A ik s drarsts amdede el - hretfee - blle b2

IBACON

Institut fur
Biologische Analytik und
Consulu&g IBACON GmbH

o e Ll b e e as sl 5 2 - ensbiee lleew, ol dhin . Pl L Ra o | + TELERE | S—

kﬁgﬂ’n{)@ Testing fom‘f Cici
(At mal LDs) ot;\\‘mg _35745\
a'L.)

O

()Q \\Q/

OQ QI“Q 0°

Q/
Q%GLP compliant stug Q@e@ gﬁg@% 70 (1992))

‘2/ R O ¢
0" W ‘X0 uthor:
& o \O\ ¥ #&

O
0
Q Study Com et te: &’ 91 1999
& QN & 62@2}’”@ % &E@
6\ &2} {}0 c,\}(J A\O ‘;Q 0A

O NV, &
Q/Q \&Q (:*QQ 00 \?’é\ \S.Q

0) a%’/er AC@ 6 Q,(C\ Qf? N

Test Facility \{\\c, \0\\(, o
A NN
Institut fiir Biologische @[? 1k Project 6320036

und Consulting IBAQQ“N GmbH
Industriestrasse 1 Q}\

64380 Rossdorf
Germany g\"’@
(}0

WU 0] A0 O page | of 23

6/ MD-59-017302



Final Report IBACON Project 6320036 - Laboratory Testing for Toxicity of WAK 3745 on Honey Bees

Copy of GLP Certificate

page 2 of 23




Final Report IBACON Project 6320036 - Laboratory Testing for Toxicity of WAK 3745 on Honey Bees

Contents
COoPY Of GLP CertifiCate .....cueiueeiiriiiiiiiiieii s 2
QT 01511 4 7: A TP UUI PO PO IVPPTP PP PR 4
2. Survey of the Study\.\\% ............... g S
2.1 General Infonnatlons& ................ NPT 5
2.2 Good Laboratory PractiCe.........ccccoveviiiiiiiiiiiininniiiiiiie e, 3 0&. ................ o 0?. ..................... 6
\
2.3 ATCRIVIIIZ vovvieriiiiieiieieeieeeeeerercrcrcn et a s s e e s e e e s e s e s QQ’Q'J@Q .......... @ e eeeeeeeeereeea, 6
2.4 Slgnatures@&o&&\f\ ......... @é?.\\&: ....................... 7
%
3. Quality Assurance Unit Statement...............................................’.&\. ”Q\\S? ........ 6@’.‘9.&9. ............................. 8
4. Statement of Compliance.........couovviriiiniiniini \«f.\. 0& ........ &z}... {\Jé.{'{\ ................................. 9 Q/&c’
5. Objectives of the Study.......cocoiviiiii Q}QQ}‘O 9?.«./@.‘.?'. ............................ & 10 (}O&
¢
§. 1 THEIC evrreerreeeeesseereresresssess oo RO MR —— 10
¢ & .
5.2 PUIPOSE.....oceveeeeeieereriereereeeeneseesasseseeseeesensesneneene. Q’/i?...&@\:..(\qﬁ.. ‘(.\\QAO .............................. 0>§ ............ 10x”
5.3 Guidelines/Recommendations ..........cceeeevenven e 5&\\ 0\} .\% ............................ b@?é"""""m\}d% o
5.4 Justification for the Selection of the Test §ys @fg beu .................................... 6\&\ &’*?. ......... é.Q(.J. &QQ
6. Materials and Methods ..........ccocoviieinnnnene, & & @{\. .............................. @..,.\@9 ....... ,{9\6 .%{&f’ll
: O
6.1 Test Substance, Control and Toxic ﬁan,@‘rdé) RO NI 5\\(\ ’5\@ ..... oo reiGenn 11
6.2 Test S {e@ LSS 1
2 Test ys'tem .............................. & @ & 60 Q\@ ............................. @Q . 6)&&...{@@. ...0@.\.{\@& ...........
6.3 Test UNItS.......oorveereererrerenens e AR\ - P 5&...<\.&§..,.0\\..,..00...@:s ............... 12
% E}Q’ WA N\ QQ (’,&'\ QO
6.4 Test Conditions ""”"'"""6'Q)"'OQ"'G;Q“\'(_QQ"(S&Q" .............................. @"'6(’“'6@""{9"1\\' .................... 12
NN O & O
6.5 FOO .....vvommrernreennens - R \\....@...@ ............................... RO Qﬁ...@...&é ......................... 12
6.6 Application of the Téﬁ S@bséa%lceogthq\@ontrol and the Tox1& '[Q}lﬁ @G 6.. ............................. 13
‘9 :
6.7 Course of the Teg\ \Qz&} 0@ ............................. c, é,é""\Q&"g@"”{(‘Q’ 8(39 .................................. 13
6.8 Test Paramet%@ bQ‘Q 6 6& 6@?. ............................. e C@Q...o)&..b@@ @Q ....................................... 13
6.9 Result Evalm%tlcﬁ’ N @\R .................................. X 6&;@\‘2{...@\%_0{\.\3_ .{@\9 ........................................... 13
N . )
6.10 Vahm@&:n@n@%\f fhie §¢udy ........................ S AR A 13
2
6.11 De\&c&tlgq&s t@,%g@tu@}? Protocol .............. O&\.\*&K&}é\@ﬁ% \\%\S\ ..................................................... 14
7. Resul ar@%) @i% .............................. 05@‘9\}@\\\@\(’&@0 ......................................................... 1S
%&‘%Q%Q@CIQ@TSG*&K\SS&*Q 0 rerertetrereereereatat et enaneesaarasbesananeeseraesrnenes 15
C”,0° & \O &
@ QIQIS}@I 6(0&@&’&&@00 .80(, ..................................................................... 16
IS R 0‘&..3{5&:.‘;{;9.:@&.@5 ......................................................................... 16
O %Cif)lstrlb@ﬂorbbf the Final Report. . ’0\ C’\\\b\@@\& ............................................................................. 16
@Qﬁ\& G\Appeg;‘shx OO &9....0\\ &@.T.égﬂo.. S('\Q} .................................................................................. 17
600} Att@ghj@%nt Preparation of tl@@Q’Tq@t ’g\nbsé@ CESOLULIONS ....vvviiirireitee e 23
\ C,Q Q (}\é\ Q& &'\ O\
Q & ¥ 0 NS
of Tables NS &0
O',OQ/‘ \ @Q/ Q’ O (&’\\‘96
\0\\(’ Table 1. Mortah‘%é’nd behavu&}?a]@%normalities of the bees in the oral toxicity test .......ccovvieiiiniiiinnnnnnn. 15
Q\\

Table 2. (Exae\ﬂ%ata) Def1 \gﬁ\}l\@/ oral toxicity test; mortality and behavioural abnormalities of the bees 18
Table 2. (Relative Data @or@med) Definitive oral toxicity test; mortality and behavioural abnormalities

of the bees\\\.x ..... S oo e eeee e ere et e e eees eSS AR RS RRE R 19
Table 3. (Exact Q)\a%a) Prolongation of the oral test up to 96 hours; mortality and behavioural

abnogaqfahtles Y 01 TS 0 1= s DUTUTTUUURR O OO 20
Table 3. (Refétrve Data, continued). Prolongation up to 96 hours; Definitive oral toxicity test................ 21
Table 4. DefiNitiVe OTALl INEAKE .conneeeneeiiiee et eeeeeie e e et e e eraererassesesaasere s teranseiaraserasasasasanaraatnssseniseessesnans 22

page 3 of 23



Final Report IBACON Project 6320036 - Laboratory Testing for Toxicity of WAK 3745 on Honey Bees

Report:

Guidelines:

GLP:

Material and methods: test substance: WAK 3745, purity: 9@% k{axbch
conditions, starved honey bees (Apis mellifera, 3 groups of\L@
either 35.7,17.9, 10.3,5.6,2.4,1.2,0.6 or 0.1 ngperbee@%
bees were observed over a period of 96 hrs for behavi
prolonged up to 96 hours because ot increasing mqz®
treatment (0.2 ug dimethoate per bee) caused a 83@3’“
dimethoate is typically between 0.10 and 0.14 o

Findings: Toxicity to Honey Bees, Labogsl%r@c egfs

96h)

Test substance
Test object

Application rates ng
product/bee

Exposure

LDS{} ng pI'Od

Summary

(1999): Laboratory Testing for Toxicity (Acute Oral LDsy) of WAK 3745

on Honey Bees (Apis mellifera L.) (Hymenoptera, Apidae).

Source: IBACON, unpublished report No.: 6320036, October 21 @999 X3
é‘\ &

EPPO No. 170 O O

Deviations: temperature: 27 - 28 °C; relative hunudity: 41 41 <58 Lo mstea@bf 25°Cx2°C

and relative humidity of 60 -70 % as indicated 1n the %dff

yes (certified laboratory)
&
O

nur@er&&IOOSOZI under labozgl.tory

dg@e feceived a single oral dbse of

b

@§O @g s@?ﬁa&(solutlon Subsequen , honey
& p@ﬁmgﬁ}s @ﬁd survival rate. The @‘ést was
ZQ\‘and 48 hours. The r%t‘ere(r?lce

%ggé%acﬂlty-spemﬁc LD%},\%O@ for

&fﬁl

\0
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é\

. S
& Q Q,Q \,6 K 3745 Q’é \xd
Q, 6@ {Q 0‘0 ZS mell;fem &A OQ é',@ :
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80@% *oﬁb N @o {e\ dé]i o‘\
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c,oé\

O
O

oral

N
®\

&@i?bge‘\(fl\&%%@ d

Q O
¢ & boé

‘0

* values bhs%&q’ogqact@ﬁ 1@:11{6 of the test subst@ce;?‘o
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3%61'\/&‘[1011 period wﬁ”
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Howér. es
m%estlon@qlf“&% 7 ng/bee. Since @Eﬁ't
Q}\ytleath IQQ}hQOIO 3 ng/bee and lo

of 0.6, 2.4, and 10.3'n

(fty%‘a
\6.21 gé@lpg,\mth WAK 3745 were considered as incidental rather
Q

wﬁr é@gﬁ

\}@Q’ OQ than@éa@ﬁer}t-related {
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@&eg alkﬂgd\@:ﬂ % mortality. 23.3 % mortality was found after

g@%n

4&0 hours because of delayed mortality in the
1@3{@@ were recorded at oral doses of 1.2 ng/bee and

g5 4

é‘x not follow a dose-response relationship, the two

0
Qﬁy and neryolusness were recorded after oral doses of 5.6 ng and higher.
@3{{ d@%ex{g&atéi up to 24 hours. In the control, none of the 30 bees died,

25 of the 30 b@’és Q&? 3 %)g}di 47@? the groups treated with the toxic standard.
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2. Survey of the Study

2.1 General Information

Title: Laboratory Testing for Toxicity (Acute Oral LDsy) of WAK
3745 on Honey Bees (Apis mellifera L@ﬂ)Q(Hymeno%tera
Apidae) &\ QQQ
O
& . \Q@
Sponsor: Bayer AG OQ & &

Crop Protection Division ,&0 @ 3
Institute for Env1r0nme1§@1 Ei‘blogy A \Q\Q

Q
Alfred-Nobel-Str. 50(‘5\ 0\’\& o 6 \{{(\Q’ Q@
40789 Monheim Q N \\6 M x%
> \O o < 5 Q
Germany N \\«’ & & ©
NI C}\ Q & O
SN\ 40 > o
Monitoring: @ ) @0‘ &
SIS Qo $ &
& @ O @ AN
. 0(9
Test Substance: AW g@cﬁ)’l SV 5\ N ;\o&\, @Q ,{0\ ;\'{é’
SRR O N
QO)\,\}Q’{Q.&Q/ O\O\ Q/'(.)Q/\{&
. & B cB@ ¢ 6}{06°i\°>
Test Facility: {&JQB Sﬁoglsche Analytik 50 \0) & O &
0 \ N
L GQ} l@%i QS s@ﬁtmg IBACON Gm@ Q\\ ,&\OQ 6&
\006 D \\Qo’lgﬁustg\@estrassel 0 06 Q&O Q\O 64\
Q = O
6(\’(\& SN Q’O) 33980 Rossdort Qé\g Q/{C\ 6&6 .\C}Q' @60
(\ O X
S Y& D SENIRNPOY
OO Q/Q S \ \
S SEROROIRS
S 6‘2} & R
IBACON Pro;e&:t N @Q/ ¢ QQ}
S\ MRN) Q, Q
O YN
¢ &Q/ > & ®
WIS
Project §¢3ffg@ NN O
Test Eﬁ(gl Man@ngc\ht
6\
Sgﬁ%y {ﬁlreéi) )\ s\&

q,@%eghmcal @%@la‘[mn (c\
N b{ﬁead 0@5\ S(ﬁty Assurance Unit @ Q‘?
2

\}é\ o ng{q@jr @surance Unit Mana(geg &‘(\

Q, ‘0 ’@ :
. @ & o0 Qo 0@ @& N
Q Q}c’ '\‘j v 60
" Sgﬁedule Q Q}} &c;*» | 6‘07\
\
& & Study Initiation Dagéé\ \OQ &\
Q
QSO Date of First A@ﬂnMent tO\Sﬁl@/
Protocol: Q 0 June 24, 1999
Experimental Starting B%tgx September &, 1999
Experimental Com \tion Date: September 12, 1999
Draft Report Dagg‘ October 18, 1999
Study Compfe%on Date: October 21, 1999
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2.2 Good Laboratory Practice This study was performed in compliance with:

¢ The OECD Principles of Good Laboratory Practice (as
revised in 1997) and the

e Chemikaliengesetz (‘Chemicals A¢t?) der Bundesrepublik
Deutschland (ChemG), Anhang&@&Annex I’ )6 94/97.

This study was assessed 1n 08mp11ance qﬁnth the study
protocol and the IBACON n@%rd Op tlng Procedures.

This study and/or test fac%lﬁr were peripdi ly inspected by
the Quality Assurance g‘m 40 AU)«@ndthe dates and the

phases of the 1nspect1Q$‘§ are mcluQé%i @?hls final report. The

data contained w Qh is ﬁ{\mel téport were audited in
comparison to thq @ata ,\,O \,‘9
Qz
A quality r CeA \\Qé g&m@ﬁt signed by theQ}QQuahty 0‘.{@
Assurance Qﬁnt@ig 1r(§i iri'this final report. 0\\}\ &
5 N ¢ ¢
Q & q}é\ ® & o & &
6 X ,00 {OQ’ 6O(, ${\
2.3 Archiving Thg&?l@?ﬂ@%da\té/ s&nple(s) will be arc}l@% O & .&50
O X \
&@r 15,\%@? & \(S\\ ,Qg\\‘ S o
%;I\ragb)dasﬁ\ < ISR
% esstudy ocol RN
é\ \(\ thie s@‘}d otocol amendmen & \ \OQ O @\Q
&0) 05 *Q()Q@%e ied copy of the ﬁn&i\ e@&rt Q/\' S O\&
\
\Lg > 0& \\Q fb\r a@ﬁeast 2 years: 60 Q 64
‘9(\5\\ o 0&0)(\ 8&@ sample of the test@ﬁbatﬁ\h%@ Qbf @% toxic standard
Q
&‘0 @3}‘ &q& ’.OQ,Q’ \\Qfollowmg the date (gl Xd‘he((ﬁ'na@‘}eport is audited by the
$0* @2}\ OQGQ\O{@ &2}\ Quality As suran\%o Qﬁr aot;§° S .
N QE}Q’ Q}{& Q;\& Q/\‘OO Institut fur B1@$0 h@?—\r@ng
C& L 0\@ o 4‘2} und Consuktﬁi A@OI@G
SN 23O & & Industri '&as& 1\\\0
WO kS O
o & & 6438%ﬁ\os§é\or§0 \\\
& &N O & Ger{‘ﬁm@@ @
O 5 .
@(\b \QQ OQ{& .\6}*\0) @& @% r@s}/ ‘t\a @&n@%rlal relating to the study will be discarded
Q°>0> Q,& N q& &6\ Q’w@\hogt} %%p(&(fsor s prior consent.
RN O ¥ 6\‘0\60\‘9
o L RN Q ‘9 % &
\C’o) 60 \(&\ {\6 Q} \0 \\ 60() OS\
FF ¢ @Q N & O ¢
RO SE RS
o & & &0 & @ o @
3 Q& & S &
N\ Q,(' @Q 2 6\8} ‘:)\0
,’OQ/‘ A\ (Q &\{\ \ @“)
O S S
O O (X
W
& &
S
&
O
o
%)
O
(}O

w
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2.4 Signatures

Study Director:

Test Facility Management:
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3. Quality Assurance Unit Statement
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4. Statement of Compliance
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5. Objectives of the Study

5.1 Title Laboratory Testing for Toxicity (Acute Oral LDsy) of WAK

3745 on Honey Bees (Apis mellife z\@ L.) (Hymenoptera
Apidae) 05
\‘Q N\
0 (\0)
\
5.2 Purpose If honey bees can be expose%@ @\su:iues @?\WAK 3745, this

study 1s useful for the g@?atlon @Qf {ﬁé pesticides 1n

question. This study prm@;ﬁeg\é Q/\,O O
6

e the acute tox1cﬂq§l é"fs of th g tg\é} substance to honey

bees; QD Q
c Aé \O /\,Q ,&c,

e toxicCity m@ffh@}t}or\\@ raﬁle to expected resm@%s from

standard ’t:%tegs\ f%)ﬂ asg%'s s,gﬁ%nt of the potentla\lﬁﬁazard to 0&

honey bee ) O Qf\
N ogEo @ \(\0 (\f(_’\& N & &
e infe ongl support‘for precautionary 1%{}81 g&temergm(f Q
40 & \qu’ s\b ¥ 6\ ¢ ’\‘9 &
5.3 Guidelines/Recommendations (ﬂ%@y &@Qdemgned to co ‘FS& é‘("ft%@the,@ Ay wing
@&m PSR
RO
@ Q} vé%P \1.9%2 Guideline on t %\éth@ﬁ‘s Qe}%lluatmg the
&% 0) -é%}fects of plant pro@ét o 8g§jd 6ts. @8 honey bees,
& & AR etm OEPP/EPPomﬂ 2352(&2@3 1992, No. 170
AR &
(\5\& Q &0) 0)‘0 Q/Q/ @O Q &0
&S 8 § I &

5.4 Justification for @e Sé}ec@%n&f '\,\\thls test system @r géoReglstratmn Directive
06 \O\ GQ’Q 91/414/EEC and@r t@pt FﬁA - Guidance document on
O

the Test System $0 @Q’ S
N4 Q}{& Q:\Q & regulatory te g@m éﬁu@s pestlcldes with non-target
O QOQ N 2% @AQ’ rthropods a@et%@t %%ﬁ for the hazard assessment of
Q’}(’ &Q}\ 60(' Q}O &4 pest1c1de§Q o" \ 0) q}
§ &I S > \& \‘9\0
Oé\ N\ QO \- N . 6)0 X, Q \\
RN (\\0? QO S \;{3\@. &
“ DN QA P QK (K
& P & O M S S
C O @Q S Q¢ o e
\; Q¢ O &K
\ R N <O (}\ \3 .\(‘)0 O
& o S &L Q
N7 O NS &0
X AR\ Q& NS
\ N\ N
\ & A vQ
& > O o
AN 0 QY &
¥ d & L9
Q\\ RN, \\(» \\Q,
O P S
\
\\Q Nk
& &
N
&
)
)
Q
Co
Q
(}0
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6. Materials and Methods

6.1 Test Substance, Control and Toxic Standard

Test Substance

The test substance and the information concerning the test substance were prov1d@801)y the spostsor:

& N
Name: WAK 3745 00& 0)4
O
Batch No.: (Lot No.:) M00804 QQ,(\\Q o é\é\\
\a Q/ Q/°
Active Ingredient(s)/Purity: 98% according to certificate o{eémlyﬁg& Q/@
5 Y N0
Certificate of Analysis Ref. Code / Date: July 22, 1998 \(\C&\q&@& \6@ \(\Q\P
G N
Indication: insecticide Q§Q\\ \0\0 O@Q’ &(\5\ Q,@Q
(9.
Aggregate State at Room Temperature:  solid \@A N Q\\&\ 00«' 6@9’ @Qf"& .&560
Q A\
Colour: orange- brow@z?aw’&)r m @&IE@QCON personnel) 0\\’}\\@ &0‘
. N ¢ Q
Solubility: n acetoqzie\ gﬁ?n 3@@ &Q/ .\OQﬁ \Q?, C}@ (\Q}
Stability: pure:, @%e §£ 1@91%@@ éq} & é\& Qo{& .\(760 sg$
n @6 \aﬁr\e Qg\ﬁt 6{ 1§§ted | \(s\\o \{.\\@ O\*{Q 3\{“
Expiry Date: Qq)u%efﬁogﬁ @Q’ @Q 0\ O‘\& o Y \{é’
SN O 6 (3}(Q Y O
Storage: N} xﬁor@g?napc ainer, 0 - 10 °C, 1n &h% dark @7 & @
» @ 0 e O Q D)
NI O \- VO OO xQ
& \O : O °\$A . \0& \.O 6(/ 0\' 0{& AO\O
Control < & SRR S RS
SR IO QIFS I
Oral Test: ‘7(‘5\ o Q& (\ofa%gl%ne Q@ R O(} ,&b
> g XYW P D
S QKO 0 y Oy &«
& 6(2’ o \O{& ¥ N o @0? & N
Toxic Standard _of a}@ Q/& 6&4 B & N 0\ 0@\ &

The mformatlot;,"%o@er@n%ﬁle\@xw standard accor bt% &q\?hgéul:@an@‘é container label:

AR, O
¢ X Q \Q 0 \\
Name: 0(\\(\ \Q,(\’Q 6{& é\‘(\ 32} Perfekgﬁog\ﬂ\% \c,
V@ @ & 6 \,\é\
Batch IS@:QQ’ o S 98-L~ O \Q Q
SO ¥ O &
S O S 8L ﬁs@lﬁ e_Of
Actiye @ETQ@IC@&)%Q y: D ogte: @6
Chemical Structute of a.i 0\ o OO \{’\\‘98
SIREONEN Q& &
N & o & & gﬁan@k:Q@ _SP(OCH,),
\ ' O QQ NAS '
&R ctir NN Qs »
N Ma.r%ﬂ%c@ er QQ (\ ol BASFO'AG, Unternchmensbereich Pflanzenschutz, D-67056
3}0 Q&\ Q\P‘Q \\0& \\é\ 3 \\(& \}Q?g\d&w gshafen
N
QQﬁ?xgi\\S\y Date (’\\,\C) 60(’ é& \O©ctober/ 2000
0 (¢ QL W S
.Q&\Q’ S%orage \\@ N K 6 @\c’ at room temperature, in the dark, in original container
AN A
Q\\\O Amount Apphedgﬁ this Studx > Q 0.2 ug active ingredient per bee
N » &
Q
QR
o &
O
N\
QQ/
O\
Q
CQ
O
(}0
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6.2 Test System

Taxonomic Group: worker honey bees (Insecta, Hymenoptera)
Species: , adult Apis mellifera carnica L. \&\0& 2
Age and Sex: 4 - 6 week old female bees &(Q 400
O
Origin: honey bee colonies, disease-{lg@e and qu@—rlght bred by
Q
IBACON OQ Q/@
&
Collection: with glass tubes, from th&@llg}@t boarclo%'l@ut anaesthetics
Bee Maintenance: conformed to proper g@ltt@&l prac 8‘& ~
Q \ e &
Qé \O ’\,O Q} X' o
: Q o QQ v & o
6.3 Test Units % Qf\ \\Q/ O '\ "
& O - \(\ @(\ \.}\@ &o‘
Type: stainless st gg c&q&m@r% &Q\ é\czf\
Size: 10 cm )@j%\ %@ﬁ\@%\ Q‘&m@@ength x width x heJ\g?lt‘)&va oo} $QQ}
" & 00
Front Side: ren&e\ a@@: %b@s gﬁes\b 0&\ 3 %\\6 &

\
Bottom: ggrfg@atcad@w{&eﬁ 93\%6111211&'[1011 holes; o Os{\?m\ﬁ“ . SQ’Q\ S
Inner Walls: Oé r paper (Co. Mag@@ @f’ 8&(})&3@%1 \‘ﬁ 52355
0.

oo \o’r)]{z%n 0 68) \‘@ \\&\ o Y&
No. Of Individuals: & R\ d(% Eﬁ? t@? unit ‘\ 6 OQ < {&0&\ \0\0
O 0" \O' N
Replicates: \LQO $()c} 0)\\ Q3 eQ§osage/control 50 0 C)QK Q/.\.Q\ &\5
A\ Q \,
Identification: QJ%(\’Q ,@f\‘ Q/Q& (\0’ t@%t units were umqﬁ% i tﬁ%d Q&uth study number,
@}“\0 &\}(’ @& {}Q, \\Qapphcatlon date, 6@ 'Q?nesu;} g@h@@\ﬁtratlon and replicate
O &2}\ Qb '{\9 Q,Q number O 0
S 0P N\ @0’ “ @
Bee Asmgnme%@ O @@Q Q/Qj‘" 4‘2}\0 assigned to te\ﬁf’lc\@%QIs g o
& @ >
N ‘o N
STOME \\\Q 0 Q 0> N
6.4 Test 00%1(]61‘1 R @{}Q}\Q O ;\&\ 6\*\
Surro%g‘éﬁr@&rxp N mcu@toﬁs @0\\ 0\\ &é\
Te&n%e@ res 0} Q,Q @59’- gg‘ &é, \0 &
.\Qi X \ ((\ @ &\. % 1 (\6 O(})
Relative Hu&a?%gp N g& oS O
Y (}\ QX \\O O ‘(\\C)
&,cfb Iaght: &@Q’ O Q/{“ "da;ﬁkxg (éq(cept during observation)
S QQb\ Ven%}ﬁ%ug)‘ é\Q\\ ((\o*vex@ﬂ%{%n to avoid possible accumulation of pesticide vapour
\/
o R@\)@%g ’5\ N & Qe Qcondltlons were recorded with suitable instruments and
P SOOI
X Q QO \\é\ <<\\ \\ @%umented in the raw data
> Q ’Q(\ SO Y o
N} Q¥ &0
& 6.5Food O S
o S & &
Q Food: /\\{\\9 \0\\(’ ,@Q’ commercial ready-to-use syrup (Apiinvert; 30 % Saccharose,
Q\\ 0& 31 % Glucose, 39 % Fructose) ad libitum
S &
a v
S
\}Q/
o
Co
O
e — :

!'in deviation from the guidelines which recommend a temperature of 25 ° C+ 2 ° C and a relative humidity ot 60 -

70 %. Experience of IBACON has shown that this deviation to the guideline will have no adverse effect on the study.
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6.6 Application of the Test Substance, the Control and the Toxic Standard

The dosage applied was not adjusted to reflect the percentage a.1.

The procedure of preparation of the test substance solution is described in detail @ the Attac lgnent
\g

page 23.
Application in the Oral Test:

Q
of uptake did not excee(i\&’&ﬂola}%) <O Q\,O\Q
Dosages of the Test Substance in the & ’&Q’
Oral Test: 35.7,17.9, 10.3, 5. QQ\i %\CI 2, 0. 6\@ @1 ng/bee (values based
on actual intake gﬁqf gtest sul:{s"kansge (’\é’
\\ *@ > . & 2 \
4 3 A\ O
| g N &
Dosage of the Toxic Standard: 0.2 ug a.l. &1@%11@& &é @ @Q’ \
S » &
Control: @4@@6@?@\ s«ﬂ'utmn ({\&\OQ 0{0@ ,65020$Q
\ R
@0@4@\\0 \\Qy;&\ o O
6.7 Course of the Test QO) & K & o O‘\ @Qz‘ SN
- & v, anadn oat¥ 6 % o
Treatment Groups: 00 & & n&éﬂl& og%ges of test substarlg@ @bos d@'d\\
Replicates: Q}Q/ g%egﬁsre@ﬁlent group \\s\ OQ\\ Q/\} 0&\0 \&Q’
& O SRR,
Individuals: \000 00&0 \00’ lg*pel&lmt 30 individuals g%&r @%t@%m \0@\
: . \&$Qp)q,%n 0&\6\9\6\‘00
Starvation Time: & Q& 6Q inutes (\® Qé NS C\O ,&b
U X
Exposure Time: 8&\0 \\\(’ @gq' ,gb \@6 hours (because @51 «'30 qﬁﬁ\ @fl \Chty between 24 and 48
$0\ @}Q’Q OQG \6{@ GQ’Q hours the test dux@@‘fogﬁra&%r@g\ngﬁa)
b O & Qe
6.8 Test Parémgterg & N \\Q & &\ 0)0 \\é
‘0
Mortahtg@(\\(\ \Q 6\ @6\ g@ numbe&Q)f Qgﬁa(& es‘,%ft@% 60 minutes; 2, 4 hours (first day); 24
NI IFONIN and 48 ors d #dditfonally 72 and 96 hours
o(Q QQQ’ ,&\$ o) - Q Q/&\
Be&mz}vi@)r &\g rmgﬁ‘}ities l(éﬁ’asg% &@f alities (apathy, nervousness) after 60
USRS énirutes) 28 ) oiiours (first day): 24 and 48 hours and
ng\ & ('\\0> S 5\ gﬁd%@nq&\y Q&’and 96 hours
& 3o e & (0\ & &
o, & 6“ ©
QR & O Q o
0@ O} 6.9 Result Evaluation @ &((\ & $
&6 r&a\?lty Qo \\(&\ N &,\ r ﬁlts obtained from the bees treated with test substance are
) Q}" \(’SS\ 0 GOQ \ &\\ (c%mpared to those obtained from the toxic standard and the
,Qﬁ &Qf’ ) & 6\(7 (;9\ controls. Due to the results it was not necessary to conduct
, (Jo’“\ O\@ A Q &(Q\ statistical analysis.
N P & Q@
\) : &
< Y N
6.10 Validity-Criteria on e ’fudy
Control Mortality: o(\\\ $\ 0.0 % at experimental end (96 hours)
Toxic Standard M \\:5\111ty resulted in 83.3 % mortality
0\
&
(}O

{Q 0
ca. 20 mg of WAK 3745 contam@ated food @) part solvent =

acetone + 19 parts syrup) andqﬁ\?fa@ed In s nges which were
weighed before and after 1@1@)%@@"tlon 1n(§& tl@cages (duration
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6.11 Deviations to the Study Protocol

Concerning: Storage of the test substance
According to the Study Protocol: 0-10°C ®Q 2
Deviation to the Study Protocol: test substance was stored in a re {& erator w1&h°a minimum

temperature of -1.3 °C and a méXimum temperature of 10.3
°C instead ot 0 - 10 °C as mdlcé,&edg\m the %@y protocol

Reason for the Deviation: because of technical reas@qs @5% temgﬁ‘at had a broader
range than expected (\o)
&\

Presumed Effect on the Study: none, because the m temg@&a ’}e range 1S a minimum Qj{\*‘(’
and maximum ri@ ich a‘pﬁ)e@& only for a shortctime O{\“
interval Q (\ o O ¢

. \¥ (\ Q QO .\f?
& ® AN A&\ & 40 \@(Q &
" @O N N
AN\ N ¢ Y
o & o8 \ S
2 O &.& & Qo N
& @ X 0
\EXOEV O < O 6
NP OEIEN & Al X
O T g O O o . O AN
& @ & X O Q& 3
§ @ & (&Q Ny N ‘\’{Q Q Q,OS\ &
X Q O '
e 0O C o . M\
&&Q’&E}Q\Q’ Q;}.\QQQJO(\\{\Q/
0%@ ¥ S &S QR S & &
N} \ @ XY .
0& &O \\(‘0’- N & 6&0 (\6 O 0 64\0
‘9(\/(\\ o \\& (\0% ¢ &\@ QQ}& 6& ’\& @60
Q& Q.Y > N Q
OO SN SRS
O 0L RN SIS
&O & o 6{\' QY ‘00 O 0)\) O Q
Y N 5 & O
& & & SIS
(\60 \}.{\Q {é‘) ' 0)‘ &\% C}S)Q &\0) Q}(’\& \O&Q (QQ/(\
& F PO & 0 N\
¥ & N O 0‘6\ & &6\ 0& "
S © O P S ‘O\Q/ » RO
¢’ M N 3 YO S
O RS &7 WS
AR\ O & & O @
NI OO QO
Qo)‘ 6 Q,Q é\ &{Q &Q’ O$
N & O & &L
Q & \NPAC NI
Y\ 0 Q
¢ X, O
\s AP\ &
A & &
C O ol
» & .9
& \\(» \\Q/
) ¥
N
3 &
& &
3
\}Q/
W\
Q
CQ
{\
(,O
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7. Results and Discussion

7.1 Oral Toxicity Test

Because of increasing mortality between 24 and 48 hours, the experiment was prolonged for further 48
hours up to 96 hours. After a starving period of 60 minutes, mortality occurrqﬁ\ after mge%ﬁon of 35.7
(23.3 %), 10.3 (6.7 %), 2.4 (6.7 %) and 0.6 (6.7 %) ng WAK 3745 per bee@fthe end O&tﬁe experiment.
No mortality occurred in the 17.9, 5.6, 1.2 and 0.1 ng WAK 37@@0 t(eated %gbups Behavioural
abnormalities like apathy and nervousness were observed in the 35,d; 13}@ 10. 3@'1d@6 ng WAK 3745
treated groups during the first 24 hours of the experiment. No fur@ﬁ%r&b\ehawogﬁal Q‘Bnormahtles occurred

9 Q
(Table 1, Appendix Table 2 - 3). \\ \o\ & 5 &c\f\ )
V X
Due to the results of this study (no mortality > 50 % m%hq\%'re@ﬁ'nc&n‘t\ %Q%ps) it does not segm to be &
¢ \
reasonable to calculate the LD «y. Q*/&’& &\Q 00) \(\ 40 0\\}\‘ &0
\ & Q
In the control group none of the 30 bees bee died \’thl‘g@@?l @h@ﬁ-‘: ev‘x%enment &}0(\ {}Q/c, 600}@$°Q}
O

83.3 % mortality occurred after ingestion of 2 %%g\@i\ggﬁ(@é%e 1@%1‘ bee in the toxic s{;@ﬂd group.,
© Q>Q/ N Q}\

0’ Q Q \ \“')
QQ) O \\{Q & S °\°®Q 0"@&\
\. Q} \'0> (' Q, 0 \'c, 0} > O
&&on\ O O ¢
Table 1. Mortality’ and behawoural % &f Bees in the oral toxicity Ql’es . O A o
after 1 hour after 4 hours 24 hours after 48 hours \ u 7 0%; \ “after 96 hours

uptaken mortality behav. mortah%(} be&&/ ty @ hav mortality beh 70 raértal@r avq\ mortality behav.

test abnorm. gh Q ab ab o@ abnorm.
S AP "6% o

ubstanc mean mean meeaﬁ mean mean ((x% éean\ @ n mean mean

ng/bee % 8 9 §Q§\ R E@E/& )gfs?: % % VoD 0, % %
35.7 0.0 %7 \\ 0 0.0 23.3 56 %3;’ oﬁ % \65 0.0 23.3 0.0
179 0.0 &\go g@ V0.0 3.3 mg, 000" Q .o@Q 0.0 0.0 0.0
103 0.0 6% oo° \g 0.0 00 X Y& ﬁ N 0.0 6.7 0.0
56 0.0 Q}b t}q’ 6{@ 0.0 220, & SO0 90 00 00 00
24 00 Fdo 33 o0 6@& (5(9 Q‘,\O& 67 00 67 00

1.2 0.0 C‘ @%0 > Q;@’ \4‘2* 0.0 0.0 OOQ‘O Osb % 0.0 0.0 0.0 0.0
06 oq& QOQ&é 0.0% 00 00 gh QQ) 0@\ 33 00 67 00
&m o ‘Q og@ 0.0 0.0 Q?\}(’ O 500 0.0 0.0 0.0 0.0
so]v 0%0(, 0.0 0.0 0.0 00 @ (\b}o 00 0.0 0.0 0.0 0.0
toxic sl c, 0.0 .5 0.0 0.0 633 .3 3,07 0.0 83.3 0.0 83.3 0.0
resQ/ft\s @}t 2¢ replicates (ten bees each) per’dosage/control O \}
@QAQﬁcndlx or % Q’ ’&{@ 03& 0(\6 60
Q/‘t)eh% bnorm. Q haa@ural abnormalities; solv. = é{ver{btgontrép tcsgb st. - =e,tcrx1c: standard
S AN (0\ S \ S
OO &‘Q Q QQ' q,\ &O
\}@ QQ . &0)‘ ‘quj \{\ ’6\ ((Q &Q’ $
6& @\6 & X Q}\ Q(\ .\O&\ @q,
\ & S F K
\ &(—) \\S\ .\(,) O(J .®
& O X, NN
.. 0, ¢ Q/Q Q 6\% : 2
N2 N\ O
X (Q A \ (Q
o P & &
N\ . O
< Y W
A& \\\0 n
N
3 O
& &
O
N\
&
W\
Q
(9
\
(}O
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7.2 Conclusions

Mortality: Oral LDsg 48 anda 96n) of WAK 3745: > 35.7 ng/bee
Behavioural Abnormalities: During the first 24 hours e.g. apathy and nervousness
occurred after ingestion of 5.6, 10. %QQCW 9 and 365’7 ng test
substance per bee. Q
& O
O
N S
N Q&
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Table 2. (Exact Data). Definitive oral toxicity test; mortality and behavioural abnormalities of

the bees
test after 1 hour after 2 hours after 4 hours after 24 hog)rs after 48 hours
substance 8&\ 4
unit dosage dead beh.abnor. dead beh.abnor. dead beh. abnor. dead bgﬁ. abnor. degiiQ beh. abnor.
#  ng/bee # #  symp. # #  symp. # #  symp. # (&# symp. . ¥ #  symp.
N &
& O
1 31.0 0 0 0 2 C 0 0 ,&OQ X 8,@@ 6@0 0
2 316 0 O 0 2 c 0 1 c 0}0 Q%& 0 & Qe? 30
3 46 0 0 0o 2 b 0 1 ‘g\o 0 40
O A S &
W ¢ O DA
1 217 0 0 0 2 ¢ 0 1@ 050 0 0 .
2 167 0 0 0 0 0 0 & o @ 0 0L
N O A ¥
3 154 0 0 0 1 ¢ 0 N@ & 01 e 0 @
& &S Y N S
RN RO X N
] 9.3 0 O 0 O SV & 0 O & 0 2.0 N
2 15 0 0 0 3 o 0 i Ted 0 0 M0
3101 0 0 0 & F0 @K 0 0 &0 0 o & °
1 52 0 0 0 08 o 208 00 0 & &80 oblo
2 56 0 0 0 O & 0 o 0 0" o & 0y QO
362 0 0 0 O I &“6 002 ¢ 0 &@ O O o
(" X A O Q
RN Q0 &
] 2.0 0 0 & 00&0(\ Q)) | \O \0\ 0 0 <D 6(8 O\’Q/ é{& A\&* 0
2 24 0 0 O NS00 QoS08 Q7 0 0
3029 0 0 & 0> @ (\@Q’ 0 0 & @@*\ 8 ,\&@ @0 0 0
Q :
O \}4\ Q/QQ. @Qf\ . \Q@ a}o‘\ @Q Q ,{0{&
1 12 0 @ ¢ t@& Ry 0 02 \V 0 NS 0 0
2 14 0 {0 & 0 0 & EOML 0 0
30011 08 0F & 8 7 0 0 -\6& NSNS 200 0 0
C\,&)O QO \\(Q Q}Q' (2,Q &OQ \(’\& 6@& Qb ‘\O
107 M08 0 & 0 0 WO S0 O Lo o 0 0
2 07 @ w0 00 0«\%& O 00 0 0
3 & K 0\\6 0 0& o 0\\‘1)@5 &0 0 0 0
O QQ/ (;% O - O . 6)0 \,@ Q\) Q,&
& QO {&, O X ,&0) N\ Q% O‘\ (Q
101 O @ D 0 0C0 0NN 0 0 0 0
O & G NN
27 ¢0.1 QG 0(9 0 0 \’@ . Q/(J O(; ) 6(0 0 0 0
3 01O 07 0 0 .00 0 .30 0 0 0 0 0
o 2 6{&’ QA S WIS
S O sok@nt N ot ‘QQ’ X 6\\ S\
S 1 cntred 0 0 00 AT QY © 20 0 0 0 0 0
Seogfol 0 0 L8 @ &S0 0 0 0 0 0
310 onol 0 0 O Q00N & 0 0 0 0 0 0
N\ F &
Q ®@ toxic . 6\\ o ~ ,\0\\ Q\
I sandard 0 0% Y 048 O 0 0 § 2 e 10 O
;OQ/‘ \QQ standard (O ((& ,Q{\Q’ \b\ @\‘9‘0 () O 6 0 6 ()
3 standard 0O 0 070 0 0 0 5 5 e 9 0
# = number of individh als; beh. r.\=\Q, Sehavioural abnormalities

symp. = obseweﬂx\gymptoms accgﬁin%&i the following key: a = food refusal/vomiting; b = moving coordination problems;
= gpathy; d= intensive cleanmg; ervous;
c = apathy 1 é@g . g{@ v
\
&
)

page 18 of 23



Final Report IBACON Project 6320036 - Laboratory Testing for Toxicity of WAK 3745 on Honey Bees

e e e e

Table 2. (Relative Data, continued). Definitive oral toxicity test; mortali

and behavioural abnormalities of the bees

after 1 hour after 4 hours after 24 hours after 48 hours
test
substance  mortality beh.abnor.’ mortality beh.abnor.” mortality beh.abn{)r.f'(\o). mortality | o, beh.abnor.”
d i O
osage O 00
mean =S mean +8SD mean +5SD mean +SD  mean £8D lneanoc)\iSD mean @t‘st mean 8D
ngbee % % % % % % % % % % *@9 Q % % % %
357 00 00 00 00 00 00 67 58 00 00 OQJ%@ Qfé\ Q208 00 00
79 00 00 00 00 00 00 67 5§ 00 000" 3@ 58 Qf’o%&\ 00 00 00
103 00 00 00 00 00 00 67 58 q&% \)\C?Jo \@\07 115 00 00
s6 00 00 00 0.0 0.0 00 6.7 11.5 00‘(\ 0.0 Q}o &000 00 00 00 &
Q/(\
24 00 00 00 00 00 00 00 00 \3*53 80 @ 33 58 00 .00 &
12 00 00 00 00 00 00 00 00 Qﬁo 0" @00 00 00 0007 0.0 O
06 00 00 00 0.0 0.0 00 0.0 0Q§ &@fb \\%0&40 @6 00 00 0.0 Qg&) 0.0 &’{@
01 00 00 00 00 00 00 00 x6~0 ‘\0% 0® 00 00 00 §00 0.0 &0
solv. 00 00 00 0.0 0.0 0.0 00 $ éQv (@% 000&000 0.0 0.0 0{?/ 0.00% ¢
@ Q ‘9 O Q
toxicst. 00 00 00 00 00 00 t} 0, L 633 $3 233 252 833 \Qo 30700 0 O
"beh. abnor. = behavioural abnormalities; mean = mean of three repllc % iS@)—s\é ir: rcg\ 1at1@g’from three replications é\ Q \c) 0
solv. = solvent treated control; toxic st. = toxic standard {\ Q, \\C’ 0(\ S\O &6 S\
O 0 0) {Q Q,Q S\ 6\
R & D S @ \0>
QI EN @ O 0) 6 \
NIRSAESIROEN 6 Q) @7 &\
O & & N N o Q
NI N3 ¢ Q) O *@
¢ & & & N QOQ x&\ &
(\}.\@ s @0’@ 0)@0‘ 2 @00 & 6&0 &gr 600
PR N N Q > &
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Table 3. (Exact Data). Prolongation of the oral test up to 96 hours;

mortality and behavioural abnormalities of the bees

test 72 hours 96 hours
SUbStaIlCC .\00). Q/
unit dosage® dead beh.abnor. dead beh. abnor. Qé
ng/bee # # s # # 0)46
O QO
1 30 0 0 0 0 Q@“ & &
, 316 30 3 QX W
Q" @ & o>
3 44.6 4 0 4 O 00 Y 0
NN ¥ &
¥ SN X9
1 217 0 0 &§ 070 S &
2 167 0 0 Y 99\ 0 O o & O
ol & ¢ g
3 154 0 O W L0 N @ N\ AN
PO N o
1 9.3 2 0 & & \@ O & @Q &
2 11,5 0 @Y 0 @ & L0 O ¥ Q
QL0 (\5\ @\ A\ Q & 60 N
3 101 0 Loy & T 0 o 9 O 0
' WWUO W N Oy é{\ Q Vx5
O P O O o O O X
l 52 of Lot & a0 0 NN
| L& ® & & &
R Al N RO 0 50 & AV O
2 5.6 Y\g RN & O & O RO
3 62° 0L @ R 0 0 L OO
Q@& & O - M7 Q& o
'O N S S\ 0O <@
¢ ¥ & & 3 R ¢
ST 1 IS & \é@ ®
. N
2 .\Loo Q 4.0 Y &\\0 ] (\ab N OQ N Qé
FAN 3‘5’0) 0?0@\@@ 0 0. & Q@}’C\ & NS
(PSRN o O Q & .o
0™ 3 L. O SAFOREFAREN
MK A N\ RPN
S SOOI 1 W) B | B D
"~ & 00 © A | O Q
(\‘(\Q' C&QJ é}{&b @q} Q}‘Qo 0.7 0 80\\\ N s\(’}\\\ \&Q\o’ \\\\9 0
SELEE 07 0 305§ o o
S & oS 0.5 T SRR
N & K. X I & &L
S O .\\Q & &0 @e‘\ O &
. N
Q>0)®Q/& A 40\ (}0‘6\ | 0.1 ;\\\S\Q (Q)/é' O& 0’0 60() 0
N O ’ \JIERC
& X & (\6@ A ({]‘Qgﬂt&@ AN
§ O & 1 & gontrdt 00,2 0 0 0
O & o & & L& O
N K & 20 o conitrgp o o 0 0
N 3 R c%@olg)\OQ 0 0 0 0
QQ/\ & @ «\Q . ¢ d
. (,0 0\ tQi((){@xSt ar
Qxio\\ (ﬁo 1 & St@ﬁ%ard 10 0 0 0
’ \
'\\\\ 2Q$& §§andard 6 0 6 0
S .;\(\o standard 9 0 9 0
\\ﬁ‘= number of individuals; beh. abnor. = behavioural abnormalities
\}Q/Qa dosages calculated after reweighing the syringes
C_)Q,Q‘ symp. = observed symptoms according the following key: a=vomiting
()0(\ b = moving coordination problems; ¢ = apathy; d= intensive cleaning
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Table 3. (Relative Data, continued). Prolongation up to 96 hours; Defimtive
oral toxicity test

72 hours 96 hours \&\0; X3
test O N
substance mortality beh.abnor.? mortality beh_ag@&g\r_a 0)4
dosage N O
mean mean +SD mean =£S5SD mean *SD OQ%’HE,@S 2 o
ng/bee % % % % % % Y S%Rd
' O O X
35.7 233 208 00 00 233 %\ &’ o.o&gb \\q&).o
W& S
17.9 00 00 00 00 o.g@& &b G0 & 00 "
10.3 67 115 00 0.0 é\%_z&m Q§ @@0 @8 0.0 @(\
Q’/é N Qf O 0\\)\ &
5.6 00 00 00 0.0 4&.%0 00 & 00 0.0 ¢ &
2.4 6.7 58 00 0N $N 38 00 0087 & 07 ¢
40 O N Q N
& U NN Y 0.0 & (&
1.2 00 00 0 200 O0T00 00 OO (7§
O (g} ({\QJ ) O‘\ é\ (QQx 2 \C\&‘o
0.6 33 5807 g«a& & tiéb\ 5&7 11.5 0060@ & .Q% (\6\\ O
= < A\ . Q
> . N\ O U ¢
0.1 0.0 Q/@%é&g\(\ w Q6\&0.\%0(2 0.0 0.0 \\Q@%Q\\o {}0%;80(\ &Q}
solvent OQ}& O&Q).Q&}) Q@ o006 0.0 0.0 6&0 &O&‘ \oﬁ.%&
toxic st. (83.3. &?i.&% 06° 00 833 2(1@ & Q05 200

el — M S NN ) IO
beh. alégfgr. D bgh%vg)&@ral,\/@noma'htles, mean = cg}&a& t}&@% r@qﬁzg(@,
solv. =%lv§§ Q;ﬁr-:g\,& tcgm% st. =toxic standard \QQ O
SO stidard dextotia rom three replicationsd & &
PSSP & TR @ (OS¢
' ARG
¢ & ARSI
NIRRT ™M &R
QNP O O
& & & e SIS
NS
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substance weight of syringes uptaken uptaken
concentrations solution \(\0)’ substangg
substance dosage in food start” end” difference o KN g
nominal ng / mg mg mg mg mg d&%\e ng /b.e ng / bee
40 ng/bee N N
1 2 1134 10979 155 & \§&° 310,
2 ) 11254 11096 1583 16 064‘359 35.7
3 ) 11241 11018 2 Y. &z} F6
RN SN
20 ng/bee W N >
1 1 11242 11025 @ 287 O@ & 217 o
y 1 11110 10943 o167 Q& 17 16.7 17.90
V2 T MR 2N \ O
10 ng / bee Y O A N N X,
] & o6 dg @19 03 & &
1 0.5 11211 L0268 B 3 S & &
2 0.5 112007 20970 & 230 23 IL50" (#1037 ¢
3 0.5 L1836, @5@3@@ 2201 20 10 R &0
5 ng/ bee N \Q/Q' Q}\c’ o 40(\ .\(S\\O N\ O\\' 6\\
l 025 & 3&2 ¢ k0210 206 21 & 05\’.55@@. 20\
2 025, (IS Slg6 225 23" 0560 3V 56
3 0.?09\L & «‘2}\1%@6 O{i)sso 246 %@ O (5‘.22 O
2.5ng/b ¢ & N3 ) QD P O k&
2 ME 7 Dee IO A O% O S O
1 0&%.@3, O .\ﬁug\é 10969 157 O Q@% AR
2 o128t Se27 11039 1880 O19Q © 24 2.4
Ny 0 Q &
30 & 00485 o (F114 10883 281 039 D29
‘QQ “’)@ Q,Q'Q Q oQQ/ O(\ QOQ 6 Q}(’ \0{&
WA P FES
ENTOMEN @8.& 5 11136 10943 N R 1.2
Q/ °
S & ¢ ,.Q\e@ @9%625 11105 &@87\6” 501226 é\O‘ 23 .4 1.2
ij’ & 30° & \Q\* 0.0625 11041,,° \{\0@’7\{&\ Q@%&@Q} 17 1.1
O : \ N
& &@ﬁ@g/ ¥ SUEARMR
NIIE NN 1y & 0.031 143095 @7@ &@31 23 0.7
(\b"@@ & 6}«\‘)"2@& 0.031 C@)?lks& A1 ?4@ 208 21 0.7 0.6
F & O S 0.031 .o~ 113" $0998 144 14 0.5
IS o?\\%d@lg / bee o‘\’&\@\@Q NI
Q N , O W\
,6032’ 600\ & & og@s @6“ Ao 165 10946 219 22 0.1
é(”\ N & 2 &0 5 & 424 11103 139 14 0.1 0.1
RO Q&Sf 3 ‘\Q,Q o\.é‘osé& @11 11100 178 18 0.1
6& @\6 \Q\QQ’ solvent contmlo&\' é\é\ \sw{(‘ \&o‘\‘\,{(\@ y o
& K ¥ LS 00\ < & O 11224 10978 246 .
N 2 &0 00 g% .00 11260 11046 214 21 0.0 0.0
6’&‘ ‘ \@@ N\ Qf’o & 11149 10916 233 23 0.0
W tox{i)@%tandard )
N & X
Q \{\Elmethoate NS
V0.2 pg/beeQ\\ Qv
1 &Y 001 11255 11018 237 24 0.2
{\\\0 & 001 11127 10891 236 24 0.2 0.2
3 0.01 11118 10880 238 24 0.2
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Table 4. Definitive oral intake

" weight of csoqﬁmges at the start of the experiment, ® after removing from the test cages;
- ingeste@jcgolution as calculated average, 4 results are rounded results, calculated from the exact data
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Attachment: Preparation of the Test Substance Solutions

Oral Test

Prior to the dilution process, the stock solution was a clear fluid. @\0’. 56
10 mg of the test substance was dissolved ad 250 g acetone (stock solut@f?) This w%?()done one day
before the application. The stock solution was stirred overnight in a refr@;@rat@r (Qé\

Six 1 :2 dilutions of the stock solution were done step by step. O 0&(\9 6‘2’
The 0.1 ng / bee concentration was obtained by diluting the 10 ng@&% {‘lutlon 1@ )
X
500 mg of each 1:2 dilution, 500 mg of the 1:100 dilution Q@\\(fhgf’lo ng @seé?nd 500 mg of the stock Q,@Q
X0’ O
solution were added to 9.5 g syrup (1:20) for preparatlon\(f t @% tb@eatment solutions &Be%rence .,@(’
not included). & \(\ 40 \)\& &0&\
40, 20, 10, 5, 2.5, 1.3, 0.6 ng/bee should be obtan&gﬂ \%ﬁe @ caﬂtqhe contaminated sgg%r@golution() r&\.
@ A XN
bee were administered. X 400 ,\035\ Qj)(’ s\&b 66& &\& 0{& ,(}}O 50$
35.7, 17.9, 10.3, 5.6, 2.4, 1.2, 0.6 and 0. l@%/:t\@’e\&é} @btgﬁed because the beqé\mg%sted b&twe@s‘n 14
S & f & & 5\
and 25 mg contaminated food per bee. oQ A SRS (0 &\0)
& <@ &7 W E}O @0’(\ Q
' . Q @Q X Q \0) QO "N
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