & 20+38] 48+ 161418 | 617439
o . O] W (S8 1757 | 47+10 165412 | 60574
NS 2500 g O 1442 | 801 43+4 164+ 8 610 + 28
A7 [s000wp| 18m3 | wJ¥+4 45+ 4 160 = 3 607 + 18
2-AA°S, | 25u A55+6c] 34239 | 19214203 | 2569+79
2-;\@9K Q7| ebpg 9 2122+ 142
~ 9 SRS
Key to Posit@k Conmﬁs @) (®\ BN
NaN; §ﬁsodiumgﬁide © (?’
2-AA§ 2-aipoanthréepne & A
MMS SI{S yl methane sue °\©
4-NOPD 4-nitr0—,§§henyle,,@adiamine§
Vi ~ &
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Table CA 5.8.1-9: Summary of Results Experiment II (without activation)
Revertant Colony Counts (Mean £SD)
Metabolic | Test Dose Level
Activation |Group (per plate)
TA 1535 | TA 1537 TA 98 TA 100 TA 102
Without  |DMSO 17+3 941 32+5 | A354+5 417422
Activation |Untreated 9+ 1 12+3 28+4 158+ 9 424+ 10
BCS-C0O41839 33 g 1546 941 21O 12208 [N360+22
100 pg 17+4 7£2 20+@% | da4+11 38095
333ng 18 +3 10+3 3093 | Y5148 )| 3@t
1000 pg 1743 10427 | 30%3 104498 | "S66+41
2500 pg 1243 9%l |29+ | 1510 o} 354+34
5000 pg 16+4 Are3 L 274% | Ne3+2ind 35642
NaN; 10 pg 178679 |5 @y Y sse@ | O
4-NOPD 10 pg MO [ $8b+19, e
4-NOPD 50 pg Q[ 1338 IS 2
QO
MMS 3.0 uL NY 2 1690 + 230
N Q\J S o
S @
% ) o
Table CA 5.8.1-10: Summary of Resulg xperiment J w1th ivation @))
< 3
Rever Colg Youn ean +SD
Metabolic | Test Dose Level o O 9 @t {&% & )
Activation |Grou er plate K (@) A
P ® % ) 5}’&& 1535 TA%37 TA 98, TA 100 TA 102
° &
With DMSO O 161 %13i% 3 147 +£2 550 20
Activation |Untreated ST 122467 | 41 %6 175413 | 526+64
BCS-CO418394Y @ 7258 523 D747 135416 | 481+16
O | o100 pg 12+4° | gd+4 &7 39+11 139420 | 537427
a7 333 | fhea 1214507 3746 13442 562 + 52
S e 1000ng | @03 & 10& 40+3 1242 521+ 40
e . O e [0+ 11902 4342 139+ 6 525+ 38
A 5000;;@@ 16+4° | D111 3944 141+7 547 + 38
XA A v 2sue | a8 o 15719 | 14104148 | 17874386
2-AA° 10 N 2406 + 66
g il DN
o AN N N
& @ N Ké@
. 2 @)@
Key to Posit@ Con&mﬁ (($ (& N
NaN3 ﬁsodium@%ide © (%
-AA§ 2-arfipoanthrdegne N
;{7 yl metl’ﬁe sul&’ @
4-NOPD | 4-nitro ,@%benyle;l%v:hammég

) w
Conclusion:
It is concluded thag§midosulfuron—guanidine shows no evidence of mutagenic activity in this in vitro
bacterial system.
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Report: KCA 5.8.1/13 | ; 2009; M-357870-01-1
Title: BCS-C0O41839 (metabolite amidosulfuron-guanidine) - In vitro chromosome
aberration test in Chinese hamster V79 cells
Report No.: 1271705
Document No.: M-357870-01-1
Guideline(s): Ninth Addendum to the OECD Guidelines for Testing of Chemicals, February 1998,

adopted July 21, 1997, Guideline No. 473 In vitro Mammah hromosome
Aberration Test; Commission Regulation (EC) No. 440/20(%8 B10: Mutagemcuy In

vitro Mammalian Chromosome Aberration Test, dated Stat

Environmental Protection Agency Health Effects Test del PPTS 70.5

In vitro Mammalian Chromosome Aberratlon Test 8 22%§Sﬁugu 998
Guideline deviation(s):  not specified

GLP/GEP: yes o % \
g}ﬂ § K\ s
Material and methods: @ S S \ v’
Test Material: BCS-CO41839 metabafite Amld@ulfu@ S ualine) &
Lot/Batch: RDL 603-1620"  © (@ ©
Purity: 98.3% Q \\ @ @@

N
Stability of test compound:  Stable f({%le dutdtion of the stu &
Solvent: DMS§ imgthyl  swhfoxide: A Gel(&@ny, lot no.

K392} 31{17 K4 1379@920) @
SO L@ @ % @
Control Materials: % & Q@J
Negative: @ltur edlu @
Positive: @EMS\ thyln@ ane @n fon , Belgium, lot
10, A0246840) withoht S9 at )0 and 1000 ug/ml
@ lophos@jarmd Gerrnany, lot no. 097K1311)
Q ©©1th k X ag\ﬁl ug/@ N S
Cell line: @se h@ster V@; lun(%is
Source: N & Cells obtained
©©© , Germany

o N
& $ S

Experiment’ I (pfé-test): 10.4, 20.8, 41.6, 83.1, 166.3, 332.5,
NN @65 0,1330.0.and 2660 pg/ml.
\Q © @ §§1ment II: 41.6, 83.1, 166.3, 332.5, 665.0, 1330.0 and
%& éa @ ug/@%
The highe oncen@@tlon used in cyt@etic experiments was chosen considering the current
OECD Gu hne in v@ ma lian& ogenetic tests requesting for the top concentration clear
toxicity vith redyced cell numbers or fitotic indices below 50 % of control, which is the lowest
conc@tlon and/o%@ e o&:urren% of precipitation. In case of non-toxicity the maximum
concentrati ouldye 5 mgymL, 5@L/mL or 10 mM, whichever is the lowest, if formulation in an

appropriat&solve%ls pos\zsi@e

°

Test t @5@ \
est concentr ns. w\g

AN

With respect Wﬁle olecula@eight of the test item 2660 pg/mL of BCS-CO41839 (metabolite
Amidosulfuron-guagidine) was applied as top concentration for treatment of the cultures in the pre-
test. Test item con@ntrations between 10.4 and 2660 ug/mL (with and without S9 mix) were chosen
for the evaluation of cytotoxicity. No precipitation of the test item was observed. Since the cultures
fulfilled the requirements for cytogenetic evaluation, this preliminary test was designated
Experiment 1.
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Since no cytotoxicity and test item precipitation was observed in the first experiment, concentrations
between 41.6 and 2660 pg/mL in the absence and presence of S9 mix were chosen for the second
experiment.

Table CA 5.8.1-11: Doses applied in the Chromosome aberration test with BCS-C041839

Preparation Exposure | Exp. Concentration @@
interval period in pg/mL "\x @\o @& &
Without S9 mix @@ @Z\?’ %@
18 hrs 4 hrs I 104 1208 (41.6 |83.1 @@%.3 %2.5 <)6}5.0 @%0.0o i%\é{)o
18 hrs 18 hrs 1l 416 83.@\0 166.50 33@& 66&0@:9133@9 2660.0
With S9 mix w\ﬂ@ > v § § &
7 0 ) ) Y
18 hrs 4 hrs I 104 [20.8 41.?® 83.1 ‘N 1660.3 3325 665.(%\ 1330.&5%660.0
18 hrs 4 hrs II @ .6 8@ I%Z 3@ 6@§ 1?@ 2660.0

Exponentially growing stock cultures mG@%an 0% c Quen&were t@@ed w1t€l<1@j trypsin-EDTA-
solution at 37 °C for approx. 5 mlnu‘g%? TherOthe et@ymateat;n%ﬂt W opped by adding
complete culture medium and a single suspension was prepared. trypsi concentration for all

sub-culturing steps was 0.5 % (w@@ n @@ g -fiee sal@@ﬂut@%(

o

, Germany). é}’ \ & \"\

Prior to the trypsin treatment t};e\cells e ri w1th\@1-Mg i*e sal@)j)lutlon which was composed
as follows (per litre): L O 9 O\@
NaCl 8000 mg & < S
Kl meo) T O @
KH,PO,4 0 mg, o ©@ 6@&
Na,HPO4+7H>0 2160 Ing

@ @ <& R Q

reg o thegpreparation time. The medium was MEM with 10 % FCS
% 100x Pe@cﬂhn/ &eptogycm and 1 % Amphotericin B.

Exposure pex@?& 4 h(§ >

The culturestaediu R%lentlal rowi Qell cultures was replaced with serum-free medium with
1 % 100x Penicill@y>Strepfomyciryolutién,and 1 % Amphotericin B-solution containing the test item.
For thec&gjaatme@wnh@ietabol@actl@n 50 uL S9 mix per mL medium were used. Concurrent
solv nd pgsitive €9 trolsc were L&r ormed. After 4 hours the cultures were washed twice with
"Saliné G" ﬁ@ then the ce%@ere cuitlired in complete medium for the remaining culture time.

<\ 8
The cells were @yeded 1@%0 rlpe@gﬁsh , Germany) that
contained rn copi. 1de (at eas ha bers p h and test group). In each chamber 1 x 104 -
6 x 104 celfsy Q§ ion ti i i

(complete medlu

The "Saline G"ﬁtlon Sas co osed as follows (per litre):

NaCl 8000 m
KCl L7400 mg
Glucose*H,O @ 1100 mg
NazHPO4'2 Hzo 192 mg
KH2P04 150 mg

pH was adjusted to 7.2.
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Exposure period 18 hours

The culture medium of exponentially growing cell cultures was replaced with complete medium (with
10 % FCS, 1% 100x Penicillin/-Streptomycin-solution, 1 % Amphotericin B-solution) containing
different concentrations of the test item without S9 mix. The medium was not changed until
preparation of the cells.

All cultures were incubated at 37 °C in a humidified atmosphere with 1.5 % %(@(98.5 % air).
O\ &
Preparation of the Cultures O @ © @@
Colcemid was added (0.2 pg/mL culture medium) to the cultures 1 ours’r&ter tb% startZef the
treatment. The cells on the slides were treated 2.5 hours later@fthe cﬁambe swith h toni ﬁutlon
(0.4 % KCI) for 20 min at 37 °C. After incubation in the hy}@tomc utlo t cellggvere fixed with a

mixture of methanol and glacial acetic acid (3:1 parts, @pectlv@/) r1@nt twoeslides per
group were prepared. After preparation the cells we@ stal&? w1t giem e\*
Germany). &4 é@’
. : < @ @
Evaluation of Cell Numbers Q \ \ @
The evaluation of cytotoxicity indicated by reduced cel@mb SWas @e aft@@'ﬁe preparation of the
cultures on spread slides. The cell numbers e de@mned@mcros%&pic&?&by co g 10 defined

fields per coded slide. The cell number ofotg eat{lent gr@ﬁs is g@zen in peicentage compared to the
respective solvent control. %& @ L ‘?\9 @

@

AN

Analysis of Metaphase Cells © $ N @ @

Evaluation of the cultures was perf@med {accordihg to s@dard tocol gf the "Arbeitsgruppe der
Industrie, Cytogenetik") usmg I@KON@mrosc&aes with™ 100x_ o1l 1@r510n objectives. Breaks,
fragments, deletions, exchanges, a d@chronfgsome @smteg@tlonsere recorded as structural
chromosome aberrations. G&gs we eco @ as oW vell butznot m@l ded in the calculation of the
aberration rates. At least a hases pex, cultute, were evaluated for cytogenetic
damage on coded slides cept the @tlve trol @Exp@& ment I without metabolic activation,
where only 50 metaphasds werg 1uate

Only metaphases wi aracterlstlc mo ers i 1 were included in the analysis. To

describe a cytotox1@ fect@mn% Yo cel]g m@@ts) was determined.

Evaluation critefia \
A test item @asmﬁ as n(i&clast 1c 1f\
- the numbe\f@f induedd strutural. ﬁ%mosé%ie aberrations in all evaluated dose groups is in
the range of the laborator@Js histdtical cofitrol data range
and/or g% é& @I@ &@ ¢
- no s%%fﬁcar@j@{creasé%f thﬁmber@f structural chromosome aberrations is observed.
& L A B
A test iteqn is cla@ed as@astoc if: «:*\9
- % numbe in ed struc@fal chromosome aberrations is not in the range of the
ab - ry s@orlc ontr ta range
and
- elther a ent -rela%d or a significant increase of the number of structural chromosome
aberrafioiis is observedf?

Statistical signiﬁcatﬁ was confirmed by means of the Fisher’s exact test (p < 0.05). However, both
biological and statistical significance should be considered together. If the criteria mentioned above
for the test item are not clearly met, the classification with regard to the historical data and the
biological relevance is discussed and/or a confirmatory experiment is performed.

Although the inclusion of the structural chromosome aberrations is the purpose of this study, it is
important to include the polyploids and endoreduplications. The following criterion is valid:
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A test item can be classified as aneugenic if:
- the number of induced numerical aberrations is not in the range of the laboratory’s historical
control data range.

Acceptability criteria: (%)
The chromosome aberration test performed was considered acceptable, if th&gllowmg cr1ter1a were
met:
- The number of structural aberrations found in the solvent control&@lls t@n the 1@1ge c@%’%
testing laboratory’s historical control data @ @7 R
- The positive control substances produce mgmﬁcan@ﬁcreasés in ﬁ%num of @ with
structural chromosome aberrations, which are withi@ the range ofthe laberatory *s historical
control data é}ﬁ @) N v
@ N LN D 9 °
& r oSS A
Findings: @ Q N
No precipitation of the test item in the culture c@um w@ obsd o@elevan 1ncr§é in the
osmolarity or pH value was observed (Exp. I: so@nt c&gt%ol 3’3@ mOsm, pH 7®vers77 mOsm

and pH 7.3 at 2660.0 pg/mL; Exp. II: solvem%contr% @@sm @& &gus kmOsm and
pH 7.4 at 2660.0 ug/mL). Q@ & @ @

Neither reduced mitotic indices nor clea: 1§g\redu<@b cell gy bers@uld my@{)jbse@r‘@d up to the highest

evaluated concentrations of the test ite & @ NS
R % @

@§2 @
In both experiments, in the absencdlénd p’Qsence vf, S9 glcalgﬁ relevant increase in the
number of cells carrying structurghchro iosome aBerratloI@was “The aberration rates of the
cells after treatment with the fest 1te§ 0 - 33 % abégyant cé@ ex udlng gaps) were close to the
range of the solvent control alues (@ X%abematﬁ% cellsg excludmgZzaps) and within the range of
the laboratory’s historical c@trol % abérrant %%ﬁs excluding gaps). Only the aberration
rate after treatment wit 30.0 4 @ rran ells & ding gaps) slightly exceeded the
laboratory’s historical sQjvent o@ rol rarge. As this Vég@ge wasot statistically significantly increased
it is considered biologieally not televdqt. X

é&a y o ﬂﬁa Q Q
No evidence of gn 1ncrea@ 1n 01d $ taphaso: was%tlced after treatment with the test item as
compared to th%%ntroik R @

S C& O
In both exp&lmetﬁ@ eithed BMS (@0 or @00 pg???nL) or CPA (1.4 ug/mL) were used as positive
controls and shoKEd dlstg\ggct incrggses in nunébg:r of cells with structural chromosome aberrations.

%



Bayer — Crop Science Division Page 57 of 116
2016-06-22

Document MCA: Section 5 Toxicological and metabolism studies
Amidosulfuron

Table CA 5.8.1-12: Summary of results of the chromosomal aberration study with BCS-
C041839 (without activation)

Exp. | Preparation Test item Cell numbers | Mitotic indices Aberrant cells
interval concentration in % in % in %
L@
in pg/mL of control of control incl. gaps* %@él gaps* with
o ¢ ekchanges
\; @) =
Exposure period 4 hrs without S9 mix @ Ko @
@ Q= =
I 18 hrs Solvent control! 100.0 100.({)@@o %’.5 N 2.§ R, 2.0
Positive control* nt. ghs @ 420 @y .0 DS 300
665.0% 106.3 @68 1 3@7 <§ 3.0§ @ .0
¢ @ ©
1330.0 90.7 & 9&2 Q@o.s & 0.5 ﬁé‘“‘” 0.0
B N )
it
2660.0 104.9 Woa b & @§3'5 o 0.3
Exposure p@d 18 hf@vntho@ mix K @ @,@
© &
1
I 18 hrs Solvent control §o.o Q@ ﬂl@o @LQ 1.5% @@2 5 0.0
iti 34 X s
Positive control 9 S | 60.2@@ <3 : 5@ 37.0 17.0
665.0 873 gy | © 25t 25 0.0
<, @
Q
13300 S V@m.s A s @(&g 35 0.0
o 9) N ©9
2660.0-O> < 73%% IILQ N 1.5 1.5 0.0

Inclusive cells cargfiyg exges & @ \ﬁ
Evaluation of S%Q?etap g per cult @
Evaluation of metaphases p culmre&g Q

© R S

- T B Y
~

Not tested N R
Agerfjtieon fguen/@atlst bl\\ mg@%ant @er tha@Qorrespondmg control values
DMSO @’@ 0.520(v/v)) N Q
EMS @g /mL. ©© N @@
%L S T
O A
I @ & O
o & & O
Q © O N
D O e Y &
A
§ @@ §9 @@ \@
d >
&
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Table CA 5.8.1-13: Summary of Results of the chromosomal aberration study with BCS-

C0O41839 (with activation)

Exp. | Preparation Test item Cell numbers | Mitotic indices Aberrant cells
interval concentration in % in % Gin %
N
in pg/mL of control of control incl. gaps* | efel. gaps* With&exchanges
Exposure period 4 hrs with S9 mix @g @ S) @@
%] K@
I 18 hrs Solvent control 100.0 100.0 3| 14, ‘N 1.0 R B Q0.0
Positive control* n.t 69&@ s S oghy N3
) 9 N
665.0 102.7 @4 «O\ 25Qp § \/@ 90
@ O
1330.0 74.1 Q& 912 Q& 2 |, @25 G @@ 1.0
2660.0 102.0 B8 N 0.0 @% «§§ &@ 0.0
q
II 18 hrs Solvent control! 100 SO @0.0 @9J 155 1.5 % 0.5
) QL & ©
Positive control? &N § 93{.7@ [&L @ 10@; 45
665.0 @.o N o8 |9 1‘5\6\ @o 0.0
() (%]
1330.0 @) 1079&© %@142.3©© @ < 1.0 0.5
o i QL
2660.0 o \J@ R 1/;3.4 ﬁ 0.5 0.5 0.0
* Inclusive cells carrying exchang@\j o t’\od Qb
n.t. Not tested Q RN 9 <
s Aberration frequen Qatisti@ﬂy mg@cant h§her than%rres@mg control values
! DMSO 0.5%vVV) @ V @
4 CPA  1.4pg & « “ @ @%
S o T &L
- S & &S
Conclusion:
Under the expeti @Jen 9\9 ondltlos rep@gd the%st itgm BCS-CO41839 (metabolite Amidosulfuron-
guanidine), ot indice structura @omo@ne ab&ations in V79 cells (Chinese hamster cell line),
when tested up to tT@hlghe@requlr con><‘x ration.
NGy
LS <
Report: o 2 @KCA %8 1/1 ,; 2010; M-363077-01-1
Title: b\ @ BC8:CO41 (metabolite amidosulfuron-guanidine) - Gene mutation assay in
Q" Citlese ter \Q?bcells in vitro (V19 / HPRT)
Report Mo\ © 71704
Docufggiit No. (@) SHM-363Q77-01-
Guidehne(s)‘@ 0] 476 E&440/2008 B.17 (2008); OPPTS 870.5300; US EPA 712-C-98-221
(1998)
Guideline deV1at u @ spec1ﬁed
GLP/GEP: yes

Material and met& S:

Test Material:
Lot/Batch:
Purity:
Stability of test compound:

BCS-C0O41839 (metabolite Amidosulfuron-guanidine)
RDL 603-16-20

98.3%

Stable for the duration of the study
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Control Materials:
Negative: Culture medium

Solvent: Dimethyl sulfoxide (DMSO), supplier _,
Germany, purity 99.9%, lot No. K40013731920 /
K39250731847

Positive: )

- Non activation (-S9): Ethylmethane sulfonate (EMS), supph@_
-Belglurn purity > 98%, 1®N )

Q %
A0259466, dissolved in culture medium. s, © @

Z@M @peri@t D),

Final concentration 0,15 mg/ 1
0.075 mg/ mL = 0.6 Q?} experi entﬂg\ Q)
- Activation (+S9): 7, 12-dimethylbenz(a nthr§ BA)@J})})I@\\?\-

_ Gerrlany s«purity €Q5%, No., 996K 1881,
dissolved in D Fl@ﬁconce atlo g/@ 4@1
© o @

Metabolic activation: The S9 fra % W% sﬁsolatcd%om th&hver@f Phempparbital/B-
Naphthoﬂavone ced @e Wistar rats{proteitéontent 35.6

mg/ he p expe ent, 53 mg/mb in @eriment I and
31.7 mL 1 Xpe ent H) nd v@ kept‘@rozen at -80°C.

Ea h\ bat 1nel@ tested with 2-
alﬁ%loanth ell @ nza& pyrer@@

@thes@ha

Cell line:
Source: o Cel:gjme stpp
S S _
%, @)
Culture condition: Q ©[nc b\ﬁ@en peﬁ*brme%@‘fp 37&% a humidified atmosphere with
Q ..~ 94.5% @goz
@ N
Test concentrations: @ @CS %41839@%15 u t concentrations ranging from 21.7 to

@© Q> %@278 g/m Q thegpre-experiment. Maximum concentration
®) qual € approximately 10 mM. In the main experiments
2 D concefittations, used were 173.8, 347.5, 695, 1390 and 2780
S § %x jmb G
N o V&

The selection of W9 fagward tlonS@ base%on the resistance of induced mutants to the purine
analogue 6 thm&uamneg%j stance@ a result of a mutation at the X-chromosome-linked
HPRT locus ¥nderin@’the C%HS u‘ﬁ e 6-TG for DNA synthesis. Therefore, cell colonies

formed in t@\pres of 6&[" G are@ nsidef@ll to represent mutants at the HPRT gene.
~

v
Dose tion @ ©
Acco @e recgmmendgtions ofthe guidelines, several concentrations (usually at least four) of

the test 1t shoul Th e should yield a concentration-related toxic effect. The highest
concentratlon s ce a Tow level of survival and the survival in the lowest concentration
should approxigiate the Ven@eontrol Relatively insoluble substances should be tested up to their
limit of solubility u r culture conditions. For freely-soluble nontoxic substances the maximum

concentration shou@e 5 mg/mL or 10 mM. If the maximal concentration is based on cytotoxicity the
cloning efficiency should be reduced to less than 50 % and/or culture growth at subcultivation should
be at least 20 % of the corresponding solvent control.

In the range finding pre-experiment the intended concentration range of the pre-experiment was 21.7
to 2780 pg/mL to evaluate toxicity in the presence (4 h treatment) and absence (4 h and 24 h
treatment) of metabolic activation. The maximum concentration was equal to approximately 10 mM.
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Since neither precipitation nor cytotoxic effects occurred under those conditions, the maximum
concentration of the main experiments was again 2780 pg/mL equal to about 10 mM in the first and
second experiment. The individual concentrations were spaced by a factor of 2.

There was no relevant shift of osmolarity and pH values of the medium even in the stock solution of
the test item.

Table CA 5.8.1-14: Doses applied of BCS-C041839 < @
concentrations in pg/mL § @ & @@)
- S
Experiment| @ Qy % §a

Q

. . S
without S9 mix 86.9 173.8 347.5 @O 695, o M390 S oé%ﬁ

with 89 mix* 86.9 173.8 347.5/7© o 6@3 1@((@’ &2780

°Or NV

(ﬁxperin&ll ﬁ@ f,© @
\\)

without S9 mix** 86.9 173.8 @7.5 ’ 695 13005, é?’so

o

with $9 mix* 86.9 1738k w780 | CBs O @ & 2780
* 4 hours treatment ** 24 hours treatment Q @ @ @,

R

@
The cultures at the lowest concentration %re no@ntm@ smc@a mmfmum 0%@1& four analysable

concentrations is required by the gulde@ & % @
Q @J S X @
Seeding @ N Yo S) < ©

Two days old (experiment II) or@nree old (&(perlrn@ﬁt D Q@one&gﬁly growing stock cultures
(more than 50 % confluent) weretrypsidized atl7 °C fép5 mln@s Then the enzymatic digestion was
stopped by adding completezculturenédiu d ags%gle c@j susp: n was prepared. The trypsin

concentration for all su}z@@rmg &teps @s 2 % in Ca-Mg- fre%%alt solution (Trypsin:

[ B§
S S @§

The Ca-Mg-free sa (%@%Qutlon had th@llow@consnts (@r litre):

NaCl mg
KCl 0 mg @ §V QQ @
Glucose \1 000 1% < @

NaHCO; /\@35 S @ S

Prior to the try trea nt the@ells gﬁb rm@ with Ca-Mg-free salt solution containing 200 mg/I
EDTA (ethyl d1a tetragcetic a

<
The cell su@enm@@v @ed 1ty plas«t&@ulture flasks (G Goomany).
Approxi@gtely 1€5%10° (single c@lture) 5%10? cells (in duplicate) were seeded in MEM with 10 %
FCS @mlet@nedl or t& deter& ation of mutation rate and toxicity, respectively.

@
Table CA*qu 1-15: Treaﬁ&nt
Treatment time O ©

@
X Without S9 mix With S9 mix
" 0l
Experiment I 4 hours 4 hours

E i t 11
xperimen 24 hours 4 hours
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24 hours after seeding the medium of each culture in parallel was replaced with serum-free medium
containing the test item, either with S9 mix (50 pL/mL) or without S9 mix.

After 4 hours (first experiment with and without S9 mix, second experiment with S9 mix) this medium
was replaced with complete medium (MEM) following two washing steps with "saline G". In the
second experiment without metabolic activation (24 hours treatment time) the f@dium containing the
test item was MEM with 10 % FCS. @

Concurrent solvent and positive controls were treated in parallel. §% @\° @& @@
The "saline G" solution is composed as follows (per litre): @@ @%’ % R
NaCl 8000 mg > &N & %©
KCl 400 mg S Q\\ RN
Glucose 1100 mg é}ﬂ RS (Ei% \@’ é;a
Na;HPO:x7H,O 290 mg o O S A
KH,PO, 150 mg L @@ & @@ ©© N
The pH was adjusted to 7.2 Q @\ w;g\ @

>
The colonies used to determine the cloni ffici Qy (SL@lval) Ciﬁwere %@j ang@\@amed 7 days

(experiment I) and 6 days (experiment II) a& reatment a%@ crllggi belo

&O @
Three days after treatment 1.5x106 ce@er e@)erlmeli%al po%@vere@bculn@d in 175 cm? flasks
containing 30 mL medium. G
@ %y @ @ N @

Following the expression time o@ppro ately%days f@e 8%:m ce& Culture flasks were seeded
with about 3 - 5x105 cells each‘ta m coxéagnm 699G (1 IQg/m Two additional 25 cm? flasks
were seeded with approx. 5Q0 cell ch on tive edlum@o determine the viability. The
cultures were incubated at C 1nQ m@ﬁed atmospher&wnh 1%%% COs.

@ N
After 7 — 10 days the nies %ere stainéd W1th 10 0/thyl@ve blue in 0.01 % KOH solution (-
Germagy. < & O
5 S & &

Colonies with mége than So cel@ew ﬁed %@uall % doubt the colony size was checked with a
preparation r@msco ikon 06©usseldo @ ny).

Acceptance crite ? @ @
The gene mutatl&g as r@red g@ptab@f it meets the following criteria:
- the n ers $uta% olo per 106 cells found in the solvent controls falls within the
tory ricg] control Qata frc@o% 2008 (see Annex).
- th ositi coné subg@gnces *should produce a significant increase in mutant colony
quen(ﬁ@s g“ber of riwitant @%@mes per 106 cells at least three times the number of mutant

010 /106 e C(Q[ sponding solvent control).
the%@mng cie @ (abs@ute value) of the solvent controls should exceed 50 %

Evaluation cr§l
A test item is ified as pos@ve if it induces either a concentration-related increase of the mutant
frequency or a reprodueible and positive response at one of the test points.

A test item producing neither a concentration-related increase of the mutant frequency nor a
reproducible positive response at any of the test points is considered non-mutagenic in this system.
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A positive response is described as follows:

A test item is classified as mutagenic if it reproducibly induces a mutation frequency that is three
times above the spontaneous mutation frequency at least at one of the concentrations in the
experiment.

The test item is classified as mutagenic if there is a reproducible concentrationglated increase of the
mutation frequency. Such evaluation may be considered also in the case that &@eefold increase of the

mutant frequency is not observed. S
S @ O o

However, in a case by case evaluation this decision depends on the lev@% the@rres ding gelvent
control data. If there is by chance a low spontaneous mutatio@rate in‘the rapge.normally fo 0.6 —
31.7 mutants per 10° cells) a concentration-related increase éBthe tions within #ys range has to be
discussed. The variability of the mutation rates of solven@entrgl@zithiéi&u ex&@qent@ﬁ this study
N o
(ORI

was also taken into consideration. @ Q %
S & S & &
Statistical analysis: . ©) %@ @ @

A linear regression (least squares) was perform PO
mutant frequencies using SYSTAT®11 ( ) 7 !

USA) statistics soare. The nu Q‘” of thutant scolonie (@(3\?; ained for the
groups treated with the test item were compared to the selyent catrol gr@yps. A trend is judged as

significant whenever the p-value (probability vélue) is Below Q%‘Fi H\&vever@@th, biological and

ssible dose

statistical significance were considered@ eth% A w Q Q&
IS
Table CA 5.8.1-16: Statistical resu@s N LN e A R
Experimental group °\@ §9 & & @ N p-value
experiment I, culture I withou}t\&Q mix ©® o N G @N@ 0.188
experiment I, culture IT ?@out S@%ﬁx @ /&% & % 0.690
\@)
experiment I, culture Kﬁth S94mix < ©@ ZZ;& 0.333
Q Q <
experiment I, cultu@ll wi@9 mi&@ § &Q N 0.653
T \y ~
experiment II, gu@re I vx{i%ut S@%i N Q - 0.473
S A
i i 0.069
expenmen%@ultyf@l w1t&yt S9 ?\@ (% &
experiment II, culfage\f wi?t(h S9 mix@n 05)\ % 0.008*
QS
experiment Héi%ultureéﬁvith @ix @ © 0.135

* inverse trwitho@@olog'{al relev@e o
X

 © ©

Findin @) © v
Preci ion @the teem as soleﬁg@sewed at the maximal concentration in experiment [ without
metabolic aefivations @ . O

- o &
No relevant ¢ %{ic éfects indicated by a relative cloning efficiency below 50% of the solvent
control occurred in both main eég%eriments with and without metabolic activation.

No relevant and re@f’oducible increase in mutant colony numbers/10° cells was observed in the main
experiments up to the maximal concentration. The induction factor of three times the corresponding
solvent control was not reached or exceeded in any of the experimental parts. The mutation frequency
exceeded the historical range of solvent controls in culture I of experiment II without metabolic
activation. However this effect was not reproduced in the parallel culture under identical experimental
conditions and was therefore, judged as biologically irrelevant fluctuation.
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A linear regression analysis (least squares) was performed to assess a possible dose dependent increase
of mutant frequencies using SYSTAT® statistics software. A significant dose dependent trend of the
mutation frequency indicated by a probability value of <0.05 was solely detected in the first culture of
the second experiment with metabolic activation. This trend however, was judged as irrelevant since it
actually was reciprocal, going down versus increasing concentrations. @@

In both experiments of this study (with and without S9 mix) the range of th &1 ntro&was fi

9.6 up to 17.4 mutants per 10° cells; the range of the groups treated with @est h was m 4¢,Up

to 36.6 mutants per 10° cells. @ % é&
D&

EMS (150 pg/mL in experiment I and 75 pg/mL in experini@it I) @d DM@ (1. %ﬁmL)were used

as positive controls and showed a distinct increase in 1nd@d mut co]& . @
@ S ’
Table CA 5.8.1-17: Summary of results v @’ @ ) N
@ <y @ @ ©) A@
rolative relativ "nu1ﬂﬁ<\ ) relaﬁv& relag mutagh
conc.pg | S8 cloning cI:ﬁin@ colo -' |nchm'| cloning cl @ col / linduction
parmL | mix|afficiancy | aﬁiqiggcyll 1 %@ affi '&cyl af&@&:yl ‘Qcalls factor
% @" a\ @a S o @
Golumn 1 2 3 Oy 4 5 & 6 7 @ g Gy 2 10
Experiment I/ 4 h treatment Ny cultugs &) ;IJU_II'H |
Solvant control with DMSO 100@) 4& 1@ mt}%&a 104 1.0
Positive contral with EMS 6.8 1§§.E 175 $ 1157 9.7
astitemn @ure was_not congrged” lture was not continued®
astitem 928 25.7 27 95 7 922 233 20
astitem 335\% 1@© 1.2 @ 99"5\ 976 7.0 06
astitem 00.9 12.2 1 92% 913 20.1 17
astitem é&.ﬂ 1 ) 3.2 98.3 55 05
astitem : 10, 210 £3.2 @%.3 101.9 12.3 1.1
Solvant control with DMSO . NS00 138 710 °q 1000 100.0 127 1.0
Positive control with DMBA 1 34.@ 49, 13255 95.0% 40.1 62.0 12722 | 1003
astitemn cult@ was nc@nntinﬁi 98.3 culture was not continued®
astitem @ . g7 .8 @E NG 101.7 201 9.3 0.7
estitem ©© . Na0s (1 O77 .a 827 89.9 225 18
astitem @ 0249 &Q 11 .T@ 0.2 987 107.7 18.5 1.5
astitem § 1 EQ.@ 23 1.7 101.6 10687 4.8 0.4
astitem @ 2 780. E@ 14.8 1. 987 1078 12.8 1.0
Experiment Il | 28 treatmant © culture | O culture Il
S0 Ivantcom@ﬁh DMSEY N - @@b.o 000 13.8 1.0 100.0 100.0 148 1.0
Positive control with grﬁ@ @.o - a3. 00\@9 57.8 %4179 324 86.8 813 201.2 13.5
astitam & . 86.9 @ QS.@ cult@@was not continued® 96.9 culture was not continued®
astitam ' @ 173.3@ BRS 1089 36.6 27 97.2 283 28.8 19
astitam & @ 347TE, - 5 1004 19.1 1.4 96.9 864 20.1 13
Bstitem 8 <) §95.0| - 6.6 ©Q3.9 36.0 26 98.0 916 19.4 13
astitam @ @ 00| - > 80.6, 95.0 22 6 16 97.1 947 7.2 05
astitem S 800 @ Bsg\ a3.a 13.6 1.0 98.0 1006 5.4 0.4
Experimany Il/ 4 h rgatmenty, @y
S:hr?&omrnh@ DMSO&) &J + | w0 100.0 16.5 1.0 100.0 100.0 17.4 1.0
Posi cnnt‘l‘\'@llh DM@ @ + ©re 82,1 £43.1 39.0 78.5 230 510.0 29.2
astitemn Xy Q.E <8 98.9 culture was not continued® 105.2 culture was not continued®
astitem % 6\173.8 T 968 977 18.1 1.1 101.2 88.1 16.3 0.9
astitem § 347 ge.2 824 18.2 1.1 100.5 81.0 228 13
astitem % 695.0) + 96. 100.4 11.9 07 102.6 213 14.2 0E
astitem Q 13900 + 925 147 .2 13.3 ne 88.6 65.0 17.3 1.0
astitem Qp 27800 + 826 1510 513 0.3 953 858 106 06
induction factor = mutant colonies per 10° cells divided by mutant colonies per 10° cells of the

corresponding solvent control
# culture was not continued since a minimum of only four analysable concentrations is required
p = precipitation



Bayer — Crop Science Division Page 64 of 116
2016-06-22

Document MCA: Section 5 Toxicological and metabolism studies
Amidosulfuron

Conclusion:
In conclusion it can be stated that under the experimental conditions reported the test item did not
induce gene mutations at the HPRT locus in V79 cells.

Therefore, BCS-C0O41839 (metabolite Amidosulfuron-guanidine) is considered to be non-mutagenic
in this HPRT assay. 9

@
Amidosulfuron-Desmethyl-Chloropyrimidine was identified as a msior s il “metabolite _of
Amidosulfuron with a predicted PECgw value of << 0.75 pg/L > 0.1 ug/ ggers groundyyg %’%r
relevance assessment according to EU Council Directive 91/414/EEGZSA @%221/ O -1
25 February, 2003). The submitted toxicological studies iggtude t‘quee invitro Vivo
genotoxicity tests. It should be noted that in all the genot&icity Q;udle&»@duc BCSR 78570
(the sodium salt of BCS-CO41838), was used. Followg)g an ifiitial pSsitive r&lt in'the in-vitro
Chromosome Aberration test, which subsequently prové&) to b ﬁegatl repéat testilgy” two g, Vivo
genotoxicity tests were conducted; a Mouse Micr leus st and a UDsay @ co sively
demonstrate the non-genotoxic potential of BCS- CQ 838. ©he in«itro C @ osome Ab ion test
is recognized as having a high false positive ratc‘&ddn&Q}ally, q rationale for lack &9
conduct an Acute Oral Toxicity study with thls@etabo§1s pr@wed é > @&
The studies provided demonstrate that A 1@ulfuron hloro idine@@]s not genotoxic
and most probably of low acute toxicity. ccord to S 0/2 OOOzo\ﬁreV 1(@5 February, 2003,
the acute toxicity testing for this metab@ is gt triggefed an& @ @

a need to

(@
Report: KCA 5.8.1/1§] @2009 ©359§@01 1 ©@
Title: Salmonellg typhi m revegse muta@%n as&@mth{& -CO78570 (metabolite
amidosn{ ufon- d@hﬂ chloropy@tmdme@
Report No.: 1285201 S % @
Document No.: M 3 61 01@ K, KN 9
Guideline(s): uldehnes%r Te@ of Chemicals, Section 4, No. 471:
terla erse atlor&st ad@ted J 1997; Commission Regulation

C) Ne, 44 /2008 B13/14, datég@y 30 08 EPA Health Effects Test Guidelines,
OPPTS 870.5 Bacéml Re n Test EPA 712-C-98-247, August, 1998
Guideline dev1at10n(® no 01ﬁe N
GLP/GEP: Q) f@ @ @ N

0\@ N @Q Q @
Material a eth@ & QO N &
Test Material: Q O éBCS—@RS??Bﬁ (metabolite Amidosulfuron-desmethyl-

&\ @ ch@pyri%n\;dine)

v
Lot/Batch: & 00 5765-3-3
Puri‘&g@ @ * T%¢test substance used contained 5.4% of the respective

N disodfem salt and 5.9% water
ab111ty@cest o@pour@? St&bjl% for the duration of the study

@& \
ive: @ °s, Culture medium
Solvent: % é\a = Dimethyl sulfoxide, DMSO (_, Germany)
Positi\f§ @
- Non acti n (-S9): Sodium azide, NaN; (_, Germany) for TA
@ 1535 and TA 100 at 10 pg/plate, 4-nitro-ophenylene-diamine,
4-NOPD (| , Germany) for TA 98 at
10 pg/plate and for TA 1537 at 50 pg/plate, methyl methane

sulfonate, MMS (| ) _

. Germany) for TA 102 at 3 pg/plate.
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- Activation (+S9): 2-Aminoanthracene, 2-AA (_, Germany) for
TA 1535, TA 1537, TA 98, and TA 100 at 2.5 pg/plate and for
TA 102 at 10 pg/plate
- Activation: The S9 fraction was isolated from the livers of Phenobarbital/[3-
Naphthoflavone induced rats @@)
Test organism: Histidine-dependent auxotrophic "m%ta:)f g&lmon%a
typhimurium:TA 1535, TA 100, T 37,IK98 & TA 10
Source: Strains of S. typhimurium were @taiged@?om
&rmmg\ %© Y
O\ \
L
Test concentrations: G °\© ‘Zi% \@ é)ﬁ% o
Experiment I: For all strains ,\@ or Sithout 89 mi@@, 10®®3, 1@333,
1000, 2500 and000 late @ @)
Experiment II: For all strai%with ﬁgwitl}ou%s9 mik; 33,100, 333 0, 2500
N
and 5000 pg lat%@)\ N g S

@
LN @) Q) N
Pre-Experiment for Toxicity N Q @ N @

To evaluate the toxicity of the test item a"ﬁre—ex&riment@@%s performed @ith all strains used. Eight
concentrations were tested for toxicity mutdtpon 11'%é tion each3 plages’ The experimental
conditions in this pre-experiment we@ he game as scribec for%@ em@@ﬁnent I below (plate
incorporation test). ©© Q &) SEEIN S

SIS R
Toxicity of the test item can be @ident@%’ a reduction in the dgmber of\spontaneous revertants or a
clearing of the bacterial backgro}nd 1@ é ' @

% @ & \ Q @ < @
The pre-experiment is re@d as (S in @rim&l, since the follawing criteria are met:

- Evaluable plate@ colgies) affive cor@entratiGhs or fore in all strains used.

S
Dose Selection @) @ é\’ %® ©@
In the pre-experin@tt th@%ncen&%ﬁtion ge §§t e test item was 3 — 5000 pg/plate. The pre-

experiment is regorted 49 ex ent @ inc toxic “effects were observed 5000 pg/plate was

h Yimal concentration’ @
chosen as me@na congentration @@ N NS

AN

The concentratiorxﬁgge ingded two logarithmjc decades. The following concentrations were tested

in experiment 1[:33; 1008333; @0; 25087 and $000 ng/plate
1133, 1083333; 00 25000 and 30

@ 0w
Experimen%%%erf ange §
For each strain ang\ftose lgygl, inclagling the controls three plates were used.
(OIS
The f in, ateriere ixed i&a@jest tube and poured onto the selective agar plates:
- 100G test<3plutionZat qac@ dose level (solvent or reference mutagen solution (positive

control)), S
500 pl ix @or test with metabolic activation) or S9 mix substitution buffer (for test
witho@" lic acti\@ion),

100 ul Bactgri@suspension (cf. test system, pre-culture of the strains),

2000 pL Oférlay agar

In the pre-incubation assay 100 pL test solution (solvent or reference mutagen solution (positive
control)), 500 pL S9 mix / S9 mix substitution buffer and 100 pL bacterial suspension were mixed in a
test tube and incubated at 37 °C for 60 minutes. After pre-incubation 2.0 mL overlay agar (45 °C) was
added to each tube. The mixture was poured on minimal agar plates.
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After solidification the plates were incubated upside down for at least 48 hours at 37 °C in the dark.

Acceptance criteria:
The Salmonella typhimurium reverse mutation assay is considered acceptable if it meets the following
criteria:
regular background growth in the negative and solvent control (%)
the spontaneous reversion rates in the negative and solvent contro&s’e in the range of the
Harlan Laboratory historical data
the positive control substances should produce a s1gn1ﬁcant i rea%@n mu@fc C(@@ﬁy
frequencies &@ ) &% @
° \
Assessment criteria: @6 IS \ @ N %
A test item is considered as a mutagen if a biologically vant facreasétin th r@mer%fﬁrevertants
exceeding the threshold of twice (strains TA 98, TA 10@and§l 02) 3% hree %es (stgains TA_I535
and TA 1537) the colony count of the corresponding @lﬂvent ol i observ ©© N

A dose dependent increase is considered blologlczﬁ@ rele@t if thg%‘nresho% is e@ede “more than
one concentration.
S <
S Q @ «>
An increase exceeding the threshold at oa{%ne concenh@;@ n i ]udge@ blolog@ally relevant if
reproduced in an independent second expégment© Q w\y @
@ 9

A dose dependent increase in the nul@%r @erta%colon belo@e th@%old is regarded as an
indication of a mutagenic potentla@f reprodu edx\gl an 1@epe seco@l experiment. However,

whenever the colony counts re withifwthe hiStorical %ge ga‘&\e and solvent controls such
an increase is not considered bl&@glc%@ levath &) Q

< 2 @Q
Findings: K’ >
The plates incubated wi e tem @ﬂal %@kgm@d gro&?%m all strains up to 5000 ug/plate
with and without S9 ml@ perlm ts @

No toxic effects, e@ eredu %\, int um gf re ants (below the indication factor of 0.5),
occurred in the t(e(;@t grou o@ 1th g withgt meta u 10 activation.

No substan }% ncre in Igerta%@fony%&umbe@f any of the five tester strains was observed
following tre tmerf’@llth BES-CO78370 (nfétabolifeAmidosulfuron- desmethyl-chloropyrimidine) at
any concentraﬂo&“tevel $a\gﬁelther aythe p@ nce or absence of metabolic activation (S9 mix). There

was also no ten@ency dThighéiGnutatign rates With i increasing concentrations in the range below the
generally a ckifowled ;9' bordé}\*’of bi 1cal@ievance

The con urrent @nlve @ntro@Qem@rated the sensitivity of the assay and the metabolising

activityceDthe liver prepdrations.
A i ©\

@Q@o
%é\”@§\

§
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Table CA 5.8.1-18: Summary of Results Pre-Experimental and Experiment 1 (without

activation)
Dose Revertant Colony Counts (Mean £SD)
Metabolic Test Level
Activation Group (per TA1535 | TA1537 | TA98 TA 100 TA 102
plate) &
@]
Without DMSO 11+5 11+3 22+3 104 +8 §25i9
Activation w@ S @H/J/
Untreated 16+ 8 10+2 26 % 2+7 317+
R
BCS-CO78570 3pg 1244 @3 \% =108 | 110493 | Bol+6
Metabolit
(Metabolite 10 pg 17+3 ©9i1\© 2&%% \é@;lz@g 32943
Amidosulfuron- @) @ N N
N D O S
desmethyl- 33 pg 16 1@ 4 |@20+6@]”119€49 +24
8 <&
- X o S %
chloropyrimidine) 100 pug 1333 @)\ni%\ 251 @Qﬁ:m@ 344 +25
@ c Q @ &
ZXEEN
33pg O 11| 1%; 0+1 110 326+ 8
P 2
T A Pa] o |
1000, 1 1 11+ 20 £ CHID £ 10 315+23
fci\l% A ) XNt 19
o | g s
@pgo 13ﬂ§£@ 3 qRIEsef 11713 | 363+30
5 ~ ©
2
o JP 500 J4ES @ 8i§ 2458 118 | 344+ 24
8] © )
NaN3 é\a @pe sz | L9 S 1754 +
@ N < SN 165
Sh S
<) SN
4-NOPD 1 30443
(o) \J@ 2N @&ug f\” ¥© V@
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Table CA 5.8.1-19: Summary of Results Pre-Experimental and Experiment 1 (with activation)

Dose Revertant Colony Counts (Mean £SD)
Metabolic Test Level
Activation Group (per TA 1535 | TA 1537 TA 98 TA 100 TA 102
plate)
With DMSO 1842 14+2 3547 @@2%5 367+ 34
Activation & -
Untreated 13+4 15+2 29 i@ 1@ 5 éﬁ + 38
Zy
XTI
BCS-CO78570 3ng 1842 16%@ i@ 6 .| U3 i&% 39@’33
@ D
(Metabolite ° °
10 g 1843 %@:1 @@42%\ 1%%15 206+ 27
Amidosulfuron- Qj 9 ~ 2 Vo .
Q Q
desmethyl- 33 g 1847 12+%, | 2823 1843 3@968
chloropyrimidine) 100 pg 16 % °$3 +3 . § 30+ 3 1%15 13 @) 79 + 81
A @
& )
333 ng @isoyw@@ <®i6 @ﬁzm@ 371+ 58
Q
I S i) S I
1000 g} 179 @8 Y 30+ (0 Bex7 | 379xs8
= Q @ @@ 2 &
\ (%
250@ Q85 1£3, | 315 11946 | 420+80
S Q & é\ Q @@
@5000;;% 17{5& @ﬂ{\@ 31 £6, 141+9 436+ 14
€

2-AA O 2.@ @zm @21“11@ (@g8+ | 1952+ 128
&
&/ SN
0.0 ﬁ%’ & @ {\\ 1393 + 106

&lo NN .o |[Sw
2-AA @é& E
S 2

o &
©@% E@éy Pos@Con\t) §
N %\ ﬂNs ©>@yjsodiumwazide @
©© @) 2-A@ OZ-@noanﬂs@acene
N

@\ethyl inethane sulfonate

& v, | MYS
v @ ?NOI:@ 4-nitro-o-phenylene-diamine

O\@ @@ = a
%© @§ S & < .
S @ &L o AF

AN @@ o\©

" &
S
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Table CA 5.8.1-20: Summary of Results Experiment I (without and with activation)
Dose Revertant Colony Counts (Mean £SD)
Metabolic Test Level
Activation | Group (per TA1535 | TA1537 | TA98 TA 100 TA 102
plate)
Without DMSO 15+2 13+1 28+2 0@171)2 +14 367+5
Activation ?
Untreated 12£2 11+£3 27i§ 110+5 <(’>54ﬂ:26
BCS-CO78570 33 pg 1341 14+4 2842y 06213 | 336+ (ég@
. XT
(Metabolite 100 pg 1543 1542 22 | W0+ 10 3877
Amidosulfuron- S :
1542 1 242 104 +12
desmethyl- 333 g ﬁn P 2 Qr |, 39
+ + +
chloropyrimidine) 1000 pg 14+3 @S‘ﬁks 2 Q" 228 98221 327 206
@
2500 pg 131 121:«:04\% 2’1 y?Mﬂ:},(\@ 356817
5000 pg 11%@ 1@@ @19+8 @ 99 K9 [(@zizs
N o 7
NaNs 1opg | 1739697 AR @i 2 0
4-NOPD pg | 5 Q} V@ 200816 | é
4-NOPD sopg | N 8@@6 S 3
@)
MMS e S e o < | @ 1942 £ 125
wi ) T S 2
ith DMSO QY| d8+5 1643 38F10 JQ109+3 516+ 23
Activation \@) @ @@ 9)
Untreated & JOeaP| el fowmsoc] 1osn2 | s31ea7
© ) Py
BCS-CO?8570 &3 nge 1956 W3 § 3742 119+£22 | 491+37
(Metabolite g | o2 [2 15033 gges | n6x16 | 401227
Amidosulfuron- 5
é” 383 g 1735 | 4521 f 343 175 | 511+37
desmethyl- & @
+5. T + + +
chloropyrimi §) Q000 K~ 15&%& @AES ] 362 12014 | 456+38
@
@@ 2500 pg 1454 o 13{%} 4242 117+4 | 489+15
Y .. | Wopg JSO1 %Q @2 2041 | 122+11 | 494+24
2AY, Q <§@?s p§ 31@4 239 = 10 1739+ | 1997 +138
. S R @ 116
> AN
@A A %@Pg S 2168 + 38
&\ - & PO
%y (JKey to Rasitive %&gtrols Q)
&) @ 4

o

N &| NaNs s@ azi§
b § 2& 7@amin0’a%thracene
< MS Q{nethy@fethane sulfonate

§ @@ §) 4-NOF 4-1}(1%@-0-phenylene-diamine
% < S

S
Conclusion: O

B¢ S—CO7@7O (metabolite Amidosulfuron-desmethyl-chloropyrimidine) showed

It is concludedthat B¢
no evidence of muta@enic activity in this in vitro bacterial system.

&
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Report: KCA 5.8.1/1 7. 2010; M-370255-01-1
Title: BCS-CO78570 (metabolite amidosulfuron-desmethyl-chloropyrimidine) -
Chromosome aberration test in Chinese hamster V79 cells
Report No.: 1285203
Document No.: M-370255-01-1
Guideline(s): Ninth Addendum to the OECD Guidelines for Testing of Chemicals, February 1998,
adopted July 21, 1997, Guideline No. 473 In vitro Mammah hromosome
Aberration Test; Commission Regulation (EC) No. 440/20(%8 B10: Mutagemcuy In
vitro Mammalian Chromosome Aberration Test, dated Stat
Environmental Protection Agency Health Effects Test del PTS 70.5
In vitro Mammalian Chromosome Aberratlon Test, 712 8 22%§¢ugu§998
Guideline deviation(s):  not specified S BN @ %
GLP/GEP: yes @ W N
o7 \ & D
O 9
Material and methods: @ N Q 2y
Test Material: BCS- CO78570% (m ohte Ar@osulf@m de thyl-
chloropyrim % % @ ©
Lot/Batch: BEYO 5 6“&3 3ol S @
Purity: 88.7%, Yilﬁlbstan used %ontal 5. 4}?§ of & respective
disodiufidsalt 9‘7@‘[@ Y @
Stability of test compound: Stable@r the du atlolQ the study @ g
Solvent: De@ ised @ier @ é% @
S @ \ 9
Control Materials: @Q @ Q @§
Negative: @Culu{%}ned 2 Q Q\
Positive: 2 EM& thy"lmethan@ulfo At (_, Belgium,
XN 0246840) wi lkth S9 “mix at 1000 pg/ml. for

@xperu@nts [A%and 1B, at 600 1 for Experiment I1.
éﬁ ©CPA, yclo}hos %ﬂe

(-/7 any, 18¢ no. 097K 13 F%\rlth S9 mix at 1.4 ng/ml
& & & @ e

Experiment Iikj: 17.9, 35.9, 71.9, 143.8, 287.5, 575.0, 1150.0,

&R @ 2360.0 and%¥600.0 pg/ml
g@”\a @Q § eriment IB: 287.5, 575.0, 1150.0, 1725.0, 2300.0, 3450.0
N 2 nd 4660.0 pg/ml
S § é Exp% ent IT (without S9 mix): 35.9, 71.9, 143.8, 287.5, 575.0,
% < @ .0, 2300.0 and 4600.0 pg/ml
§ @ @@ I & eriment 11 (with S9 mix): 143.8, 287.5, 575.0, 1150.0,
Q N @ 300.0 and 4600.0 pg/ml
% < O
S
O

Determinatioﬁ cy oxicity@

The highest concen@%on used in the cytogenetic experiments was chosen considering the current
OECD Guideline f& in vitro mammalian cytogenetic tests requesting for the top concentration clear
toxicity with reduced cell numbers or mitotic indices below 50 % of control, whichever is the lowest
concentration, and/or the occurrence of precipitation. In case of non-toxicity the maximum
concentration should be 5 mg/mL, 5 uL/mL or 10 mM, whichever is the lowest, if formulation in an
appropriate solvent is possible.

With respect to the solubility of the test item, 4600.0 pg/mL of BCS-CO78570 (metabolite
Amidosulfuron-desmethyl-chloropyrimidine) was applied as top concentration for treatment of the
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cultures in the pre-test. Test item concentrations between 17.9 and 4600.0 ug/mL (with and without S9
mix) were chosen for the evaluation of cytotoxicity. No precipitation of the test item was observed.
Since the cultures fulfilled the requirements for cytogenetic evaluation, this preliminary test was
designated Experiment IA.

A confirmatory Experiment IB with the same top test item concentration was peprmed in the absence
and presence of S9 mix to verify the positive results obtained in Experlmer&@i Wthh could not be

confirmed. @ @ ©& &

Dose selection of Experiment Il was influenced by the results obtaine@din Ex@nmen&B Ngclear
cytotoxicity was observed up to the highest applied conc@fatlonwher@e 4(@0 ;,tglw was

chosen as top treatment concentration for Experiment II. @ Q N %, \
@L QK@
Table CA 5.8.1-21: Doses applied in the Chromosom&aberration te&}%vith @S-C({Z@SW ’
Preparation Exposure Exp. @ @ncen jon @© o>
interval period in @
. % \ AN S @\g
Without S9 mix @ V\g f\\& (§ <
18 hrs 4 hrs A | 179 @ 71.9 Qm 8 @87 5 “§75.0 @1150 0 @@1 4600.0
18 hrs 4 hrs IB 2& 57& 115@ 172%) 23008 3450.0  4600.0
18 hrs 18 hrs | @5 9 &1.9 %3 8 %7 5 @s 0 @ 2300.0  4600.0
@ i :
V\@‘l S9 mk o @»@ § ° ©
18 hrs 4 hrs TIA° 17 9 §?5 9 &J1.9 @3 8 2@5 75.0 11500  2300.0  4600.0
18 hrs 4 hrs @o @ U 287. S\ 575, o G 1509 Q7250 23000 34500 46000
S
Q @ S
18 hrs 4 hrs @ll @% S ®) 1 8 2&% 575.0 1150.0 2300.0 4600.0

Evaluated experlmenta@ts are%hown@ bold @@racte@@ 6(@}
o L

Seeding of the Cul@res @ % @ $ S

Exponentially, g@wmg&tock res @re th@ 50 % confluent were treated with trypsin-EDTA-

solution at 3A\°C f approx. 5 mj hen t zymatic treatment was stopped by adding

complete ctifture m agga sm@ cell Suppension was prepared. The trypsin concentration for all

sub-culturing steps was 0.5 % @w/v) \Ca—hgg -free salt solution (_
] Ge(ér% y). @

Prior to the@psmg@tmeﬁ%the cgﬁre @%ed with Ca-Mg-free salt solution, which was composed

as follows (per li
NaCl @
KCl1 @

©
The cells were’ seeded into Quadriperm dishes (_, Germany) that

contained microscgpic slides (at least 2 chambers per dish and test group). In each chamber 1 x 10* -
6 x 10* cells were seeded with regard to the preparation time. The medium was MEM with 10 % FCS
(complete medium), 1 % 100x Penicillin/ Streptomycin and 1 % Amphotericin B.

Exposure period 4 hours
The culture medium of exponentially growing cell cultures was replaced with serum-free medium with
1 % 100x Penicillin/-Streptomycin-solution and 1 % Amphotericin B-solution containing the test item.
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For the treatment with metabolic activation 50 pL. S9 mix per mL medium were used. Concurrent
solvent and positive controls were performed. After 4 hours the cultures were washed twice with
"Saline G" and then the cells were cultured in complete medium for the remaining culture time.

The "Saline G" solution was composed as follows (per liter):

NacCl 8000 mg )
KCl 400 mg %@
Glucose*H,O 1100 mg o ¢ S
Na;HPO42H,0 192 mg § %@N o 2
KH,PO, 150 mg o @ N &
pH was adjusted to 7.2. D A \°\ é %Q

(N SEEEN S
Exposure period 18 hours é}ﬂ Q" 5N %
The culture medium of exponentially growing cell cultu@s w %place@wth @plet ed1urm/(w1th
10 % FCS, 1% 100x Penicillin/-Streptomycin-sol l Q@Am otericing{B-sol n) cgntaining
different concentrations of the test item withoug S9 The& edluQ@}v gl? ch d until
preparation of the cells. \ N

N o N @

All cultures were incubated at 37 °C in a hued @osph@ Wlth%g@% %)2 (98, @ air).

@Q % @

Preparation of the Cultures Q 7, @

Colcemid was added (0.2 pg/mL cul@ med1urn) to%e culfites 158 hoursGfter the start of the
treatment. The cells on the slides wer ate§ later the ber& ith hypotonic solution
(0.4 % KCI) for 20 min at 37 °C. Aftér incubation @omc thIl fie cells were fixed with a
mixture of methanol and glac1al@cet1t§td 3: l%parts respectiye R% xperiment two slides per

group were prepared. After preparat% e cells were@gtarned@rth (@msa (]
Germany). %, o &/ o\ &

SN S \
Evaluation of Cell Nun@s Q @ % @ \%
The evaluation of cy‘gg&mty Q{lcated reduced cell@gumwas made after the preparation of the
J:
’s.

cultures on spread shides. The cell bers @ere de@une icroscopically by counting 10 defined
fields per coded sh@ The@l nu T of treath t grallps is given in percentage compared to the
respective solve%contro@ Q N

N A @ @

Analysis o@taph@ Cells,, <

Evaluation of the Sures Ws per@med\@cordi&’ to standard protocol of the "Arbeitsgruppe der
Industrie, Cytog&%tlk) asing I\@ON foicroscdpes with 100x oil immersion objectives. Breaks,
fragments, de%{uons, &xcha ang >chromosome  disintegrations were recorded as structural
chromoso ions. GapS weparecorded as well but not included in the calculation of the
aberration @3tes. pread@letaphases per culture were evaluated for cytogenetic

V& & o o N .
Only metaphdses with chatégteristis.chromosome numbers of 22 + 1 were included in the analysis. To
describe a cytot gQ-y effe@lﬂhe mitotic index (% cells in mitosis) was determined.
e @

Evaluation criteria;
A test item is classifiéd as non-clastogenic if:

the number of induced structural chromosome aberrations in all evaluated dose groups is in

the range of the laboratory’s historical control data range.
and/or

no significant increase of the number of structural chromosome aberrations is observed.



Bayer — Crop Science Division Page 73 of 116
2016-06-22

Document MCA: Section 5 Toxicological and metabolism studies
Amidosulfuron

A test item is classified as clastogenic if:
the number of induced structural chromosome aberrations is not in the range of the testing
laboratory’s historical control data range.

and
either a concentration-related or a significant increase of the number of structural chromosome
aberrations is observed. @@)

Statistical significance was confirmed by means of the Fisher’s exact test%@p <0. Ho@ver b th
biological and statistical significance should be considered together. If % mentioted

for the test item are not clearly met, the classification with regard g the H%orlcal%iata §
biological relevance is discussed and/or a confirmatory exper@ent is ﬁerfon&eﬁi @ %,

~
Although the inclusion of the structural chromosome a atlon@s Ciqurp f th udy, it is
important to include the polyploids and endoreduphcatl@ Th&%llow crlte is V 2y

N

A test item can be classified as aneugenic if: @ @
the number of induced numerical aberrat@s is 13@%11’1 thegange of the @ram@g@ historical
control data range. NS é\a o @ &

S T Y @
Acceptability criteria:
The chromosome aberration test perfor§1 was @nmde@ acce@‘ble i(%e fo@wmg criteria were

met:
The number of structural aber@%ons@nd ipthe sol@ﬁt cor&ﬁs fal@@mthm the range of the
laboratory’s historical contr@datw <

The positive control sulbsfanc oduce\k,lgnlﬁc@lt 1n&@15es \the number of cells with
structural chromosorne%a,berr L§ﬂ Whg:h are @gthm ran%of the laboratory’s historical

control data. %

@ BN \
Findings § & @ % @ \%
Neither precipitation o m in the cultu@ me m nofrélevant increase in the osmolarity or
pH value was observe@(Exp. 1 sol@@nt co 29 Os 7.4 versus 307 mOsm and pH 7.3 at
4600.0 pg/mL; Ex@ IB: olven ntro 4 versus 311 mOsm and pH 7.3 at
4600.0 ng/mL; C%Xp II: @ lve [ nt$29 7.3 versus 304 mOsm and pH 7.3 at
4600.0 pg/mb

@ C&
In Expenm& IA f#the abdence of@ m1x @e cell%umbers were reduced to 65.5 % of control at the

highest evaluate %Once%atlon (@$00.0 (g mL)%@ Experiment IB in the presence of S9 mix the cell
numbers were uced @64 9%01‘ c ol at ti® highest evaluated concentration (4600.0 pg/mL). In
Experlment 1% - ence oFS mitotic index was reduced to 58.8 % of control and the cell
numbers w red & o % ntrol@ the highest evaluated concentration (4600.0 pg/mL). In
all other xperl al par@no c cyt@t\\}mty was observed up to the highest applied concentration
of 46g/mL

In Experlm\gﬁm stz%tlczﬂ@s sign £gcant increases in the number of aberrant cells excluding gaps (3.0,
6.0 and 4.0 %, respgctiv wereobserved after treatment with 2300.0 and 4600.0 pg/mL (without S9
mix) and 460 g/mL Twith @9 mix). The values obtained at the highest evaluated concentrations
(6.0 and 4.0 % aberrant cells excluding gaps) exceeded the laboratory’s historical solvent control data
range (0.0 —=3.5 % gberrant cells excluding gaps). In addition, in the absence and presence of S9 mix
all values increased in a dose-related manner. To clarify these results a confirmatory experiment with
the same conditions was performed. In this Experiment IB in the absence and presence of S9 mix no
clastogenicity was observed up to the highest applied concentration of 4600.0 ug/mL. Therefore, the
positive results obtained in Experiment IA could not be confirmed. In Experiment II in the absence
and presence of S9 mix no statistically significant increase in the number of aberrant cells were
observed up to the highest evaluated concentration. However, the values obtained in the presence of
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S9 mix after treatment with 1150.0 and 2300.0 pg/mL (5.3 and 4.3 % aberrant cells excluding gaps,
respectively) slightly exceeded the laboratory’s historical solvent control data range (0.0 —3.5%
aberrant cells excluding gaps). As these values were neither statistically significant nor increased in a
dose-dependent manner this effect is not defined as biologically relevant.

No biologically relevant increase in the rate of polyploid metaphases was fourf@dafter treatment with
the test item (2.1 - 4.5 %) as compared to the rates of the solvent controls (2.2 @ %)

N M &
A small number of endomitotic cells was observed only in ExperimesntIB i@u S@nix. @s
finding is regarded to be without biologically relevance, since th@y~ werégnot reﬁgoducgjﬁ in

Experiments IA and II. ©° & \\ é w
@ . v, °
N A
Either EMS (1000.0 and 600.0 pg/mL) or CPA (1.4 ) V@% std as pditive @%%mrols and
showed distinct increases in the number of cells with str@y mal&%omo%@ abetyationsQy & ¢
v

o & @ @@@@

A
O & SR %)
v © v
\§ R Q@ h @© @@
S S @ & @
<) N
SIS v QL
O @ 9 £ o @
@) N %, @) Q> O@
R N @) Q) N
L9 O NN
NSNS ? R »
ég @ & O\ 0@ OQ
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Table CA 5.8.1-22: Summary of results of the chromosomal aberration study with BCS-
CO78570 (without activation)

Exp Preparation Test item Polyploid Endomitotic Cell Mitotic Aberrant cells
interval concentration cells cells numbers  indices 9 in %
in pg/mL in % in % in % in %\% n&% ex with
of control of co 1 ga@ ga@ @%ﬂﬂges
@ | W
Exposure period 4 hrs withou@& mix & N é% @
0
1A 18 hrs  Solvent control 2.6 0.0 *00.0 QIOOC& @7 @g\ 0.0
© N D
. @ S
Positive control?* 3.0 00, s 77 §4s.o ©Q6 0 é’ 33.0
1150.0 3.5 009 7 a2 @ @ 1@ 0.5
ST %
2300.0 43 020 ©\ 72. I@\g\ 10&2 S5 @S 0.0
4600.0% 3.2 @OOQQ 6@%9 K?gl @6 @&60S 1.8
o . f(\\ . Q o N .%7}?7 . .
<, 2 N
1B 18 hrs  Solvent control' 3.9 &\ iN % 0 2 100,09 &> 1.0 0.5
S 9 LT
Positive control? 3.@ IS 00 & ng @0 Q7275 27.08 20.0
O~ o .9 N @
2300.0 @5 - 0:Q, .6 @ 89.8 @ 2.0 1.5 0.5
N, OO
3450.0 O\@ 4.1§) < 0.4 % 112.@ IIN 1.0 0.5 0.0
4600.0 A@ O 0.0 % %3 @@.6 1.0 0.5 0.0
N
@F@sué@nod (l§hrs w@hout @
V S

1T 18 hrs Solventebntrol’ % 0. O 1‘@ 100.0 1.0 1.0 0.0

P @‘*ﬁ g 5 57.8 220 21.08 8.0
ositive con @ § . . . .
: 1@1}50 0" \ % 2.@? Qo @ 68.1 118.0 05 05 0.0

23(@} @Q @ o.e? 62.8 61.6 25 15 0.0
600.0
46 @ 26, o (f‘%@ 0 55.3 58.8 40 35 0.0

Inclusi N&ells @ylng @@Eang

Ev t10n 0 @@ met hases p ltur

Evalgation hase T cul>
t teste

Q erration frequéicy statlstlcall&@nﬁcant higher than corresponding control values
d watef210.0 @v/v) o

El\% é‘f&% uz §\
D
&

L - N Y
-
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Table CA 5.8.1-23: Summary of results of the chromosomal aberration study with BCS-
CO78570 (with activation)

Exp Preparation Test item Polyploid Endomitotic Cell Mitotic Aberrant cells
interval concentration cells cells numbers  indices -9 in %
in pg/mL in % in % in % in ‘%x% ine%° exel. with

of control of c@ol &a@é

@@’%@a

Exposure period 4 hrs with %omix & N S

©
@ 3
1A 18 hrs  Solvent control' 4.7 0.0 @3}9100.0©© 1&%\ 1@3@% @%@\ 0.0
o, \ °
Positive control? 4.8 O %\9\ @5.9 @@.0 ©@1.55 & 40
1150.0 45 %© o\@é&s %@114{@ 259 1.0
2300.0 3.5 o ©\ 932> 12611 @ 0.5
N Q) S
4600.0 10 O o.oQ@ oF w1088 45 /405 20
o \J NS
28 S 0 0.0 100 15 0.5
1B 18 hrs  Solvent control %& ©§Q} @f@l Q OO& &)
Positive control® 36@ Q 00 & %@ @.7 @Q@o 11.08 2.0
2300.0 a2 -9 ag? @@7 @@\oy@ 15 10 0.0
° N
3450.0 \@ 3.0§ &}.o o 8758  10%6 2.5 1.5 1.0
4600.0 %@ O 00"y % 9 1.4 2.0 2.0 1.0
I 18hrs  Solvent conf@ol Q&.o @ 0 o 000" 1000 25 25 0.0
@) N
Positive@trolz&@ 37 % 0.0 ©@ ngs 66.1 205  18.5° 5.5
SN X
1509 o %@6 & &@ Q@).z 1023 60 53 15
@o.o#ﬁ\© 3.6 §p Q%ﬂo V36 1052 45 43 1.0
’ @
“CU60008 3ay s 008 919 1212 40 25 0.5
* Inclusive cellsarryingZexchangds o\@
# Evaluatio&%f 50 metaphase@per cultive N
i Evalu%é_g@ of 2063 etapioh\%@s per &ulture Q
n.t. Not tested
§ Ab@tion frequencyistatistic sigo iﬂ@Qnt higher than corresponding control values
! Deionised Qiter 100% (v/ %\
T 4 ng/my, D
V& & ¢ . ©
KL &

Conclusiony

The results of, Vitko test @r structural chromosome aberrations in V79 cells (Chinese hamster
cell line) gave equiyocal and inconclusive results. Although it was generally assumed that
Arnidosulfuron—des1®%1yl—chloropyrimidine does not have the potential to induce chromosome
aberrations in vitro®two in vivo studies; a micronucleus test and UDS test were conducted in order to
confirm or negate the equivocal findings in the in vitro test.

The in vivo micronucleus assay and in vivo UDS assay with BCS-CO78570 (Amidosulfuron-
desmethyl-chloropyrimidine) were both found to be negative. Thus, BCS-CO78570 (Amidosulfuron-
desmethyl-chloropyrimidine) is considered to be non-mutagenic and negates the above findings in the
in vitro test.
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Report: KCA 5.8.1/18| | L ; 2010; M-363087-01-1
Title: BCS-CO78570 (metabolite amidosulfuron-desmethyl-chloropyrimidine) - Gene
mutation assay in Chinese hamster V79 cells in vitro (V79 / HPRT)
Report No.: 1285202 &
Document No.: M-363087-01-1
Guideline(s): OECD 476, EC 440/2008 B.17 (2008); OPPTS 870.5300; S EPA 7&2-C—&8-221
(1998) S @\ S 2
Guideline deviation(s):  not specified QY Ko @
GLP/GEP: yes o @ é\ﬂ
S S O ©& N
Test Material: BCS-CO78570 (@étabol@e °s§mido%ifuro n-8esmethyl-
chloropyrimidine) é}” . @) Q%K N @} .
Lot/Batch: BCOO57663-3 0  + > @ & & X
Purity: 88.7%, test su@ nce u¥&d co@ained @@0 of@@ di@ m salt
and 5.9% wafer RN &,
Stability of test compound:  Stable for theXduration of the, stud 6 @
SO St SR S
v O S v s

Control Materials: N Q @ N S (@@

Negative: Cultur r@n @-@Q %, @

Solvent: D 1sed er &

Positive: @

@%ﬂ ane @lfona MS3,, suppli€¥ b

© Bélgium, pitity %, }% 0. A0259466, dissolved
N S 1n ture rr}dlum nal gencentration 0.15 mg/mL = 1.2 mM

ern@nt D), & 5 mg/ml = @5 mM (experiment II)
v N ©9
—d1rn thylbenzﬁ)ant}%%ene (DMBA), supplier -

%

- Non activation (-S9): thyl

S Gef@hany, “Spurity 95%, lot No. 096K 1881,
< & dlssolvd in di@yl @fomde (DMSO), supplier _

©© % , g@nan}@ nal concentration 1.1 ug/mL = 4.3 uM

Metabolic activdion: - The S fréction was isolated from the livers of Phenobarbital/B-
N é%ph oflavonguriduced male Wistar rats. (protein content 32.3

&@ @Q C& @mg/n@qn the, pre-experiment and in experiment I and 32.7

N inggxperiment and was kept frozen at ac
@ L @ IT) and kept fi -80°C. Each

&& é\ﬁ of §9 mix is routinely tested with 2-aminoanthracene as
O\@ @)@ L 11 as@enzo(a)pyrene

Cell line: § é ©© Chinese hamster V79 lung cells

{j\" ree: © @ line supplied by
e @@ §@ @& , Germany
Culture co%ztzon% § <" Incubation performed at 37°C in a humidified atmosphere with
§ O 4 aboutd.5% CO,,
Test concentratzong@@ BCS-CO78570 was used at concentrations ranging from 36.3 to

4640 pg/mL in the pre-experiment. Maximum concentration
was equal to approximately 10 mM. In the main experiments
the concentrations used were 290, 580, 1160, 2320 and 4640
pg/mL
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The selection of V79 forward mutations is based on the resistance of induced mutants to the purine
analogue 6-thioguanine (6-TG). This resistance is a result of a mutation at the X-chromosome-linked
HPRT locus rendering the cells unable to use 6-TG for DNA synthesis. Therefore, cell colonies
formed in the presence of 6-TG are considered to represent mutants at the HPRT gene.

Dose Selection @’@
According to the recommendations of the guidelines, several concentrations (’éually at least four) of
the test item should be used. These should yield a concentration- related\oxw éf%ect 1@0@ hig
concentration should produce a low level of survival and the surviva the J6%est co entr@
should approximate the solvent control. Relatively insoluble substancegyshouldybe tes&%l up tdtheir
limit of solubility under culture conditions. For freely- SO]@]‘E nontexic %ﬁb@tanc the maXimum
concentration should be 5 mg/mL or 10 mM. If the maximal%@once tion-g basedsqn cytotexicity the
cloning efficiency should be reduced to less than 50 % apdfor cul@re c%«gth at\@’cum%ﬂon should
be at least 20 % of the corresponding solvent control. @ %\ @7 @ @ & ¢
In the range finding pre-experiment the intended c&@@entm‘t@n ran pof t}%@gre exp@ﬁmer@as 36.3
to 4640 pg/mL to evaluate toxicity in the pre@lce trea@ent) e ( [Wand 24 h
treatment) of metabolic activation. The max1m@@ conc§at101@ ] eq@ to a x1m& 10 mM.
N
Since neither precipitation nor cytotoxic cts occurr nd those @dition@ the maximum
concentration of the main experiments was agan§640 to about 10@M in the first and
second experiment. The individual con@ratlom were ggnerallg@pac y a factdr of 2. A closer step
was used between the highest two conCgntrat to c%/er possible cyto x1c cts more closely.

Q X
There was no relevant shift of O@OIarlt@nd pH\xalues &9 the leumﬁ%n in the stock solution of
the test item. AN & & Q
e % O

o .
Comssre 2
V\J &ce }ﬁﬁons i{l\pﬁmL

@
2 Y,

Table CA 5.8.1-24: Applig@ose@

R
> 9
&’ o B
D) B
without S9 mix* | s }% 29@ &80 St 1160 2320 4640
78 Q
. RN AN
with 89 mix* '\ & 145 M@) 5800 1160 2320 4640
D Q S L “Experiment I
: . 7 N
without S9 mix*&,*| s D 290Y | 580 1160 2320 4640
with S9 mix* S @)@ 145 R }@0 N 580 1160 2320 4640
* N>
4 hours trdadinent *@K 4 ho treah@t 0\
The the 1 co entrat @/ere not continued, since a minimum of only four analysable
conce tratl s reqgired @e guidgfines.
Seeding
Two days old @en ent II) @’ three days old (experiment I) exponentially growing stock cultures
(more than 50 % co nt) were trypsinized at 37 °C for 5 minutes. Then the enzymatic digestion was

stopped by addingf@omplete culture medium and a single cell suspension was prepared. The trypsin
concentration for all subculturing steps was 0.2 % in Ca-Mg-free salt solution (Trypsin:

I S A).
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The Ca-Mg-free salt solution had the following constituents (per litre):

NaCl 8000 mg
KCl 400 mg
Glucose 1000 mg
NaHCOs3 350 mg

Prior to the trypsin treatment the cells were rinsed with Ca-Mg-free salt soh{{h contalmng 200 mg/1
EDTA (ethylene diamine tetraacetic acid N
(ethy ). Q\ \ S o

@
The cell suspension was seeded into plastic culture flasks ( , Gerthany).
Approximately 1.5x10° (single culture) and 5x10? cells (in d@lcate) s%%ed inMEM wyth 10 %

FCS (complete medium) for the determination of mutatlo% and@ucnqi\gespec%gely IS

Table CA 5.8.1-25: Treatment & D 2D @@C@ éa
Treatment time Q&@ @U %@ &@@ ] @ §
Experiment I Wltl:::z mlx$ Q§ @éﬁhj’;g b@j@ *@@Qj
Experiment II 24 hour% @% @@Q éurs - 7

o1t T &

U O @ RS e
24 hours after seeding the medium of eae@}ultu’fg in pa 1 wa@eplaced with serum-free medium
containing the test item, either 3& S9 @ (50 {L/mL) <(%r Wlth S9 mix>

After 4 hours (first experlm w1th w1t13ku4t S91 mﬁg schﬁli e e{%}ment with S9 mix) this medium
was replaced with comp ) fo 10w1ng two w. g steps with "saline G". In the
second experiment with met@) c aéﬁ@atlon @4 ho%@ trea@e time) the medium containing the
test item was MEM w 109 O%S %

Concurrent solvent@md pvols \@% trea in p@el
ol

o
"

N
The "sahne lut1 s composed 6@%110 s (per héf
NaCl 800&: &

KCl °N 400 mg

Glucose &
NazHPO4XZH@ n‘igg @
KH,PO4 6\ 1 S%mg

The p %gs adjL@ed to@ 2
& \

The colonléi\used “@ de@ne t{@cloning efficiency (survival) were fixed and stained 7 days
(experlmeﬁ:ﬁl) an%6 days«(gxperindent II) after treatment as described below.

Three days aftea ent 1 5@ 06 cells per experimental point were subcultivated in 175 cm? flasks
containing 30 mL 1um

Following the expression time of approximately 6 days five 80 cm? cell culture flasks were seeded
with about 3 - 5x105 cells each in medium containing 6-TG (11 pg/mL). Two additional 25 cm? flasks
were seeded with approx. 500 cells each in non-selective medium to determine the viability. The
cultures were incubated at 37 °C in a humidified atmosphere with 1.5 % CO,.
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After 7 — 10 days the colonies were stained with 10 % methylene blue in 0.01 % KOH solution (Jj
Germany).

Colonies with more than 50 cells were counted manually. In doubt the colony size was checked with a
preparation microscope (Nikon, 40407 Diisseldorf, Germany).
9

Acceptance criteria @

The gene mutation assay is considered acceptable if it meets the following erla
- the numbers of mutant colonies per 10° cells found in the sol @fs falls@wthn@%te

laboratory historical control data from 2006 - 2008 (see Annex)@ @7
the positive control substances should produce a@gmﬁciﬁat incréase uérmta @olony
frequencies (number of mutant colonies per 10° cell¥at lea@hree Hmes the\\gumbemf mutant

colonies/10° of the corresponding solvent controly,
the cloning efficiency II (absolute value) of the @lven&%\trols@ould exceed S@A)
& @@ @ @

Evaluation criteria: & N AN @
A test item is classified as positive if it induces é@ler @goncentration-re lated 1@;1% @g@he mutant
frequency or a reproducible and positive responsg at or@ the@ points: X @&
EN
A test item producing neither a concentr elated easg of th utant frequency nor a
reproducible positive response at any of ge test ;&ts is @nmdet@ non- ﬁwtage%@m this system.

A positive response is described as fo@%r @ @’@ @ @ @

A test item is classified as mutage@c if ‘i&repro&ﬁ@bly @JCGS utatl&) frequency that is three
times above the spontaneous @taﬂmﬁ?ﬁequen%y at lcast ag one of the concentrations in the
experiment. S @ Q @

The test item is clas51ﬁed uta nic i ere isa reprodug le % entratlon—related increase of the
mutation frequency. Suc ﬁ red @ﬁo n t& se that a threefold increase of the
Serv

mutant frequency is no

However, in a case@l cas Valu th1 cmo&&pend@on the level of the corresponding solvent
control data. If there is b@s ow nta S mut%@on rate in the range normally found (0.6 —

31.7 mutants 06 ei»ls) a comcentration- rel ingggase of the mutations within this range has to
be discussed: T he Vz@a ity of th @Hatlo ates (@olvent controls within all experiments of this
study was also ta]g&@nto co derat .

2o @ Q\ N

Statistical an%ms < < SN ©

A linear regression st sqlilq\?fres) s perfQrmed to assess a possible dose dependent increase of

mutant fre 1ng 1
software. The number of mutant colonies obtained for the

USA@statls

est ifem we mpared to the solvent control groups. A trend is judged as
significant sghenevesSthe p-lue (;@%ability value) is below 0.05. However, both, biological and
statistical §§gmﬁc§ce qu\\g 0n51d§}ed together.

§ &
AN
>
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Table CA 5.8.1-26: Statistical results

experimental group p-value

experiment I, culture I without S9 mix 0.881

experiment I, culture II without S9 mix 0-@%)7

experiment I, culture I with S9 mix %@89 . )

experiment I, culture II with S9 mix @ 0.75&) ) @f?

o L S S

experiment II, culture I without S9 mix

Dy Q
experiment II, culture II without S9 mix @ S o \0~06Z§§> °<\7
T
experiment II, culture I with S9 mix @@ o S 0%@9 [\(f’@ .
. . . 32
experiment II, culture II with S9 mix 6\9 _ X o @® (,ﬁ@ @»@

indings: @ S @
Relevant cytotoxic effects occurred at the m um c@centr@n 0%@0 ng/BiL in Keth cultures of
experiment | without metabolic activation. rele@lt CYAQE oxic effects @re no n the second
experiment without metabolic activation éven though the €slts were treatéd with he test item for 24
hours. However, 10% serum has to be added to the me dysag 24 fl%nrs tent so, the lower

cytotoxicity may indicate protein bind ffeggs,of the test ite N
e Ny &

No relevant and reproducible mcreeg)e miglg%tant (%I%rly ers/& ce1°l§was observed in the main

experiments up to the maxm;uﬁi@ €ntration. The mutant @quené?@s generally remained well
within the historical range of sc?fvent@trol Fhe 1&‘tlon fa ee times the corresponding

solvent control was exceededhat 116@pg/m%nd abeye in tl@secon‘@:ulture of experiment I without

metabolic activation. Ho T, t of mutant colonies per 106 cells did not exceeded the
range of historical solvﬁontr @ept a&e ma@num %Q,n entration which however induced
severe cytotoxic effegtsy’there‘was ng dose atlons nt colonies between 1160 pg/ml and
2320 pg/mL and thé&increase was ét rep ced llel culture performed under identical
conditions or in th econ@e?cper' w b011 tivation. The increased induction factors
were judged to t@based ont ther@> contro of just 4.8 mutant colonies/106 cells.

A linear reg{&lon@‘@ysm ast squ es) @perf@ed to assess a possible dose dependent increase

of mutant frequengy using S STAT statistics @\iware A single significant dose dependent trend of
the mutation freuency Andica v_»~?-’ a % abiligy*value of <0.05 was determined in culture II of the
first expenme@;\?vnho@ etab u ic agp ion, éowever the trend was judged as biologically irrelevant

as d1scusse$&bove S Q&

In both &Xyerlm@s of
4.8 u 22.6@1utant

to 38.0' mutaqts per 10 \
A\

EMS (150 pg/ ex@’me I and 75 pg/mL in experiment 1) and DMBA (1.1 pg/mL) were used
as positive contsols al%showe distinct increase in induced mutant colonies.

&

his study@wlth w1th0ut S9 mix) the range of the solvent controls was from

r 10§cells t@ range of the groups treated with the test item was from 4.8 up

cel
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Table CA 5.8.1-27: Summary of results

relative relative mutant relative relative mutant
conc.ug S9| cloning cloning  colonies/ induction| cloning cloning | colonies/ induction
per mL mix|efficiency| efficiencyll 10%cells = factor efficiency | efficiency 10%cells  factor
% % % %
Column 1 2 3 4 5 6 7 8 9 10
Experiment 1/4 h treatment culture | cultut@
Solvent control with water - 100.0 100.0 22.6 1.0 100.0 100.0 @ 4.8 1.0
Positive control with EMS 150.0 - 94.6 110.5 122.8 54 93.3 84 & 8o 15.
Testitem 1450 - 88.3 culture was not continued” 113.6 c '~\ was @ontinu @
Testitem 290.0 - 88.6 106.1 8.8 0.4 102.4 Q\ 1.0 @
Testitem 5800 - | 814 1109 200 09 102.4 58.4 @7 87 \1.8 |&
Testitem 1160.0 - 79.2 121.7 136 o 99 8& 64. ?’\ 222K, 4 @
Testitem 2320.0 - 61.9 120.9 141 O 411 D 1 @
Testitem 46400 - 241 1186 16.7 @ ,@ @5%& é@ ?Lsa\
Solvent control with water 100.0 100.0 12.7 M 0 Q&Q\BO 0 \% 5 .
Positive control with DMBA 11 + 56.4 76.5 742.4 @58 3 - 55 9 @7 70.1 046.9 3.6
Testitem 1450 + | 100.6 culture was no tlnued ;ﬁ 107.8 cuItur s not @lnued#
Testitem 290.0 + 92.9 85.7 1073 @
Testitem 5800 + | 1017 57.6 @ 1 @2
Testitem 1160.0 + 101.0 86.2 \1 5 %2 4 106.2
Testitem 23200 + 99.5 78. 1% 14. 5@ S:7\998 1 @ 12.6 @7 105
Testitem 46400 +| 796 108> 1.0 (7 79.6 16. 8@ 1.0
Experiment Il / 24 h treatment cf@be | @ b.lre I
Solvent control with water - 100.0 169.0 12.9 G@ &0 3. 1 1.0
Positive control with EMS 150.0 - 97.6 §44 6 @62 5 &.2 @ 31 0.6 3.7 155
Testitem 1450 - | 113, 2@ ultur @as not continued” 87.9 ulture @as not continued”
Testitem 2900 - | 109! 0.9 919 12547y 113 0.9
Testitem 5800 - | 11€9 @ % 1Q) gg>" 1268 1238 10
Testitem 1160.0 - 117.0 % 22 9 @ 1@3 OT%A.Z 10.8 0.8
Testitem 23200 -, @97 1 @ 91.1 22 6 %3.7 \01.0 53 04
Testitem 46400 - 86.8.8 900\ 178 @ 14 [N708 A 8738 29.6 23
Experiment Il / 4 h treatment o N Ca 7
Solvent control with water Lo+ | 10090 1000 138 19 1@%) 100.0 8.1 1.0
Positive control with DMBA + .0 9.1 87.8 50.6 53.2 952.8 118.1
Testitem & O% 8 ulture wad not con@lbed# \93 0 culture was not continued”
Testitem @)@9 0.0 '& 100. 8 91 .9 14 1 0 81.5 99.9 19.3 24
Testitem @ 580.0 + 10 { 91.3 104.3 125 1.5
Testitem @ 116 87.6 95.1 141 1.7
Testitem 2 0 + § 97.8 73.0 20.2 2.5
Testitem © 246400 + ?/7 949 N, 85.0 0161 12 76.4 87.1 126 16
induction fact% mw@ colonies per@@cells dlvﬁed@é\utant colonies per 10° cells of the corresponding
. a@“ &
# o, Ctlture was not con nued\\g}nce a minimum of only four analysable concentrations is
&%equlmg

%, <
Conclusio \@ @@ § @
S & &
In conc%lon 1t@'1n be stated thiat und(%ﬁle experimental conditions reported the test item did not
n@tatlon%@ the IQ)RT 1%1 n V79 cells.

Therefore *BCS- %78570%16‘(21@‘(6 Amidosulfuron-desmethyl-chloropyrimidine) is considered to
be non-mutagenge thl@RT assay.
AN
gg
&
(g
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Report: KCA 5.8.1/19 1 2010; M-366697-01-1
Title: Micronucleus assay in bone marrow cells of the mouse with BCS-CO78570
(Amidosulfuron-Desmethyl-Chloropyrimidine)
Report No.: 1298100
Document No.: M-366697-01-1
Guideline(s): OECD Section 4, No 474 (July 21, 1997)
EC 440/2008 dated May 05, 2008 @@
EPA OPPTS 870.5395 (August 1998) & o
Guideline deviation(s):  not specified § @ & %
GLP/GEP: yes SIS % %@
@
Material and methods: O AN \Q\ %Q
Test Material: BCS-CO78570 @hetab@te ~Amidosalfuron-dgsmethyl-
chloropyrimidi . (Ei% \@’ é}
Lot/Batch: BCOO 5766-383 %\ R S
Purity: 88.7%, sul@n d co - amed% @he respective
dlsodlum% t anc% v@ &
Stability of test compound: Stable f he duration &€ the study @ @
Solvent: 30% %@MSO§70%§}EG 490, su@er *
— @m%@ &
Control Materials: %& @ N ‘”\9 @@
K

Negative:
Positive: O™ ¢y phoslﬂ@mld Qg(éfPA \suppl h,
¢ OB @ @

<) & \
Test animals: A N & 9 Q @
©©

Species: % f@ @

Strain:
Age: @ %/’ 12®%eks e@nrommg%l
Weight: N~ les; 37.4

% g), Females; 28.4g (SD +1.4 g)

Source: @ * ethet@nds
Number of®1mal@@r do § lT§ﬂent nlmals/sex/group
se

M1cronl@}eus a,ss@ X/group
NS v\g\ Q)
Dose Zevels&@ N é& ©© Pr@xper@lt 200 and 2000 mg/kg bw
@ ﬁ@cronucleus assay: 0, 500, 1000 and 2000 mg/kg bw
&

conditions mclt cerning: animal strain, vehicle, route, frequency, and

Pre-Experlm 1c1ty

A prelimi stud n cute to erformed with two animals per sex under identical
“&’ udy\

volume %admm@ atlon

The ﬁnals@%m tr@%d or@y w1t@e test item and examined for acute toxic symptoms at intervals
of approxithately L h, 2- 4{9 h, 2&% 30 h, and 48 h after administration of the test item.

O
Dose Selectlo§ ©

It is generally rec ended to use the maximum tolerated dose or the highest dose that can be
formulated and adf@inistered reproducibly or 2000 mg/kg as the upper limit for non-toxic test items.

The maximum tolerated dose level is determined to be the dose that causes toxic reactions without
having major effects on survival within 48 hours.

The administered volume was 20 ml/kg bw.
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Three adequately spaced dose levels spaced by a factor of 2 were administered, and samples were
collected at the central sampling interval 24 h after treatment. For the highest dose level an additional
sample was taken at 48 h after treatment.

Test Groups
Six males and six females were assigned to each test group for the main study. @@)
At the beginning of the treatment the animals (including the controls) Weremgfghed?‘fd thedodividual
volume to be administered was adjusted to the animal’s body weight. ani;;&r received thegfest
item, the vehicle or the positive control substance once. Twelve animaly, six es and\six fémales,
were treated per dose group and sampling time. The animals @mll doSe groups (exc th@% sitive
control) were examined for acute toxic symptoms at intervd® of a@oximQ\ely 1 -4h,6h,24h
and 48 h after administration of the test item. < 5N
b N 9 o
. %, A < A
Sampling of the bone marrow was done 24 and 48 ho@? afte@ @atme@t, respely©© N
NI &
N

o Sy @
A
lee . T xfemo%@were&@moved, the

Preparation of the Animals

The animals were sacrificed using CO» followed @g

epiphyses were cut off and the marrow was @ed o@) ith fggtal cal{ serum using a @inge. The cell

suspension was centrifuged at 1500 rpm (3& g) for 1 iffates apd the s atant@as discarded. A
& was spread o2 slid aq&Fhe d&yair-dried and th
& Pl W, & The smear wd@air-dried and then

small drop of the re-suspended cell pel
stained with May-Griinwald ( ] , G%@%any@iems
-, Great Britain). Cover sliere ounte@b with BUKITL (|
Germany). At least one slide was made frotineach bone ma@gv sample. -
X S >
) Q) S A
Analysis of Cells S N 9 R
Evaluation of the slides was per ed @g %&&ON @gicroscQpes with 100x oil immersion
objectives. Per animal 2 pol é@ror@ erythrocytes (RCE) were analysed for micronuclei. To

describe a cytotoxic effest the ob en chroggtic and normochromatic erythrocytes was
determined in the sa ample and expressed in pol rom@s erythrocytes per 2000 erythrocytes.

The analysis was p%@ ed with co@ slid@%ﬁ Q
o & @

<
All animals per @jt grqu;@vere@ate des@ed, O
o N
D Ro @) @
Acceptanc@ltm@ N O N §
The study was con\s ered V@d as tl@folk&v@g criteria are met:
- at least Rarfimalgper grof@ and séx can &»evalua‘ced.
PCE ¢ %rythr@e ra@aou ot be 1ess than 20 % of the negative control.

thesqositivecgontrol show statigiieally significant and biological relevant increase of
mi nuc@ed P@ co ed t% vehicle control.
v

%ﬂ @) ©
Eval Cteria: @
A test 'temassi@ as n@ageni& it induces either a dose-related increase or a clear increase in

the numbetof migronucledted polyshromatic erythrocytes in a single dose group. Statistical methods
(nonparametric V@‘fney test) will be used as an aid in evaluating the results. However, the
primary point onsgeration fOthe biological relevance of the results.

A test item that f@ifs to produce a biological relevant increase in the number of micronucleated
polychromatic erythrocytes is considered non-mutagenic in this system.
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Historical Controls
Table CA 5.8.1-28: Historical controls 2003 - 2008
Vehicle Controls Positive Controls (CPA)
Males Females Total Males F@es Total
Mean* + SD 0.094% 0.080+0.037 | 0.088 = 0.030 2309+ @?8 * No 20 + 0694
ean” = 0.039 ON = o0 0607 |98 063 R
IS SR
Range** 0.01 -0.20 0.0-0.19 0.01-0.18 070 -4.52 | 058 -3.68 0.7753.685
@ o |- NN
No. of A
289 269 291 2 268T° | 25 290
Experiments Q ® K & 9 o
*: mean value (percent micronucleated cells) \)j ® Q
ok range of the mean group values (percent mlcronu<®ated c@% @ Q) @
Findings: \@ %, & S @
As estimated by a pre-experiment 2 m, C 0785760 (Ami@dsulfufon-desmethyl-
chloropyrimidine) per kg bw (the maxirnurn delin@

co \*2 nde se) v@ sulta@ ose.

The mean number of polychromatic ery; %cytes@las @ﬂecre d after eat [,. with the test item
as compared to the mean value of the ve 1cle \zggntrol%&lca g “that BCS-CO78570

o

(Arnidosulfuron—desmethyl—chlorop@ﬂme@d1d 1o hav® ny tox1@ properties in the bone
marrow. % \ @) @

In comparison to the corresponcﬁlg V@e co@)ls t ?@Was nQalol jcally relevant enhancement in
the frequency of the de ed ngronucier at ‘aqy pre@atlgn@terval and dose level after
administration of the test j sults@ the tested 1terr¥regar ¢ % PCEs with micronuclei were
within the historical congrol dat nge Wn 0.089% to 0@R%). The statistically significant increase in
PCE with micronucleid%%) at 2000 mg/kg (24, hours tr; ent)13 based on one female (Animal Nr 45)
which had 6 microfiicleated cells 2009~PCE t 20@ mg/kg all other animals had 1 to 4

micronucleated cells’per 2060 P <§§, vﬁ was mpl%@ in the range of the concurrent vehicle
d

control. Therefoﬁ@lt is as@me thi ing@ no biological significance.

) < @
40 mg/kg %ﬁycl@sphaéﬁde a@ﬂs‘ce@ orak@vas used as positive control which showed a
statistically significant increase of in uce%;gncro&ilcleus frequency.

Ké%@&@
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Table CA 5.8.1-29: Summary of Micronucleus Test results

test group dose mg/kg | sampling PCEs with range PCE per 2000
bw time (h) micronuclei (%) erythocytes
vehicle 0 24 0.092 0-4 1206
.
test it 500 24 0.104 0-3 N 1200
est 1tem . - A
> @ O &
T & 5 s
1000 24 0.096 048 T $
D e — °
B
O O &)
2000 24 0154 @ | [b-6 gF S e? [«
0
S e M B~
. 9
E;’fl‘tt;:f 40 24 3.@% N 14@%2 S s @§
Slet d & o
test item 2000 48 §0.108@ Q@ o4 S 12(@@
S s g & @

Vi
@ @ o,
o N 0552 oot 62
Statistical significance at the five p@@gen‘c fv .0
parametric Mann-Whitney test. < O

/o
Vi <
&~
3
Q
@ A
<
@é/é
Q

S
Table CA 5.8.1-30: Statisticabresults O N

Vehicle control @

versus test group @ Q %@ S

500 mg BCS-C078570@idosﬁfuron-desmet%l- @@ N

chloropyrimidine)/k%; 24 h @% R ® é@ 0.3687
N S N
1000 mg BCS-CO78570 (@on-d ethyl§ N

chloropyrimidine(ﬁ(g bW 24 h N) Q - 0.5000

N\
2000 mg B(ZS§(§\O78 (Amijdosulfu desn@.yl- q

chloropyrimidine)}/kg-bw; 24 o % + 0.0291

4 PA/kg hw24 h K S
0 mg CPA/ gfjgﬁv, S &> + <0.0001

T 2 LS
2000 mg B(@\cm@% (Alﬂwosulfu&dgﬂ@hyl-
g O S

chloropyrimidine)/k$ bw; - 0.3099

@ = @jenificant; \@

Z = ighifican

@@y Q@nog co t©
B N QY

Conclusion: § O oy
There was no ‘indicalion of any clastogenic effect of BCS-CO78570 (Amidosulfuron-desmethyl-
chloropyrimidine) 1s in vivo micronucleus test.
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Report: KCA 5.8.1/20 R ; 2010; M-387609-01-1
Title: In vivo unscheduled DNA synthesis in rat hepatocytes with BCS-CO78570
(amidosulfuron-desmethyl-chloropyrimidine)
Report No.: 1298200
Document No.: M-387609-01-1
Guideline(s): OECD 486, adopted July 21, 1997

EEC Directive 200/32, B.39 May 19, 2000
EPA OPPTS 870.5550, EPA 712-C-98-230, August 1998 &

Guideline deviation(s):  not specified N S
GLP/GEP: yes @@ %@N © @@
& F A &
Material and methods: D A \\ N
Test Material: BCS-CO78570 (@étabo]@e ~Amidosalfuron-dgsmethyl-
chloropyrimidine é}’ . @) (Ei% \@’ é}

Lot/Batch: BCOO5766-3-3@ > @ & & &7
Purity: 88.7%,  sub

@Sed conta W%
m&@and&@%w @ @

respectivedisadiu

Stability of test compound:  Stable for thedduration of the, study IS
Solvent: 30% m@o (c@thyl oxide}/ 70 PEG&%@olyethylene
glyco]@ 0, sufiplier ermany
~ @
Control Materials: NS é @f@ & N w\g @
Negative: S < L@ %
gative: IS % &
Positive: @Q our§preparégon intérval: Dgﬂ, N,N’
dimgthylhydfazinedihytrochigride, -
s S 11‘lv\l’ler Slg}la Aldrich, Dég)senhoﬁn Germany,
N ed\ @aCl s@mo ose used
Ro Q I ] 1| pval: 248AF; 2-acetylaminofluorene,
Q & supphler _ , Germany, dissolved in
@ o D&ﬁo / RES 400@) + 9)sdose used 100 mg/kg b.w
& & S @

Test animals: Qo @ é% Q @

Species: & L Rat % @

Strain: & . O

Age: /N w\g\ @0 12 wgks approximately

Wei N é& S Qale 77.8.g (SD + 8.6 g)

Source: \© , The Netherlands

Number &f ani per@e: PreExpepinent: 2 animals/sex/group

Main @permﬁ %, ales/group

S

Dose Zevels.6 § é Q Pre’—@@periment: 2000 mg/kg bw

% @) @ l\@m-Experiment: 0, 1000 and 2000 mg/kg bw

T S S

Pre-Experiment an Toxi ﬁ%
A preliminary % on @ute t 1c1ty was performed with two males and two females administered a

single dose of

%/kg bw

BCS-CO78570 formulated in 30% DMSO / 70% PEG 400, under

identical condltlons@ n the mutagenicity study concerning: animal strain; vehicle; route, frequency,

and volume of adnfiistration.

The animals were treated orally (gavage) and examined for acute toxic symptoms at intervals of 1 h, 2-
4 h, 6 h, and 24 h after administration of the test item.
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Main-Experiment
For genotoxicity investigations it is generally recommended to use the maximum tolerated dose or the
highest dose that can be formulated and administered reproducibly.

The administered volume was 20 ml/kg bw.

The maximum tolerated dose is determined to be the dose that causes tox%@actions (e.g. reduced
spontaneous activity, eyelid closure, apathy, etc.) without having major efﬁg rvivaldwithin 24

hours. If no toxic reactions are observed the highest dose recommended guideline @

used should be 2000 mg/kg b.w. The low dose will be 50 % of the high dgse. &% @
S 8 \

Test groups @ o \\ &9© °<\7

Four male rats are assigned to each test group. g}f .0 Q{% \@ ((%%

A @ @ % ¢
Before the beginning of the treatment the animals syere w@ed nd the @wd Volu to be
administered was adjusted to the body weight of thgammal@l" he -\ als eived the tes m once
and were examined for acute toxic symptoms at@tew&@ f ap’p@x 1h, h fo @e 4 hours
treatment, and 1h and 16 h for the 16 hoursy\{geatme fter %@lmml tlon the 1tem Four

animals (males) were treated per dose group.§ Q Q@ Q‘& @ @
>

Isolation of the Prlmary Hepatocytes &\ @

Germany), 23% Xylazin (Rompun , Germany) and 31%
, Germany) (approx. 2
S éd through’ the vena po w1thﬁﬂanks balanced salt solution
' Ge@ny) upplemented W@collagenase (0.05 % (w/v), I
X Ger%ngny) ad}usted t%H Z 4Snd maintained at.

The isolated hepatocygﬁere @%shed%we ith H
through a stainless ste@ mesh i‘%yiel a smgl\e\gell su si ‘
was determined by«the ¢ trypan blue dge excliision méthod f

ey
the cells was deternitned. & O @
9 @ 0' S ONEES)

ons ‘y\g

Culture Coé@ © @@
The washe es (&e cer@@uged@nd trgusterred into Williams medium E (_
Gern@ly) su@emen@d with:
N

Y
Hepes 9 @)@ 38 n%%ﬁ/ml § L- %gtamme 0.29 mg/ml

Rcrude cell suspension was ﬁltered

\
Penicillin § lO(@ﬁitS/ﬂ@ ol&@lm 0.50 pg/ml
Strept in © ®10 mg/%l @f etal calf serum (FCS) 100 pl/ml

L
This comp?l%e;e m %um wa@djus@sto pH 7.6.

At least three ﬁure were eétiblished from each animal. Aliquots of 2.5 ml with freshly isolated
hepatocytes in co culture medium (2.0 x 105 viable cells/ml) were added to 35 mm six-well
dishes ( , Germany) containing one 25 mm round plastic coverslip (|

, Germany) per well coated with gelatine.

After an attachment period of approximately 1.5 h in a 95 % air/ 5 % CO, humidified incubator at
37° C the culture medium was discarded. Then, the cell layer was rinsed once with PBS to remove
non-adherent cells. Subsequently, 3HTdR (5 puCi/ml, specific activity 20 Ci/mmol; |Gz
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_, Germany) in 2.0 ml culture medium (WME, 1 % (v/v) FCS) was added to

the cultures. After a labelling time of 4 h the cells were washed twice with WME supplemented with
1 % (v/v) FCS and 0.25 mM unlabelled thymidine. Cultures were incubated overnight using the same
medium. To prepare for autoradiography the medium was replaced by a hypotonic solution of
1 % (w/v) sodium citrate for 10 minutes to swell the nuclei for better grain detection. The cells on the
coverslips were then fixed by three changes of methanol:acetic acid (3+1 v/yfdor 20 minutes each,
rinsed with 96 % (v/v) ethanol, and air-dried. &

N ¢ &
Autoradiographic Processing @ © @@)
The cover slips were mounted the side carrying the cells up on glass s anc@’oatedq%gth KODAK
NTB (_ Germany) fograp%ic e%ﬁmon &the dark. The
coated slides were stored in light-proof boxes in the pres Q ) of a @/m Fgent fo@% $Sexcepted
the reserves slides for 7 days) at 4° C. The photograph@ emuls en (e ope@@y%vlth Ilford

Phenisol ( Sw1tzerlan%t rogmy tem;@ature @xed § Rap@’i xer
, Switzerland) and stained3vith h@tom@ﬂeosu@ @
S

o L SO 2

Quantification of UDS

Evaluation was performed microscopically code@@hdes@sm @(ON@’ucro pes with oil
immersion objectives. The cells for scoring e ran@mly cted%%cordl to a scheme. The
number of silver grains in the nuclear ared~was coynted autgiatically usin@the Sorcerer UDS device
version 2.0 DT3152 (Perceptive Instruments). [fadditid®) the bet_Ofvgrai G the most heavily
labelled nuclear-sized cytoplasm area@i acemtyto the %Jcleu%was ted. @P least two slides per
animal and 50 cells per slide were eygttated. av11y@adlo abe lle@lls un@ going replicative DNA

synthesis were excluded from counting. > . @ N
N N
At least three animals per group\vere @luate@as des&li%ed abo’c @

& O
Evaluation criteria S %
Nuclear and net grain g@% areﬁlmm&ogetl@ Incr@sed neg grains should be based on enhanced

nuclear grain counts rathér thadon decreased cytoplas@ gral@;%ounts

2 N
A test item is class@ed as{@@%ltlvhe @ﬁ 1§%r o@ grains is higher than five per nucleus at
one of the test p@ts N O @ Q

A group av‘éé%e @een %and 5§ gra@ is ¢ %gdered as a marginal response. A dose-related
a1 t

increase in nuclear and net grains an antial shift of the percentage distribution of the nuclear
grain counts to Higher @&1 de ag ionajinformation to confirm a positive response with less
than 5 net gra@? @

o

N
Statistical nlﬁc§e ma@we fagther e&&@nce for a positive evaluation. Statistical significance can

be eval ed by fagans of the norﬁparan}%mc Mann-Whitney test.
A te@m p@ducm G t gr&ns no% ater than 0 at anyone of the test points is considered non-
ctive
@ .

effe 1n<i@s syst@

S
Statlstlcal anal @
A statistical evﬁtlo of the ré&iilts was not necessary to perform as the number of net grain counts of
the groups treated he test item were in the range of the corresponding controls.
v
Findings:

The viability of the hepatocytes was not substantially affected by the in vivo treatment with the test
item at any of the treatment periods or dose groups. The interindividual variations obtained for the
numbers and the viabilities of the isolated hepatocytes are in the range of the performing Laboratories
historical control data.
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No dose level of the test item revealed UDS induction in the hepatocytes of the treated animals as
compared to the current vehicle controls. Neither the nuclear grains nor the resulting net grains were
distinctly enhanced due to the in vivo treatment of the animals with the test item for 4 hours or 16
hours, respectively. Therefore, the net grain values obtained after treatment with the test item were
consistently negative.

9

In addition, no substantial shift to higher values was obtained in the percenta% cells in repair.
Appropriate reference mutagens (DMH, 80 mg/kg b.w. and 2-AAF, 100‘mg/kg Wo) wetg used, as
positive controls. /n vivo treatment with DMH or 2-AAF revealed distin@wre% in thesumberOf
nuclear and net grain counts. @ QX % X

@o & Q\ é %Q
Table CA 5.8.1-31: Results of UDS test with 4 hours re@atio@lterval\ °
Test Group | Ani | Mean Nuclear | Mean %%an N@ %Mear@lear@\%
- 1 1 ; 1 < Cellsdan °©
al Grain Count Cytgplasmlc %7 ralr;o\@aunm@ Gra1@> f @@ Re@%g
No. Grain Count ® & C n
¢ @ g 9 &
& . Repair
Mean | S.D. | Mean | SP. |sMean |«S.D. | Mean {9S.D. 0
Vehicle 1 [1039 | 418 | 15.07 o 5.75 394.68 ) 541" 8.00 2.88 | 2
Control (30% | 2 | 9.56 | 7.58 | 11.16Y] 920] -1,60] 594 | 914 | 580 | 7
DMSO/70% | 3 | 10.39 | 6.17 | 12007] 548 | 4p1 | 5,69 | @34 | 2779 | 13
PEG400) |4 11127 | 476 | 13%9 [ @22 @32 JK5.75, 1275019284 | 12
1000mgkeby | 5 | 878 | 4.97 Q419 &, 637 P-5.44 T 5.50 7.38] 1.53 3
(Amidosulfuron- |0 | 10.81 | 5.51-1916.19] 685 | -538 | 589 | 667 | 2.08 3
desmethyl- 7 [ 11.84 [ 6.66 1 1207 | 288 | 6,23 | @86 [<720 | 2.49 | 10
oyrimidine) 8 | 951 | 5T | @84 | 516 Cy-l.ssés.ﬂ 6.64 | 213 | 14
2000mgkgbw. | 9 | 10.38 | 6.05 [S514.75Q) 7.608| -4.37 " 638 6.75 | 2.71 8
BCS.CO78570 | 10 | 11.196875.68 P 12,39~ 6.1% | L. 447 | 9.00 | 377 | 12
(Amidosulfuron-
desmethyl- 11 | 9.660] 49| 1842 | 986 | 276 |<350 | 7.17 | 233 | 12
chloropyrimidine | 12 | 898 | S5%5 37 [°92314:22.69<]>5.17 | 8.00 | 5.14 6
- 13 | 84138 | 13.86 & 13.9% 5.939] 2749] 11.69 | 27.65 | 11.50 | 99
POS(ISK;I;‘;;%W 14555.45.5:22.189 1620 | 708 | 307 | 19.34 | 39.20 | 19.34 | 100
mekgbw) | L5 | 52.86°| 2437 1865 | ®16 | 3671 | 20.05 | 3740 | 19.66 | 98
16 | 6836 | 2561 | 1895 ["9.38 ¢,49.41 | 26.77 | 49.94 | 2637 | 99

S.D. = Standard ion. T andar%eviatio @Wm for ‘E%h anima‘l*\(@he deviation the 100 analyzed cells. The deviation shown for
the mean of ea oup i andard@ iation %veen the@ults obtéiged for each test group consisting of three animals.

S QS
& Y @&
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Table CA 5.8.1-32: Results of UDS test with 16 hours preparation interval
Test Group Ani Mean Nuclear | Mean Mean Net Mean Nuclear | % Cells

e, | Grain Count Cytoplasmic Grain Counts | Grains of cells Eepair

Grain Count in Repair
Mean S.D. Mean S.D. Mean S.D. Me;@ S.D.

17 [ 674 | 386 | 12.65 | 576 | -591 | 5.87 | 667 | 2.08 3
vehicle conrot o | 18 | 4.81 [ 3.74 | 9.40 [ 542 | 459 | 450 [:5.00 [=Q.00 I& 1
PMSOTO%LPEGH0) | 19 | 348 | 249 | 598 | 3.23 | -2.50 | 3.52 A9.00.[90.00 T 2
20 | 6.66 | 486 | 11.62 | 6.17 | -4.96 | 5472 7.8607 136\

Co78570 22 [ 11.33 [ 1037 [ 16.47 [ 12.20 @54 [°41.00 [19.54 [
(Amidosulfuron- O S
lomeit | 23 ]10.02 | 731 | 14.15 | 10.23 @f 13 58.34¢[>9.14_[V3.98¢;

24 [ 12.10 | 6.54 | 1971 [ 1034P-7.6%) 9.190] 7191 264

NS
ooomarebmnes, | 2L | 754 | 482 | 13.02 | 637 -5@ 502 ] 500 [ @90 ﬁ;
7

&
w00 marabnes. |25 | 8:80 | 4.84 [ 13.08 [ 6.7 -428°| 620 | %60 | 089 | @B
o | 26 | 7.89 | 4.08 | 13.28 | 546 | <549 | <546 |€9.00 4 141 g+

2

desmethyl- 27 | 771 | 552 | 11.65 | 799 A3.94.[35.52] 6756 126 4
chloropyrimidine

28 | 838 | 7.81 | 1240 % 9.13574.020] 5,60] 8.000] 245 3

- 29 [ 2490 | 11.85 | 1433y 7.292] 1053 | 755 [ 1305 | 28 | 79

B e 100 | 30 [ 2828 [ 1259 | 1749 | 835 | #79 [10.99 [@5.22 | 8.86 | 74
% )

mg/kg b.w. 31 | 22.09 | 12.16 | 22206 |%8.10 J*90.035,>9.52. 171458 7.83 | 69

32 34.30 19.59  [ef50 & 1221 1280 1 125971 1748 | 10.88 75

S.D. = Standard deviation. The Standard deviation shown for anima{Gs)the devx@n the [0Q analyze @ils. The deviation shown for
the mean of each group is the standard deviation k@@veen tthsults oh@lﬁned for e@ test gr%@conmstl f three animals.

o ‘N
Conclusion: @ & N

In conclusion, it can be state&ghat un@r th erlméﬁual C dltlonﬁorted i.e. oral administration
up to the Maximal Toler: of 2 mgﬂ%g %CO?& 0 (metabolite Amidosulfuron-
desmethyl-chloropyrimi ) d1d m% DNA@ama@ leadlng%p increased repair synthesis in the
hepatocytes of the trea ats @ &

@
BCS-CQ51287 ( oht § 1ure Q/as @ﬁﬁed as a minor soil metabolite of

Amidosulfuron w1th a pr ted gw vahie of @ 75 /L > 0.1 ug/L which triggers groundwater
relevance assessent a@ordm OouncilDirective 91/414/EEC (SANCO/221/2000 —rev. 10,
25 February%@) ies con ted faclude 3G vitro genotoxicity tests and the rationale for
the lack of /%eed F@onduo@n Ac Oral @xmlt}%study with this metabolite.

These 3 in vzt:gg%enot@mty :;@monsﬁ@ed that BCS-CQ51287 (metabolite Amidosulfuron-

biuret) is not@@enot . Amidosulf is probably of low acute toxicity, but accordlng to
SANCO/2@QOOO V. 1% 25 Fe 3, the acute toxicity testing for this metabolite is not

triggered.anyho
SR
Rep0i§ @@y §)KCA

.1/21&,; 2010; M-395869-01-1
Title: idging statetrent comparing the toxicity profile of BCS-CQ51287 (amidosulfuron-

% ) wi S-C0O41839 (amidosulfuron-guanidine
Report No.: §§ @3953’%-01—1
Document No.:

M-395869-01-1
Guideline(s): %not specified
Guideline deviation(§y  not specified
GLP/GEP: no

Executive summary:
This position paper compared the structural and toxicity profiles of BCS-CQ51287 (metabolite
Amidosulfuron-biuret) with BCS-CO41839 (metabolite Amidosulfuron-guanidine).
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CH- CH; CH CH
| / ./
(}=|S|_N\ N N NH {}:ﬁ_h\ N N NH
- - 2 2z
0 =3 O _?45"/
o "}\\ o \l‘\\ S
O O O (%%@ O NH
0\ @ &
S @ o
(s e @
BCS-CQ51287 BCSX 041839 &% &
D S S w

\ Q,
@ @ SO
Both compounds are structurally very similar apart fro @he subs utlofzkf a c&@onyl up with an
imine group, have the same toxicity profile when a ASA@earc congdyeted h no
specific alerts) and are non-mutagenic in in-vitro gen@)xwl st1 @ (@) @
AN

In addition, a Rat Acute Oral LDs test has alre co l%ted BCS @@1183@ metabolite
Amidosulfuron-guanidine). The conclusion f]@nthls S Wa@s fol&o@s @

The acute oral LDsy value of BCS- CO4N% (I&tabohmld&gulfuro@guan ine) in the Wistar
female rat was greater than 2000 mg/kp bw. Due to @We stryotural. stmnilarigy-0f Amidosulfuron-
guanidine and Amidosulfuron-biuret, 1@ on@ded that Amldggsulfur@%lure@ of low acute toxicity
as well. @ Q < PN S

> el @© § N
o N

.9
Report: KCA 5.83/22 ,,&6’&% M- 3%%16 @113
Title: Saln@@ella t urlﬁQ evers&mutanc@}lssay CS-CQ51287 (metabolite

sulfurQn— 1ur %\

Report No.: 800
Document No.: -387q1 Ol 1 V @
Guideline(s): @OECD ect10 No 47], adop Jul i} 997
@ 440/2608 dat ay 30 /\
OPP 70. 5 47 August 1998

Guideline deviq}ticﬁ@s): >Qot spe

GLP/GEP: > ayes
& @
Material and methods: :
Test Material: " & Q@ -CQ@M (metabolite Amidosulfuron-biuret)
Lot/B @@ N 00 6067-2-7

Pu@g 7.5%
Stability st co@ou &@ Stable for the duration of the study
v
@’
N
oncurrent untreated and solvent controls
& . ©c d and sol 1

% Dimethyl sulfoxide, DMSO (_ Germany)

@

gﬁl @
Cont ateygls: 2
@ @

Neﬁ%@v
SolVent: %
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Positive:

- Non activation (-S9):  Sodium azide, NaN3 (_, Germany) for TA
1535 and TA 100 at 10 pg/plate, 4-nitro-o-phenylene-diamine,
4-NOPD (_, Germany) for TA 98 at
10 pg/plate and for TA 1537 at 50 ug/plate , methyl methane
sulfonate, MMS (| ,
Germany) for TA 102 at 3 pg/plate. = &

- Activation (+S9): 2-Aminoanthracene, 2-AA (|
for TA 1535, TA 1537, TA 98
for TA 102 at 10 ug/p@ \ .
\
di )
Activation: The S9 fracti 1501%1'@ ﬂ@ 11 s+ of
Phenobarbital/B:Naphth 3: avone@?duc ©
O ¢ @ ,© @
Test organism: Histidine-d@‘nde 18N auxpt%phic “uta of Imonella
typhimurium:TAES35, TA 100, TA 1537:FA 98 &TA 102
Source: Strain . typhimuri WERE taine

om
Germa qog
@ & % @@

Test concentrations: @

Pre-experiment/Experiment I al raln 1th 0 1th Q9 m@? 3, 10, 33, 100, 333,

@100 000@/p1at§© ©
Experiment II: & Fo 1 stralﬁs with SPwit S9 1&%’ 33, 100, 333, 1000, 2500
5000pg/plates
o O (O @Q

Pre-Experiment for Toxicity &© o > KN N
To evaluate the toxicity gifsthe te@lte re-e@@rime was e%\ﬁprmed with all strains used. Eight
concentrations were te for tlclty and mutation imductiolkwith each 3 plates. The experimental

conditions in this preexperimént w&re the¥same 3 esc@d for the experiment I below (plate
incorporation test).; Q
e &S

Toxicity of t %%t 1te1mcan bV1de@i§s a re@ctlol@n the number of spontaneous revertants or a

clearing of }@acte@b roundéé@m S §

The pre-exper ﬁ@ is re&grted a@xperlr@t I, since the following criteria are met:
Evaluable platezg%O co@nes) #ffive cohcentratiehs or more in all strains used.

Dose Selec®1 . §

In the pre expe @ent th@concg@r 'O&Fange of the test item was 3 — 5000 pg/plate. The pre-
expe@ is reportedzas experiment@> Since no toxic effects were observed 5000 pg/plate was
chosel{as m alc entre@e» ®)

o

The concentrat ange luded%wo logarithmic decades. The following concentrations were tested
in experiment 3; 1003°333; 000; 2500; and 5000 ng/plate

Experimental Performance
For each strain and dose level, including the controls three plates were used.
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The following materials were mixed in a test tube and poured onto the selective agar plates:

100 pl test solution at each dose level (solvent or reference mutagen solution (positive

control)),

500 ul S9 mix (for test with metabolic activation) or S9 mix substitution buffer (for test

without metabolic activation),

100 pl Bacteria suspension (cf. test system, pre-culture of the strains), &

2000 uL Overlay agar %@

S

In the pre-incubation assay 100 pL test solution (solvent or referenﬂg@umg&ﬁ@solunc@ (po@@‘%e
control)), 500 pL S9 mix / S9 mix substitution buffer and 100 pL bacte susp@mn e ml§d ina
test tube and incubated at 37 °C for 60 minutes. After pre- 1nc®§t10n 20 mI\%rlay r (45\7 was
added to each tube. The mixture was poured on minimal a&@plates@ 0N @ %

After solidification the plates were incubated upside dg\\a@@for a&\\}ast 4%0urs 7 °C© éé%%he g:ko
v
Acceptance criteria: & o\© Q@ @ ©
The Salmonella typhimurium reverse mutation as@( is c@gmderéé@cceptable if i&@eets &following
criteria: % ) é\ﬁ @ > &
- regular background growth in the ne@ n@olver@ontrd‘l\ @
the spontaneous reversion rates in neéatlve a(%@solv&lt cont@are inQ%e range of the
Harlan Laboratory historical datas, Ao @

the positive control substaan ho@ prodﬁ%e a iﬁ@hﬁc@ 1ncr in mutant colony

frequencies @ & @ @
\ O @© Q" N

Assessment criteria: & v S
A test item is considered as a thutag a bio@gicall%elevaf@incre e in the number of revertants
exceeding the threshold of twice (str, TA{@@ A 10 three times (strains TA 1535
and TA 1537) the colony count of the cor@po dlng solveﬂ&contr&‘gs observed.

A dose dependent increaye is c&%dered‘ologlgly re@ant 1@6 threshold is exceeded at more than
one concentration. ©@ ‘?\9 Q @@

% & i
An increase exc edmg tho thr@ at Suly o@onceﬁ%‘uon is judged as biologically relevant if
reproduced in-an nde&qﬁdent se rlment @
N
A dose depe&ndent Therease @ the n@)b%{@evert% colonies below the threshold is regarded as an
indication of a Q agen& poter@l if réproducéd in an independent second experiment. However,
whenever the %Jony »: ts remdin within the @storlcal range of negative and solvent controls such
an increase t copsidered bidlogi releQant.
Q 5 S

o £ A .
Findingsg O S @© S

v
No t@fecw, eviderf@as a reduction {@the number of revertants (below the indication factor of 0.5),
occu in est ps withr and out metabolic activation.

No substantial i ase 4 revert%t colony numbers of any of the five tester strains was observed
following tredfpent with BCECQS51287 (metabolite Amidosulfuron-biuret) at any concentration
level, neither in thepresence nor absence of metabolic activation (S9 mix). There was also no
tendency of highegyphutation rates with increasing concentrations in the range below the generally
acknowledged border of biological relevance.

The concurrent positive controls demonstrated the sensitivity of the assay and the metabolising
activity of the liver preparations.
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Table CA 5.8.1-33: Summary of Results Pre-Experimental and Experiment I (without
activation)
Metabolic Test Dose Level Revertant Colony Counts (Mean £SD)
Activation|  Group (per plate) | TA 1535| TA 1537 TA 98 TA 100 TA 102
DMSO 14+2 81 28+3 @%7123 366+ 27
&
: N
Untreated 14+5 9+3 2740 129@ @r9 +
& 2
Without @ |, D 6D
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® L\ v f’© S e ©
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Table CA 5.8.1-34: Summary of Results Pre-Experimental and Experiment I (with activation)

Metabolic Test Dose Level Revertant Colony Counts (Mean +SD)
Activation|  Group (per plate) | 1A 1535| TA 1537 TA 98 TA 100 TA 102
DMSO 14+2 1746 3549 167418 | 59316
%\9
Untreated 22+3 17+£2 43+12 , 158 o 8i73
With ﬁ SQ
Activation | prg c51287 | 3 pg 176 | 16+4 33+ @@ ﬂ: 7 4, 568 %@
& @
0pg | 15+5 141 Q@ 34E7T o] M53%d o%iz
B
Bpg | 19+5 14@7 |36 6D 422 G 6579
< 82 477
100 pg | 18+3 Q%io %@4 g@lj%:l @i%
. Y @@
N @
333 g 19i§% 1§3 NI +9 8] 525+ 14
ij el s S
S
1000 pg | 1 17+eN a7+4 Q147 £2 604 £ 10
%i &S @éﬂ ’ @?@
N
2500 pg O 21 + 17%4 32 13 | 606+9
é®§ m@ ¢ @( \ @i@ @
N % o
5000 pg | 0% 1 of Y17+ 9% 2 153 +3 603 + 12
9 f&’ © é\
2-AA 2.5 pg §§375 @ 51:«5?36 4 375&@2 3668 + 135
N RN I
2-AA 10.002 2060 + 217
§@ O § e O
(S) & & ‘37\9 ©@ @2}
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Table CA 5.8.1-35: Summary of Results Experiment I1I (without activation)
. Revertant Colony Counts (Mean £SD)
Metabolic | Test Dose Level
Activation | Group (per plate)
TA 1535 | TA 1537 TA 98 TA 100 TA 102
L@
Without |DMSO 16+ 1 11+2 2346 |D26+23 | 402+12
Activation 2 L
Untreated 1753 | 12 | 26+3Y| w3 9303 679
N O )
BCS-CQ51287 | 33 pg 14+4 14 i0§° 26 102 «zg?i 17
) A >
Y Q ' gg’ o
100 pg 15+2 164 .|~ 23 x4 +5 ¢} 36320
B3pg | 13+1 5“%@@’ 2746 @®122 143
O @\
R e 7= 1]
1000 18+5 1 23 &1 +11@ 359+17
Q @
2500 » R 2045 O 11093 | 394411
ng e B . g@é@ R al
© v
5000 pg P\ 9+2 +2 @) 24° Gp8 +2 382 +35
@@% S @f i A e
N
NaN; 10 1 7<6®i 14 Q | X & 1902+ 79
M@ @& ° & @ @ 0,
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Table CA 5.8.1-36: Summary of Results Experiment I1I (with activation)

. Revertant Colony Counts (Mean £SD)
Metabolic |Test Dose Level
Activation |Gro er plate
v u PerPlate) | pa1s3s | TA1537 | TA9s | TA100 | TA 102
K@
With DMSO 22+7 14+1 30+ 10 @63:&19 519 +£31
Activation 2 L
Untreated 1955 | 18l | 33:8Y| w61 Os62 643
& © =3
BCS-CQ51287 | 33 pg 1744 16 i0@° 263 153 @ ggﬁi 10
) A >
100 pg 2742 1@}”2 . ©31:g§%§ %@lﬂ@*’ 515+33
@ QR ) D
v
333pg | 2011 @15:&@@’ @8=+7 @%44@@ @%iw
O &
L QS ¥
1000 pg e @&3 > 314 @g{%iz&@ 531+ 14
I« @
N
2500 pg 1y 4 R 18ﬂ@@ %%iiﬁ@yc 152@9? 482+ 12
- & [ @
N Q @” S KN 9
5000 pg 4 19+2 +3 @ 3744 @0 + 10 517 £33
Sl A
N
2-AA 2.5 ng) Q@t 257537 @ﬂ;©§ LR 2264 3208 + 148
2
2-AA 16.0 ug?\@ & & Q 2348 + 168
Q Q = O
L < @ > ° KN
© >
Key to Positive Controls ({&@ Q 6 & @ \%
Y
NaNj3 sodium azide~Y’ & @@ @}
2-AA 2-aminoanghracene & é\ﬁ Q @
MMS |methyl ane @ﬁonate% @ § §
4-NOPD 4-nitr@’;p phegy@ne-ne Q
@ Q@
Concluswr& @ 5 %,
Amidosulfuron-biuret) showed no evidence of

It is concluded Qat BCS% 87 (@abo
mutagenic act1v1%s n th@fn Vi cter

N

@ L
5 & o,
Report: ®) éS 8.1 B; 2010; M-389584-01-1
Title: % @ BCS- CQ@87 ( bohte amidosulfuron-biuret) - In vitro chromosome aberration
’Q st with chlne\ mster V79 cells
Repo @1337
Document M@‘)SM
Guldehne(s). S D 47 997)

Guideline dev1at10n(

GLP/GEP:

0/2008, B10 dated May 30, 2008
%EPA OPPTS 870.5374 (August 1998)
The historical data represented in Annex III refer to experiments performed in 2008 to
2009 (instead of January to December 2008 as stated in the study plan).
Reason for the deviation: updating
This deviation has no detrimental impact on the outcome of the study.

yes

&
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Material and methods:
Test Material: BCS-CQ51287 (metabolite Amidosulfuron-biuret)
Lot/Batch: BCOO 6067-2-7
Purity: 97.5%
Stability of test compound:  Stable for the duration of the study
Solvent: Culture medium (minimal essential rned: MEM)
, S o
Control Materials: N N
Negative: Concurrent culture medium contro@ere &eﬁrmed<® @@
Positive:

X
B @ S
Belgium, lot

O %
- Non activation (-S9): EMS; Ethylmethang @lfona@(w
no. A0276402) at@}”oo udBhl (EQ rimgy ) ar@ﬁ

00 pg/ml
(Experiment II) v
Ge@y, 1@90 @1311)

- Activation (+S9): CPA; Cyclophgsphami
at1.4 ug/m@& KON @ @
@
Cell line: Ch1nesmstm§9 lu S
Source: ghta ined f&dm

& N
Test concentrations: perm@t I (pre-test¥&10.7, @5, 4 , 85.9, 171.9, 343.8,
75 $375.0 ard 2750 g/
EX unen@ Without S9 @iix: 1tN 21.5, 43.0, 85.9, 171.9,
8, 6 7 5, 1375,0 and 2350 pg /mil.
perl t IL;-ith S9 mix: é 9, 343.8, 687.5, 1375.0 and
Q2750 ml S o
@« \
Determination of cytot 1c1ty @ X O
The highest concentratyon usédh 1r§ cytoge\\rgletlc ) 1 @s was chosen considering the current
OECD Guldehne n vitro_ mam tests uestlng for the top concentration clear
toxicity with reduc cel @ bel 0 % of control, whichever is the lowest
pre@ntatl. In case of non-toxicity the maximum

concentration, 4ad/or - he oc ence
concentra‘uc@ould mL or 10 md"whichever is the lowest, if formulation in an

: S
appropriate en@ ossﬂ@ @ %o

With respect t ééhe m@ularght % 3 g@ol) of the test item 2750 ug/mL of BCS-CQ51287
(metabolite A@ldosul@ron—b‘ﬁ;uet) rox. A0 Mm) was applied as the highest concentration for
treatment e cultifes i the pre-test. Tesgytem concentrations between 10.7 and 2750 pg/mL (with
and without™S9 Ir@ Wer® osen@or the“evaluation of cytotoxicity. No precipitation of the test item
was obseryed. Sfate thecultures lﬁll@§he requirements for cytogenetic evaluation, this preliminary

test desigigted Experimerit I. X\

> 2 .0
Since no c%tox' ity andz\tﬁ iter@recipitaﬁon was observed in the first experiment up to the highest
applied conce ion, 2 ug@L was chosen as the highest concentration for Experiment I1.

S
&
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Table CA 5.8.1-37: Doses applied in the Chromosome aberration test with BCS-CQ51287

Preparation | Exposure | Exp. Concentration
interval period in pg/mL
Without S9 mix @
18 hrs 4 hrs I [10.7 21.5 430 859 1719 3438 68’1?@ 1375.0  2750.0
18 hrs 18hrs | I1[107 215 430 859 1719 3438 («@75 ©375.0 O 275087
@ @’ %
With S9 mix SO & \/ N
18 hrs 4 hrs I |10.7 21.5 43.0 859 &@9 3@8 ‘5& 687.5 @975 0%\2750 0
18 hrs 4 hrs I @971 9 \343 8@(2\;%687 5@ 137@@ 21@1)

Evaluated experimental points are shown in bold character®) ©@ @ @@ @U @

Q& \O\ O\% h @ @@

Seeding of the Cultures w\g N

Exponentially growing stock cultures more@h 50 con @ rinsedGvith -Mg-free salt
solution containing 8000 mg/L NaCl, 200 @L K g/L K 2PO4 @ad 1503ng/L Na,HPO,.
Afterwards the cells were treated with t &:nn EDTA- son at appr . 5 minutes. Then,
by adding complete culture medium in 1ng 16%% (V/ B gz tic trégtment were stopped
and a single cell suspension was pre . THe trypsin con ratlon r al -culturing steps was
0.5% (w/v) in Ca-Mg-free salt sqljition, Bhe ¢ l@wer§ driperm dishes, which

contained microscopic slides. Int%@each c%ﬁber i&( 0* —@x 10* @1 s we‘ise seeded with regard to the

reparation time. Q)
- Ve o Ve
Exposure period 4 hours (3 Q \\ °\ 9 N <

The culture medium of $onen@ly g@'mg 11 culture wa eplaced with serum-free medium
containing the test ite or th@y eatn%t w1tl@neta% c activation 50 uL S9 mix per mL culture
medium were added.cGoncurient sojvent alag positiygy co were performed. After 4 hours the
cultures were was twice w1th "@ ine nd t the Is were cultured in complete medium
containing 10 % (V@ v th am@g time ¢£14 hours.

The "Saline @()lut &V mpose fol WS (pe .\« re):
000 @;

NaCl (03 R
KCl N 400 mg N
Glucose * H,O S mg,@@ &Q é
NazHP 04 2
KHPO, ¢ (P50mg S
Q Q" s
pH wa‘usted@ 7.2. @ © @5’
T & &
Exposure gﬁ@od lﬁour
The culture” me of @ponem@ly growing cell cultures was replaced with complete medium
containing 10 %xv/v) F@ inc 1ng the test item without S9 mix. The medium was not changed until

preparation of t cel,lﬁ%Concurrent solvent and positive controls were performed.
All cultures were H@Jbated at 37 °C in a humidified atmosphere with 1.5 % CO; (98.5 % air).

Preparation of the Cultures

Colcemid was added (0.2 pg/mL culture medium) to the cultures 15.5 hours after the start of the
treatment. The cells on the slides were treated 2.5 hours later, in the chambers with hypotonic solution
(0.4 % KCI) for 20 min at 37 °C. After incubation in the hypotonic solution the cells were fixed with a
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mixture of methanol and glacial acetic acid (3:1 parts, respectively). Per experiment two slides per
group were prepared. After preparation the cells were stained with Giemsa (

, Germany) and labelled with a computer-generated random code to prevent scorer
bias.

Evaluation of Cell Numbers 9

The evaluation of cytotoxicity indicated by reduced cell numbers was made after the preparation of the
cultures on spread slides. The cell numbers were determined microscopi by %‘\ntmgé@ defi
fields per coded slide. The cell number of the treatment groups is given i&ce%ge co, pared t@i‘%

respective solvent control. & . <
& \\ © ”\7

Analysis of Metaphase Cells @
Evaluation of the cultures was performed (according to @andaxd@rot Ciig1§0f tl&@Arbe@%;gruppe der
Industrie, Cytogenetik") using NIKON mlcroscopes §ith 16@( oil @ners@ obj
fragments, deletions, exchanges, and chromosom. dlslr@ rat10 wer cor
chromosome aberrations. Gaps were recorded a %Vell not uded&m the_calculatic
aberration rates. At least 100 well spread metap r cyftare w e eval@d fO@
damage on coded slides, except for the pos1tn®pntro|§&out@ tabo@ activdgion. @

Only metaphases with characteristic chromg%‘le &meer @22 1 were @§uded 1§@Ehe analysis. To
describe a cytotoxic effect the mitotic %ex (%cells 1@mlt (%§ was "dete . In addition, the
number of polyploid cells in 500 meta% culturéswas rmingg™(% paly 101d metaphases; in

the case of this aneuploid cell line p ns a@yar tet@ 01(1@ryoty%;@ﬁ

Evaluation criteria: & @ \ \

A test item is classified as non-clasto if: %@ Q %
i al chromosome” abersagions 1@& evaluated dose groups is in

the number of indugkd stru
the range of the la ator@’f&hlst(@al cm&ﬁol data’ F&nge %
no s1gn1ﬁcant@ease@g@the nu%er of struct@ chr sorne aberrations is observed.

A test item is classi@d as @a‘@toge@@% if: @ Q <
the num@,jr of %@me@icmr hror@ome a%rratlons is not in the range of the testing
labor rical control data range. @

L STETSTE S

elther a @ntratm@ relate@or a‘ggmﬁcant increase of the number of structural chromosome

aberrau(ms is O@V

Statistical @i))ﬁca @@ wa onﬁrn—@ ns of the Fisher’s exact test (p < 0.05). However, both
biological add st 1cal &g 1ﬁc ho&% be considered together. If the criteria mentioned above

for the 4dst itenfare not clearl§@met @e classification with regard to the historical data and the
biolo@l rel@ance 1§%us§d and/% confirmatory experiment is performed.
@ O

Although the incl§ sion @e st@%tural chromosome aberrations is the purpose of this study, it is

and/or

and

important to inclgdé the @dlyploids and endoreduplications. The following criterion is valid:

A test item can be c]@s%ﬁed as aneugenic if:
the numbef3f induced numerical aberrations is not in the range of the laboratory’s historical
control data range.
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Acceptability criteria:
The chromosome aberration test performed was considered acceptable, if the following criteria were
met:
The number of structural aberrations found in the solvent controls falls within the range of the
laboratory’s historical control data.
The positive control substances produce significant increases in the @mmber of cells with
structural chromosome aberrations, which are within the range of t&@aboratory s historical

control data. N =~ N
. AR @ @@
indings: @

Neither precipitation of the test item in the culture medium n levarit increaSe in t smo % was
observed (Exp. I: solvent control: 316 mOsm versus 334 m@m andrat 2750, 0°pg/ml"Expedl: solvent
control: 322 mOsm versus 337 mOsm at 2750.0 ug/mlé}ﬂ“ he B valugof t e®fock sdlution was
adjusted by addition of sodium hydroxide to 7.1 in Exg@rime t band Q) 2 1 peringefit I1. Before
adjustment the pH value of the stock solution was 6. S&Expe@mnt @nd 6. xp@lent

No toxic effects indicated by reduced mitotic inites e&\duce@ cell numibers Were ogérved after
treatment with the test item. @\ﬁ S é\a o @ g

59 oo ot et
In both experiments, in the absence and p@@lce of Qloglc@releva@j increase in the
was Qb

number of cells carrying structural chrom@some gherrati erved, The a@rration rates of the
cells after treatment with the test ite§0 -3.0 % abésrant cefls, e@ding ) were close to the
range of the solvent control values ( o abggrant ceHs; ex n ) and within the total
range of the laboratory’s hlstorlcal coditrol d%ta (0.054.0 % @erra@lls uding gaps).
S

\
No reproducibly and blologlcafhgrel 1ncregse in thérate o@ﬂyplld metaphases was found after
treatment with the test item (%91 4. 7 %) as & ar@d% the r@}es of 1vent controls (2.6 - 3.2 %).

N
Either EMS (1000.0 a 00 /m@ CPAN(1.4 pg/mL v%e used as positive controls and
showed distinct 1ncreas®1n th& ber 0 cells with st@tural &hromosome aberrations.

In conclusion, it c®©b ed th ex ent@condltlons reported, the test item BCS-
CQ51287 (metabolite A osu —b1 ) did -e 1ndu%} structural chromosome aberrations in V79
cells (Chinesecha ste@ll 11ne) hen@ ed up S the @Ehest required test item concentration.

@@@ %
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Table CA 5.8.1-38: Summary of Results of the chromosomal aberration study with BCS-
CQ51287 (without activation)

Exp. Preparatio Testitem Polyploid Cell Mitotic Aberrant cells
n cone. numbers indices
interval in cells in % in % @@ in %
pg/mL in % of control  of control incl. °\excl @s* &wnh
exchar@s
; ; ) TN
Exposure period 4 hrs without S9 mix o
posurep o NN SIS
I 18h Ivent STERN %o N
Shrs  Solven 29 1000 %0 0 Q 2. Qi& Do 2 o0
control! @ N D 9 °
o LT § S &
iti 20.
Positive 24 e QO @z @ @7 206 @10.5
control® RN 5 & > @
687.5 4.0 8 3Q NORILE 30,9 o5
‘ ' X N & é“ v @&
1375.0 2.7 @9 Q 1@0 %2 0 @ 14y 0.0
2750.0 4.1 &\95.86 @%)6.3 & 2.5@\9@ @ 0.5
@) 7
Expos erigd,18 hrs v%thou \9Jm1x<>
P (@) r@ c & o @
I 18 hrs  Solvent 3% w;\bO0.0o\y\ﬁ .0 § 1.5 °\© 1.5 0.5
control! . & @) S N
h § %@ Q Q@ s
Positive 2 LN ) @O . 19.0 7.5
control® <& & @ N S
$ gD
@ 5 X 8980 @ 88.&\ 1.0 1.0 0.0

1&. 3@ @8 %@% 2.0 2.0 0.0
2750@ @872\@ §31 2.0 2.0 1.5

* Inclusive cells catrying ex\%nge
t, Not@ § (S ©s)© @

Aberration ﬁ@uency @tlstlca@ mgmf@nt hlg% than corresponding control values

Medium M, minimal esggntial @um) N
EMS ooo%g/msé@n Q

EMS €600.0@/mL * § o
CPAS 1.4 p&nL o
© @) é Q" N
D Y 4 Y &
" N
o
S)

SN
@@ §\©
%o
§ @)
Gy
&
Gog

o S =1
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Table CA 5.8.1-39: Summary of Results of the chromosomal aberration study with BCS-
CQ51287 (with activation)

Exp. Preparatio Testitem Polyploid Cell Mitotic Aberrant cells
n Conc. numbers indices
interval in cells in % in % @@ in %
pg/mL in % of control  of control incl. ’s exel. s* & with
ga@ @R C?xchal@es
% o =)
E d4h th §9 o
Xposure perio rs wi @%omlx & N A N)
1 @ Q\ v o\
18 hrs  Solvent 311000 cjooo, O 30 W5 S os
control N S NS 9 .
“EEN r oSS A
Positive v (o @ S S
: 25 e O @0 @s @0 &L s
control Q& N N & @ @
AN N @
687.5 2.8 8 97. s $ho 1.0
WO B e S
1375.0 2.1 §1 Qs S0y 29 0.5
2750.0 32 060 oA2g Q 1&@ @5 0.0
@ 2
I 18hrs Solvent 2.6©§3 1069 o loga. 83 @@ 2.5 0.0
control' (@) S 9 N (@)
‘N o Q NN
R N €) O A
Positive . 2.7 < nt 829 & 12.5% 11.5% 2.0
control* > § @% %@ Q @@
% 3
6875 & 3. ®§55 o °§%6 %\ 2.5 25 1.0
S
1375§ 7 X 88.60 @@126.3&\ 3.0 2.0 0.0
A
2@0 2(;/& 168021 ©© -@\@’ 1.5 1.5 0.5
* Inclusive cells’carr @exc SN N S
n.t. Not tested V© §9 o N
s Aberra‘hgn freq@y statistically ggnificant h gh%@fan corresponding control values
1
gﬁg (ME@mlmrﬁ&l essentfa) meditig)
2 EMS 0.0 i @ o\%a %
3 EMS  600:0 pgimL S
4 CPA «x\g ug/n@ & O
%
\ @) § §
6 @ K @ <,
Conclus ©© Q %\
@
Unde@e 1me con ns r@@r‘ted the test item BCS-CQ51287 (metabolite Amidosulfuron-
biuret), d1 1nd ral romosome aberrations in V79 cells (Chinese hamster cell line),

d concentration.

when tested up t u e hlg&st requi
e @
&
(g
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Report: KCA 5.8.1/24 | T; 2010; M-393906-01-1
Title: BCS-CQ51287 (metabolite amidosulfuron-biuret) - Gene mutation assay in Chinese
hamster V79 cells in vitro (V79 / HPRT)
Report No.: 1336900
Document No.: M-393906-01-1
Guideline(s): OECD 476 (1998); EC 440/2008 B.17 (2008); US EPA OPPTS 870.5300; EPA 712-
C-98-221 @
Guideline deviation(s):  not specified & o
GLP/GEP: yes Q\ @\ é 2
@
Test Material: BCS-CQ51287 (metabolite Amld@%f r@mur&% é\ﬂ
Lot/Batch: BCOO 6067-2-7  &F OO w
Purity: 97.5% @ @ L RN
Stability of test compound:  Stable for the dura@ of th@tudgix \@7 @} .
. & LN s &
Control Materials: Q o % @ Q)
Negative: Concurrent s§lvent gontrol (ure mediu @
Solvent: Culture 1‘§§1iu EMy, (minimal entigl? medium)
supplemegted @ IO‘V@etal byvine m &BS) and 1%

neomygi @ EN
Positive: o @ Q Q @ ©

— PN 9
- Non activation (-S9):  Etkijdmethdde sulf@hate S) %eppller_
| Belgium,y purity<&> 98%&Tot No. A0276402

1ssol in cuﬂ@ne Qtum, Final cop@ntration 0.15 mg/mL =
S . T Beel o
& \

- Activation (+S9)\ 2 dj thylb\g@(a)an@acen@DMBA) supplier -
éﬁ @ermar@ purf@ 95%, lot No. 096K 1881,
S disgolved 1r&dlmethy§ulfox&? (DMSO), suppher_

& &

S & @rmargf inal ¢oncentration 1.1 pg/mL = 4.3 pM

SN
<© % % @
- Met@c actiy}ation: @The @fract'(@was @a‘ced from the livers of Phenobarbital/3-

§ Naphithofl e ed male Wistar rats. (protein content
AN 389 mg/mb in the pre-experiment and Experiment 1, 33.7
@\ § % /ml,_in Ex ent 1) and was kept frozen at -80°C. Each
A Q @ atchf@f S9 mix is routinely tested with 2-aminoanthracene as

&\ s we@as be@io(a)pyrene

, LS
Cell line: = © @)@ 1ne amster V79 lung cells
So:@e: Cell @e supplied by

, Germany

@& @’ncubatlon performed at 37°C in a humidified atmosphere with
S i, about 1.5% CO2(98.5% air).
v
O

A\
Test concentrd@s: Qp BCS-CQ51287 was used at concentrations that ranged from
@ 219 and 2800 pg/mL in the pre-experiment and at
] concentrations of  87.5, 175.0, 350.0, 700.0, 1400.0 and 2800

ug/mL in both the main experiments (Experiments I and II).
Maximum concentration was equal to approximately 10 mM

The selection of V79 forward mutations is based on the resistance of induced mutants to the purine
analogue 6-thioguanine (6-TG). This resistance is a result of a mutation at the X-chromosome-linked
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HPRT locus rendering the cells unable to use 6-TG for DNA synthesis. Therefore, cell colonies
formed in the presence of 6-TG are considered to represent mutants at the HPRT gene.

Dose Selection
According to the recommendations of the guidelines, several concentrations (usually at least four) of
the test item should be used. These should yield a concentration-related toxfg effect. The highest
concentration should produce a low level of survival and the survival in ghe’lowest concentration
should approximate the solvent control. Relatively insoluble substances s“lag uld b sted
limit of solubility under culture conditions. For freely-soluble nonto ubs &es the ax1§n
concentration should be 5 mg/mL or 10 mM. If the maximal concenti@iion 1s@ased $lcny
then it should result in approximately 10 — 20% relative suﬁ@val (cléning e\ﬁﬁmenc ative
total growth at subcultivation. Q> %

S0 W 2
In the range finding pre-experiment the concentration @ange vas betw&n 21 \dl’ld 2@%& ughgl to
evaluate toxicity in the presence (4 h treatment) an sency 4 h g d 24 @atm of pgetabolic

activation. The maximum concentration was equal {0 approximately M.“No relevant c effect
o o
occurred up to the maximum concentration with 4ad W%%) t met&bohc actlvatlo llowidg 4 and 24
hours treatment. R
LN @) Q) AN
AN AN O

(4 or 24 hours) prior to removal to the tgst itemANeithegprecipiation nz% phase@eparation occurred
was observed up to the maximum conc@atlon 0f 28004 ug/m@ @ @

N
The stock solution was neutralised ®ith 2°§Q1a0}&%here@©as %@levasnt@sﬁnft of osmolarity of the
medium even at the maximum cogﬁentra@ﬂ of thtest itenry) & \\

The test medium was checked for pre01p1ta\@ ogase sepagation at the e@f eaclq@reatment period

o

N S oo
Based on the results of the plgggexper t@ldlw&ﬁal cm@s:ntraﬂ@@)f the main experiments were
selected. The maximum cod¢entrationr wag, again 2800.0 rg/mL. Asseries of concentrations spaced by

a factor of 2 was placed @ the l@@er r g ©% @ N

9
Table CA 5.8.1-40: Dekes app%ed of BCS-€Q512870° @

exposure S9 % QP %@ @ conc@ations
period mix) 0 O @@9 A @Q in pg/mL
@ \y\ﬁ G @Q @g?periment I
4 hours - Q 87.5© @0 @ 350.0 700.0 1400.0 2800.0
4 hours +S %5 1750 & é 0 700.0 1400.0 2800.0
. 9 @ % K@ D Experiment 11
24 hours 6 " q 87% § 0 N © 350.0 700.0 1400.0 2800.0
4 hou& +O /3>7 5 Qrs. Om 350.0 700.0 1400.0 2800.0
@ &

The concen?@lons teold {@e chosen for the mutation rate analysis.

Seeding % @
Two days (expe % I) or @;ee days (experiment II) after sub-cultivation stock cultures were

trypsinized at 37 or 5 minutes. Then the enzymatic digestion was stopped by adding complete
culture medium and a single cell suspension was prepared. The trypsin concentration for all sub-
culturing steps was 0.2 % in Ca-Mg-free salt solution.
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The Ca-Mg-free salt solution had the following constituents (per litre):
NaCl 8000 mg
KCl 200 mg
KH2P04 200 mg
Na;HPO, 150 mg
%
Prior to the trypsin treatment the cells were rinsed with Ca-Mg-free salt 801%@‘1 containing 200 mg/1
EDTA (ethylene diamine tetraacetic acid). Q\ \ & 2

The cell suspension was seeded into plastic culture flasks (| , Ger: @ny).
Approximately 1.5x10° (single culture) and 5x10? cells (in d@lcate) %ﬁed In®MEM with 10 %
FBS (complete medium) for the determination of mutation &@é andd@vxlmtgi%gespec%sly BN
Treatment @@ \ K \ @Cf@ %
After 24 h the medium was replaced with serum- fre edlugont ing th @t 1tc’elth ithout
S9 mix or with 50 pl/mL S9 mix. Concurrent sol¥ent a 1tl@a@ontr s wer treated parallel.
After 4 h this medium was replaced with complet@ned i folléwing two was stepth "saline
G". In the second experiment the cells were exposede t@ﬁltem@ 24 comdplete medium,
supplemented with 10 % FBS, in the absenc é%\ meta@ ic act@mtion s, @ @

@

The "saline G" solution had the followm&onstlt@ts (p@%tre L @@
NaCl 8000 mg AN NS
KCl 400 mg @Q § & é\’ \© @Q
Glucose 1100 mg © N LN ©© § o\©
Na,;HPO,x2H,0 192mg& ¢ O 0N
KH,PO, 150 mps § S %@ Q S

Q & S @J) R

v
The pH was adjusted to 7. N & @
S
X O @
The colonies used to (@rmmeg e clonmg efﬁc1ency g@rvwa@wvere fixed and stained approx. 7 days

after treatment as d%@'l ed below. @ @ Q @@

S
Three days (exp@ymen,t @ or %ay@ier t]) a&r treatment 1.5x10° cells per experimental
point were su %cultlvag} in 175 cm2 s conta1 ing @ mL medium. Following the expression time
of 7 days 80 @ cel\&lture sks e seeded with about 3 - 5x10° cells each in medium
containing 6-TG:IWo addifional 25 ¢ askéxwere seeded with approx. 500 cells each in non-

lecti di detgtmi iability.
selective me 11%01\01%0 e @mm;ﬁ&%a 1&@ Q)
The culturegywere | batg%tat 37 28vin a @idiﬁed atmosphere with 1.5 % CO, for about 8§ days.
The colonies’' wergsfained@yith 10 methgglene blue in 0.01 % KOH solution.

The s@ed c@)mes A mote than &@élls were counted. In doubt the colony size was checked with
a prep ratlm@mcro@pe %@)n 40@7 Diisseldorf, Germany).

Acceptance cr 1
The gene muta assay is con@ered acceptable if it meets the following criteria:
- the numbergQo¥ mutant colonies per 10° cells found in the solvent controls falls within the

laboratory Ristorical control data from 2006 - 2008 (see Annex).
the positive control substances should produce a significant increase in mutant colony
frequencies (number of mutant colonies per 10° cells at least three times the number of mutant
colonies/10° of the corresponding solvent control).
the cloning efficiency II (absolute value) of the solvent controls should exceed 50 %.
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Evaluation criteria:
A test item is classified as positive if it induces either a concentration-related increase of the mutant
frequency or a reproducible and positive response at one of the test points.

A test item producing neither a concentration-related increase of the mutant frequency nor a
reproducible positive response at any of the test points is considered non—rnuta in this system.

A positive response is described as follows: N \o S
A test item is classified as mutagenic if it reproducibly induces a mutation ft ncy t@t is @e
times above the spontaneous mutation frequency at least at one the @ncent@%ions %n the
experiment. D A \°\ é %Q
@ : N
. . . : LSS .
The test item is classified as mutagenic if there is a reg@ﬁmbl}e @nce%t%ilon— eféted gase of the

mutation frequency. Such evaluation may be considered@so in the cas t a thigefoldgnlreaseof the
mutant frequency is not observed.
quency ©@ o @ o

However, in a case by case evaluation this decisi&@&depe&% on fl@%evel o%the spog solvent
control data. If there is by chance a low spontaneous tion in thesrang rmal& found (0.6 —
31.7 mutants per 10° cells) a concentration-r d in@ se of@je mutations &hm t '@nge has to be
discussed. The variability of the mutation zat of solvent @rols&i‘chin periments of this study
was also taken into consideration. & é SN @@

N

S N
Statistical analysis: Q N 2 & \Q @Q
A linear regression (least squares) Gas le Od&% dependent increase of
mutant frequencies using SYST[@®11
ant colonies obtained for the

. s ostatisticy softe. Thénumbérof
groups treated with the testsitem Wcom ared t@\ﬁ%é solvent conddl groups. A trend is judged as
significant whenever the ‘Salue c@prob@ty value) is below 0.0S. However, both, biological and

statistical significance wete consigiéred t her.& @ N

Table CA 5.8.1-41: @%{tisticaﬁewﬁs A @©@ @}
experimental group©> (@Q ) Ag@% @ $ § p-value
experiment I, Q[Q’(E\Jgujre I yé?hout 89}%X @w X & 0.666
experiment{,%ulture@Qwitho®9 mb@wj s @ R 0.121
experiment I, cultlige I wk&&% mQ&@) &Q é 0.036
experiment I\c((‘@ture th S mix /& N 0.491
experiment% cult@l wit@ S9 g@ ‘N 0.772
expe@ 11, (&?ﬁre I@@thout§9 mix O 0.498
experiment T@ulture@ihh@ﬁx 0 S 0.039%*
experiment 11, c@ 1T V\@”@ mix 0.547

* inverse trend vb\{thout%ﬂogical relevance

&

Findings:
No precipitation of the test item was observed up to the maximum concentration with and without
metabolic activation.
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No relevant cytotoxic effects indicated by a relative cloning efficiency I below 50% occurred in any of
the experimental parts.

No relevant and reproducible increase in mutant colony numbers/10° cells was observed in the main
experiments up to the maximum concentration. All mutant frequencies remained well within the
historical range of solvent controls. The induction factor exceeded the threshéid of three times the
corresponding solvent control in the second culture of the first experi %t without metabolic
activation at 2800.0 ng/mL. This effect however, was judged to be based gpon thcﬁ%‘fher &y solvent
controls of 2.8 mutant colonies/10° cells. The absolute value of the muta@ fre%cy was onlygf¥.3
colonies per 10° cells. @ 08 &% éxg
AN

A linear regression analysis (least squares) was performed t@%ess&xpossi’c&}dose Qg@endmﬁncrease
of mutant frequency using SYSTAT®11 statistics softw. VA gin@ significant d&se de ent trend
of the mutation frequency indicated by a probability valide of <0.05 Wa%ter d in e first wulture
of the first experiment with metabolic activation. evefithe trend w@dge Qs bi ically
irrelevant since the mutation frequency did not exeeed thy tHreshotdof two imes the corfgsponding
solvent control. Another significant trend occurre@in tlfs%%rst cilture of the se ex ent with
metabolic activation. This trend however, wa%giged as) elev@{ sincgyjt was ggeiprocal,"going down

versus increasing concentrations. @ Q Q@ EN @ 3

In both experiments of this study (wit @Q}d Wi@llt m&olic@iv%tm@the fédnge of the solvent
controls was from 2.8 up to 28.2 muta lonigs per 10&2611%&9@ ran@@f thegroups treated with the
test item was from 1.4 up to 40.3 mu@t)@ olonies per@)6 cel]@ @\ @

Vv O .

EMS (150 ug/mL) and DMBA €}.1 p ) were used % pos@@e c t})ls and showed a distinct

o

increase in induced mutant colShies. § @& %@ @
v C N .9 .\ ©
Table CA 5.8.1-42: Sumnzary of results - N N
Conc. ug Reﬁ@ve lative & Mutant I&{ jon | Relative Relative Mutant Induction
per mL @ mi @n ng skcloning© C @es @d%o? Cloning Cloning Colonies | Factor
@ X @fﬁciency Efficiency @ells @ Efficiency I | Efficiency 10° cells
A I RS N 0§
S R % (R % %
Column ~ N =) Y 4 R 6 7 8 9 10
Experiment 1/4h treatment  (C5 Y O Cailfure 1 Culture II
Solvent control with mediunte | ~ - 100.0 @ 100.0 @p.3 1.0 100.0 100.0 2.8 1.0
Positive control with EMSNOS] 150800 -G 96.00) 93.8 1498 9.8 105.7 76.8 36.0 12.8
Test item &S Q) 1069 @2y Cultur¥as not continued” 103.7 Culture was not continued”
Test item o 175.0 - 106.1 91.9 403 26 102.7 73.0 8.0 2.8
Test item &_350.0 - IR SEETN 27.8 1.8 92.5 88.8 7.2 2.5
Test item 7000 - [N\NV96.9 99.9 15.1 1.0 110.5 96.7 4.7 1.7
Test item 9| 1400W v 1039 /0.9 19.6 13 101.5 97.8 6.9 2.4
Test item N 2800 | o 108> AR5 21.4 14 99.7 103.9 10.3 37
Solvent control with mediuh D F00 ~100.0 26.0 1.0 100.0 100.0 8.6 1.0
Positive control with QMBA |~ 1.1 M eva 99.0 919.0 35.4 90.0 76.5 3272 38.1
Test item [,@ 8754 + 1155 (% Culture was not continued” 102.2 Culture was not continued”
Test item @y 17585 | + 4 1043 97.9 18.5 0.7 103.0 102.4 14.2 1.6
Test item O 35y | #1059 86.9 18.9 0.7 105.0 92.8 5.8 0.7
Test item R 7000 | 03,7 104.6 20.1 0.8 107.1 80.6 14 0.2
Test item =1400.0 o+ 6.1 106.6 26.4 1.0 104.3 103.6 9.4 1.1
Test item K 2800.0 + 104.1 92.2 35.8 1.4 101.4 68.0 4.6 0.5
n J

Experiment [1/24h % Y Culture I Culture IT
treatment A
Solvent control with medium Ao - 100.0 100.0 27.1 1.0 100.0 100.0 24.6 1.0
Positive control with EMS 150.0 - 95.2 121.1 4152 153 95.4 97.1 369.7 15.1
Test item 87.5 - 100.7 Culture was not continued” 95.8 Culture was not continued”
Test item 175.0 - 106.1 129.2 14.0 0.5 92.7 78.6 36.0 1.5
Test item 350.0 - 108.3 1253 316 12 90.0 90.4 15.1 0.6
Test item 700.0 - 111.9 123.9 17.3 0.6 90.8 90.6 20.6 0.8
Test item 1400.0 - 101.3 126.1 28.3 1.0 92.6 80.7 24.0 1.0
Test item 2800.0 - 94.8 120.4 249 0.9 88.2 101.3 19.0 0.8
Experiment 11/4h treatment Culture 1 Culture II
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Solvent control with medium + 100.0 100.0 28.2 1.0 100.0 100.0 12.7 1.0
Positive control with DMBA 1.1 + 50.1 92.1 859.4 30.5 66.2 92.0 968.4 76.3
Test item 87.5 + 110.7 Culture was not continued” 116.1 Culture was not continued”
Test item 175.0 + 100.1 110.0 224 038 121.6 106.2 13.5 L1
Test item 350.0 + 112.2 111.1 25.8 0.9 130.4 102.2 18.4 L5
Test item 700.0 + 105.5 108.7 302 1.1 1273 99.6 23.6 1.9
Test item 14000 | + 107.8 101.5 234 038 116.0 100.6 16.1 1.3
Test item 28000 | + 101.0 102.2 113 04 113.052 102.3 18.4 1.5

N\
2N o
. S @ o o

Conclusion: O % @

In conclusion it can be stated that under the experimental conditions réported BES-CQ3Y287 did not

induce gene mutations at the HPRT locus in V79 cells. O A \\ é %,

STENRN LS
S .0 «& Sy

CA 5.8.2 Supplementary studies on the act;g@g sulg@ance v

As a supplementary study on the active subst e an 2%{1‘(6 t@glﬂty Qudy t%) intréperitoneal
administration was performed which provided a @f 100‘& & g) 075032 -
e intggperit

substance technical (Code: Hoe 075032 OH Z€96 0003y Testg for %@al toxicity in
the male and female Wistar rat A39777, M 1 51- Oc@ @ LN @ 3
@

Studies submitted and evaluated for the fi?&t mch@pn of @Jldosu@ron OMnnea;@

KCA 5.8. 2/01 87 M\QBSI@I 1
Q\ % ©

S @ \

<)
S 2 Q
M_lé o 1©® O & e . &

&
S @

$

ol &

G
O @ & K
Lnidosyth ] &
Impurity AE F]034@ (lnzdos yron ¢ mca@ S

S

A suppleme A tes n the §ochnical ma of amidosulfuron containing the impurity
AEF 10345 e OO dis @n}naﬁgp below. The results of this study indicate that
AE F103452 does&o have a genotox1c pdtential

N

R;©2007; M-295635-01-1

©

Report: @;\9

Title: N @ amidosulfuron technical) - Salmonella/microsome test plate
@ S iptdand rginstibation method

Report N%I ©© RS N

Docu 0. @1-295635-01-1 @7

Guid%s)@@) @Oﬁ%@ﬂ Daggetive 2000/32/EEC, Method B.13./14.(2000); OPPTS N°870.5100

1998)
Guideline d&ﬁatim&?: neqe {
GLP/GEP: § §ox @

Material and Metho@%

Test Material: Amidosulfuron technical (containing impurity AEF 103452)
Lot/Batch: 2007-009013
Purity: 98.4%

Stability of test compound: Stable for the duration of the study

Control Materials:
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Negative: Culture medium
Solvent: Dimethyl sulfoxide (DMSO)
Positive:
-Non activation (-S9): Sodium azide, NaNj (| , Germany) for TA
1535, Nitrofurantoin (NF, ) for TA 100, 4-Nitro-1,2-
phenylene diamine (4-NPDA, for TA 98 and TA
1537, Mitomycin C (MMC, ) for TA 102 in plateincorporation
trials, Cumene hydroperoxide (Cumene, [ ) for TA 1099
in pre-incubation trials Oy A %@
-Activation (+s9): 2-Amoneanthracene, 2-AA (| )@@TA Q@, T/&%ﬂ, T 98,
TA 100 and TA 102 @ N\ o .
TN L S
- I LA A
Activation: The S9 fraction was 150@%9(1 from the hs of @chlor@4 1queed
rats v ‘&
o @@ @ @@ @© >
Test organism: Histidine-depend &aux fmphicorn%ants of'Salmanella typhimurium:
TA 1535, TA 100, TA 4@7 TAY8 andTA 128 @
Source: Strains of S. g@@ﬁmu@ weé@btai%@fm% *
Test concentrations: &\ N @Q v @ @
Tests: For all gtains Wit@or w&l@)ut Sﬁﬁxz I’QZ%O, lé@) 500, 1581 and
5000 giglplate S N
Pre-incubation trials: For @Y strai ith r@vitho@%9 %@mq, 200, 400, 600, 800, 1000,
N

Ol%Oandgg 0 ugttube © <

For the mutant count, three plate\s wer@ed @1 Withg@njd With%t Sé@x, for each strain and dose.

An equal number of plates~filled with the %@lventoﬁ@inusqtf@testp stance, comprised the negative
control. Each positive co als ntai@ three plates § straiﬂ% he amount of solvent for the test
substance and for the c%k@ﬁls wes 0.1 n%late. ©he dos&¥ for thefirst trial were routinely determined
on the basis of a standay: prot&:ol: i@ot limited by bili 00 pg or 5 ul per plate were used as
the highest dose. st five addigi@lal doges were&outin sed. If less than three doses were used

for assessment, at [east rep wergperformed. Theptresults of the first experiment were then
considered as a @e-tey\or toxddity. However, i@case of a positive response or if at least three doses
could be usedNor @essm nt, the t trial was <actuded in the assessment. If the second test
confirmed fﬁ@ res f thechjrst, n@ ditiogal repeas were performed. Doses of repeats were chosen
on the basis of tHeesults obtaingd in the first e@eriment. The independent repeat was performed as
preincubation | % wat th &OC for 20 migyites. At the end of the preincubation period 2 ml of
molten soft agéy was ddded to'the tubgss/the C@ten‘[ mixed and plated.
D SN o - .

The Salmonella ﬁmun@n rev mufation assay is considered acceptable if it meets the following
criteria; @ v
- regiia? backgyound grpwth ify the négative and solvent control
- the spontaifedus reversiongdtes in the negative and solvent control are in the range of the Harlan

Laborato%ﬁhistc%:al data, Q

- the positive ol sulr@ance%sbould produce a significant increase in mutant colony

frequencies
&

A test item is cons@fered as a mutagen if a biologically relevant increase in the number of revertants
exceeding the threshold of twice (strains TA 98, TA 100, and TA 102) or three times (strains TA 1535
and TA 1537) the colony count of the corresponding solvent control is observed.

A dose dependent increase is considered biologically relevant if the threshold is exceeded at more than
one concentration.
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An increase exceeding the threshold at only one concentration is judged as biologically relevant if
reproduced in an independent second experiment.

A dose dependent increase in the number of revertant colonies below the threshold is regarded as an
indication of a mutagenic potential if reproduced in an independent second €gperiment. However,
whenever the colony counts remain within the historical range of negative %solverolt controls such
an increase is not considered biologically relevant. @\ @ ©& &
- O~ @

Findings: N

There was no indication of a bacteriotoxic effect at doses of @to andlincludifg 400 gig per lﬁ. The
total bacteria counts consistently produced results comparabf@to th egativg Controls, or differed only
insignificantly. No inhibition of growth was noted a &Wellé Migher, ‘doses hid a in-specific
bacteriotoxic effect. Therefore they could only be usec’é%r as&e}smen&rpos@.%up t@ d ir@@ding

1600 pg per plate. Q@ @ @ @)

None of the five strains concerned showed ifidthe ate in@grporatio% test @ dos&é@élated and
biologically relevant increase in mutant counts.over thQse of t %@nega& contpls. Th& pplied both
to the tests with and without S9 mix and was fi y thezesultsiof the —1ncu?@@@)n trials.
Results are presented in the following tablg? é @f@ & %, @

°

9
Q) NGO
Table 5.8.2-1: Summary of mean v w ut S mix o
s wighdu Spppix. @

S
Summary ofMean Values V\Mout@@l\/ﬁx o

Table and TA1535 @ 1008 | o 3train R &) TA98 TA 102

Group A o VA 1237 S

1-5 ug/Plate RNEEYESR S D

0 W AR 99 oFf @9 25 214

16 & . 86 2 7 o 22 178

50 o1 Q@ 08 | O 20 177

158 A S & 24 199

500 D 67 QY BB Q] _ 5 24 149

1581 RN o 88 & 6 20 62

5000 Q - O | O 160 [~ 3 4 -

Na-azide S 445 ) <)

NF EYEESER

4-NPDA 2 IS 92 131

e O | A A N 664

6-11 ug@ate < & © @%ﬁ

0 T @l o8 & | N 126 9 35 290 169

100 SO Ye? [ Y1 11 31 279 147

200 NS 113 7 26 280 141

400 e 19 o 128 8 27 339 180

600 S 132

800 @ 9 116 8 28 198 103

1000 100

1200 87

1600 8 105 5 26 173

3200 5 71 3 10 14

Na-azide 464
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NF 462
4-NPDA 115 185
Cumene 685 413
%@@
S @ ¢ o
S @
Table 5.8.2-2: Summary of mean Values with S9 mix @ | g % §
S DS &
Summary of Mean Valuesy\@% SO Mlix v N
Table and ain . v
Group TA 1535 TA 100 @%153%\ %}TA ?\%\ (\Q@TA j@}
1-5 pg/Plate S & @ @’ O &
0 10 131 g4 0, S 99 a | @189
16 7 119 010 «.°| &« 36 8 |[.@ 201
50 8 117 | A 142 LY 329 ) 203
158 7 1189 1D E @ 220
500 11 6 A g o] « 30 @ 209
1581 7 186 L8 . 9| N 252 112
5000 - 0™2 o g 287 I B -
2-AA 88 7 1;%& S o -927 456
6-11 pg/Plate . 2 Q) S
0 11 2148 o | w8 & 37 230 233
100 10 & |, O 162 N 77?2 WY 52 299 217
200 9w > 1&0 8 37 320 228
400 & Y 52 Y 277 o 36 367 237
600 S Y 249
800 O 1las A7 149, MEES 36 323 209
1000 s Q L’ & A Y 222
1200 NE Cy @ 195
1600 AT 12 A | oY 149 8 34 267
3200 . 6 32, . 5 21 93
2-AA N 13 c 4626 O 278 1594 841 803
2 @
> L s é@ O
Conclusion: Q Q @) N
The %@onella@ﬂcro e tes@ em@ing doses of up to 5000 pg per plate, showed that
amid&gul furorigprod @gﬁact&iotox effects, starting at 500 pg per plate. Therefore, 3200 pg per
plate and a{g@e coué’mt ed f&&sessment.

%, Q
Evaluation of ifdividuafdose @;oups, with respect to relevant assessment parameters (dose effect,
reproducibility) evea%d no biologically relevant variations from the respective negative controls.

In spite of the low@éses used, positive controls increased the mutant counts to well over those of the
negative controls, and thus demonstrated the system's high sensitivity.

Despite this sensitivity, no indications of mutagenic effects of amidosulfuron could be found at
assessable doses of up to 1600 ug per plate in any of the Salmonella typhimurium strains used.
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Due to these results, amidosulfuron (containing impurity AEF103452) is regarded to be non-
mutagenic.
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CA5.83 Endocrine disrupting properties

There is no evidence from the existing database that amidosulfuron has an effect on the endocrine
system. No primary endocrine disrupting effects were observed in vivo and it is considered unlikely
that any mechanistic study would add any relevant information. Amidosulfuron also does not fulfil the
interim criteria for endocrine disruptors stated in the Regulation (EC) No. 1107,

%@

o ° &

\E\ @ S
CAS.9 Medical data w,
A summary of medical data known for amidosulfuron by _1\ 1ven@ th foliowing
chapters. % BN @ %

@ \© %i% \ 9 o
S

CA59.1 Medical surveillance on manuf@@urman&@erson@@ ndGnoni @l

studies

@

N\
CA 5.9.1 contains confidential business datag}{enc@e s@ary éﬁhesé§ dg@f) found in
document JCA. N @

”@
Vo)
o4

é & & L 2
Q NSRS
CA5.9.2 Data collected on @m ne (z’@ @@ @ ©@
No cases of overexposures or int(%lcatlo@ 1th 1dosulﬁ12ron ]‘ﬁ@ bee\o%eported in literature.
DS AN R Vo
NN 5 <

NTRS
CA 5.9.3 Direct o vatiéns S NS

No cases of overexpos or {@xmatl%s witHAmide$H fur(Q\have come to the attention of Bayer
CropScience. € & %, Q @
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CA5.9.6 ﬁ'op%sed tredtment: first aid measures, antidotes, medical treatment
First Aid: §

Remove patient from exposure/terminate exposure

Thorough skin decontamination with copious amounts of water and soap, if available with
polyethylenglykol 300 followed by water.
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Note: Most formulations with this active ingredient can be decontaminated with water (and
soap), so for formulations polyethyleneglykol 300 is not required.

Flushing of the eyes with lukewarm water for 15 minutes

Induction of vomiting does not seem to be required in regard of the low@@dcity.
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No persisting effects of poisoning are expected
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