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Effects on non-target organisms

A literature search was conducted in order to identify scientific peer-reviewed open literature on the
active substance Coniothyrium minitans (_, 2014; M-516441-01-1). The search was
conducted using the DIMDI database provided by the German Institute of Medical Documentgfion
and comprised of searches in MEDLINE, BIOSIS, CAB and SCISEARCH databases. &ch

o

strategy aimed to find all recent (from 2003 onwards) references that are of relevance. @efore@ﬂ

only the term Coniothyrium was used. In total, 332 references were g Binined (after

doubled) and submitted to a rapid assessment by title and abstract. ally, 21 refef*%nces
evaluated for relevance and reliability by a full text analysis. All of them were identified Vant
and supportive but without any effect on the risk assessment. All&%@rences were@lclud in tkﬁ
dossier under different data points. ©) g \

@0215 in order t @entlfy scien pee@
minitans /M/91 -08 its metaboligs wh1@2

literature on the active substance Coniothy;

may affect non-target organisms ﬁ, 2015; M—54039@1 1). @16 ht@ earc
conducted using the STN database and comprised se s in"Agricolgy BI %ﬁ E@AB
Abstracts, SCISEARCH and Chem&l Absffacts, GW,YEM E, 1obas§ IPA,W\\Pascal,
POSciTech, Toxcenter and FSTA databases, The s€grch cénsidergd;the sédich te&ns Comdothyrium
minitans, C. minitans, Comothyrt&yr Pa@on ol@/rium Contans o@ontan d?, ph?,
daphn?, alga?, bee?, honeybe &arth ?, <a hwo@, m@% orgam,sm‘7 phytot§ and
metabolite or toxin or macro {gﬁ ogbenzo@ranon%»or ch@nan@\?%a ed to
consider also related searc tot nce re @luate asingZon th ir t1tle and
abstracts, whether they c@tam rc@’vant mformaﬁ@n Four refe e evﬁed n-detail (full
texts) and one was mCth ingthe dossier, indhe Po 6 l@dl y pu@lcatldmon effects on
environment and NT@) of b@oglcal@gen@clu initanstepo in Q&FSA supporting
pubhcatlon on en@f@nment%l rlsl@aracte ation‘was se@: ed,@glth no inform@bion on the effects
on NTO identified. Cig S @ L9

2 SEES
Second metabolite%§b rodu§ Oﬁwﬂz)@um mtans C%N/M -08 are not expected to
et 0

pose a risk@%’non- due t [owing r&3sons é &\
1. lated uct@@ntams spor@ of C. mzmt@s and no metabolites or other
t@ are ‘Pesent . SN
prese S e o
2. @Afte lease ifans \@i prodtice 1‘% olitgonly Ba the site of interaction with its
ta Qe quntitiéd, will @pldl)@ ecre to @gtural levels. The persistence of
© C. nztans in so#hand gy plants¥s poorgy X
3. Since @’or a@st n@cumulatlon putatige metabolites of C. minitans can occur, it is not
nmefdin cofiﬁentraﬁ@s considerably hlgher than under natural
jtio %ndt fore @ sta bgﬁ:y in¢he enwr&l\ment as well activity in the absence of the
@cro anis n %elevar@ or thise r@sons it is not required to generate data and
erfo % ris sesm@nt fo conc@sy met@ohtes of C. minitans strain CON/M/91-08.

F%@aore@ﬂs ase 1 f%%tgh@exp@ateg t by 01 5; M-540424-01-1).
S N

A second literature search was conducted in

o

No partm@ar studies to\mvest e eff@s of C. minitans or its preparation to birds have been
conduct®d. Acyfe ’to c ¢s with’ Contans WG on rats revealed no toxic effects up to
2500 mg/kg bW (ora@nd d@mal r&t@) and up to 12.7 mg/L (inhalation route) (see Section 3, [IM,

@ %zta@%ongwto agroup of autochthonous soil fungi, birds are exposed to this micro-
anighy as paghof their natud@) environment. With regard to pathogenicity of the micro-organism,
jtans {9 a h pecific hyperparasite of Sclerotinia spp. No evidence of pathogenicity or
in e&mty in v rates was obtained. As spore germination or mycelial growth of strain
4308, ddes not occur at temperatures above 33°C, survival of conidia or mycelium taken up
Cygla fee (@uatlon of birds is very unlikely. Moreover, no harmful secondary metabolites are

§produced by strain CON/M/91-08.

! Mudgal, S., De Toni, A., Tostivint, C., Hockanen, H., Chandler, D. 2013. Scientific support, literature review
and data collection and analysis for risk assessment on microbial organisms used as active substance in plant
protection products —Lot 1 Environmental Risk characterisation. EFSA supporting publication 2013: EN-518

@
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In view of the host specificity of this specialised mycoparasite and its inability to germinate and
grow at temperatures above 33°C, the product must be considered safe to birds. Moreover,
sensitivity to low pH values encountered in the stomach of birds renders survival and colonisation of
the birds interior via ingestion unlikely. Thus, for the sake of animal welfare and protection no

specific studies on side-effects on birds were conducted. @"
N
IIM 8.2  Effects on fish S @Q @f@j
Report: M 8.2/01 — | (19952; M-461599-01-1), @%y on the ac&te tox@ty
towards fish of “spore isolate CON/M/91-08*. Unpublished Report N% IF- 94/06075 Segmber@
18, 1995 @ % &\ " @
@ Q) ©\ @
Guideline: OECD Guideline 203 (“Fish Acute Toxicity @’) (1992) %@ N) @
DIN 38412, part 15 (1982). @" & o R g é}
S) R o & <« &
Deviations: none RN N\ % @
<o @7 @ Q
2 &? <A >
GLP: Yes (laboratory c@uﬁed%@% &msc erg%ﬁnum@ﬁr « we %ner&eo
Jugend, Famllle d(ie it @iesba n) N @
& x% O X
& S SN
Materials and Methods: es %/ waS\gond d d % Auygust 2@ Septethber 19 1995,
by Institut Fresenius, Cherfas¢h d B,lO%ng abo@brl mbH el 14,D-65232
Taunusstein, Germany. dhe test bstan e sp@mol O 91- of Beniothyrium

minitans (purity: not s @te bat@ﬁ nu ted
Seven unfed golderCorfe ﬁggerh J (Leu@cus &ﬁvot@ (body@ng’[ S cm) were
exposed to uncontﬁmma% tap T an 00 m, est it unde statl@condltlons in a limit test.
The test was pe@rmed@thou@ephc @)n Thetest solutlonﬁvere ate (@mg the incubation
period (96 h)<in orc% to méthtai &conten@%‘bf > 50 Yox_Fhe tegt solution parameters
(temperaturg, pH-vale and@gxyger@onter@ er@ asur‘%d, at 0, 24, 48, @and 96 h.

The conc atloné@ith@t 1tel@1 e. t of spo es 11&6 tesi\})lutmn with 100 mg test
item/L, fvas ana@sed u@g ma cel co g cl&%ber &t the b@lnmng and at the end of the

test. N
&
Dl.@g the@[ per@d all t%tbﬁ l&g@i‘e o@ed pyce ea@ay foﬁhortallty
&
\@ndlngs = Thexg% val rang@ from@g% t@S 51 (f@’mg the test. The temperature of the
&@water was @-’ een °C and congejrt of at least 8.1 mg/L were measured.
The results of the\e ratlon por the begin mg and at the end of the test is shown in
Table .2-1\ The dna yt1 a -n rat1 & spores in the test vessel containing 100 mg test
iteny er 98 h re ) Ofi't\lgl initia | concentration. No mortality was observed
during the periQy’in t Gintreated co r@ 100 mg test item/L (Table IIM 8.2-2). The
a ofevalidit resﬂc]gs 1V e@‘jth 1de ne were met in the stud
© @ & % %“ Y.
§
able IIM 8@-1 Q E@Aner@on of \ﬁvores of Coniothyrium minitans strain CON/M/91-08
% ~in the @t& olu@)
& NP
Ngmber f@ s 0{@ at t@smallas\;ﬁare” Number of spores at tog,/”small square”
\\)
o 3 &S o 3
N S S« 6
P o O 3 3
o AR 4
Q q 6 4
& ; ;
6 4
5 6
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6 3
Mean: 5.0 Mean: 4.7
Conc.* [spores/mL]: 1.0 x 10° Conc.* [spores/mL]: 9.4 x 10’
* Calculation: mean spore number divided by the volume above the square (0.00005 mm?) x 1000 = spore numbe@: @
<
Table IIM 8.2-2 Mortality in golden orfe fingerlings (Leuciscus idus melanotu@iurm@
exposure to Coniothyrium minitans strain CO@&@I 08 @
> N S
N
Concentration of Ratio dead fish [%Lﬁ?@er . @) © W\\@”’
the test item 24 h 48 <72 h N O6h <
[mg/L spore dry & Q@ @J ©\ %@ &@
weight| « o N RSN
Control 0 ) D L0 &U . & @
) 7
100 0 e o 0RO 0 @
T T D o &

o @ %

S @@ &S
Conclusions:  The LCs (96 h).for Lezf@scus z@us me@wtus based nom@% rat@
was determined to be > 100 nig./ %weggspor@ of Ca%gothy@m W%ll‘ans “spore

CON/M/91-08” (1.0 x 10* spaggs/L)- (96 &) was @9 mg@ dr@@ght spores. @

A
co

R SR
& e & § YOS 2
N & @ S ©© (OB
IIM 8.3  Effects on aquatlc rtel{ es (Y i%@Q é&
Report: (199%b; M- 16(2%%11 1), the acute toxicity
towards Daphr% of ¢ ‘é% ate N/I\Q% -08%. .Unpebl she @% IF-94/06075-02,
September 18\1995% @ § S
@ Y .O « N
& & & N O
Guideli &OEC u1d Q“Da@bua spy Acute 1mm0blhsat10n and reproduction
N ©test™, part I‘*@L984)\ N @& Q@
S D Dn$384fz% part %(1982& E
S £ & @ S @
© T %e ns: n@ye S @’Q -\
@ ”\9 Vg\a @ \@’
AN GLP: ° %( orato em e@ b %’ess es Ministerium fiir Umwelt, Energie,
§\ Nugen@ sundéqt Wle aden)
9 &)

Magerials apd Methods: @@:I‘he®ldy \& cond@%ed during July 20 to September 12, 1995, by
[nShitut F@sen?‘ Ch&rhche ~snd By ng(@ Laboratorien GmbH, Im Maisel 14, D-65232

aunusstein, an e sulgsfance @as “spore isolate CON/M/91-08” of Coniothyrium
initans (pu@y nog8dted; Batch nimber:, noe stated).

20 Daphug rauss (maxl@um 24ours old) per treatment group (control and 100 mg test
N item/L) wgre d folus h tat1c conditions in a limit test. The daphnids were not fed
during the tes solut pa@meters (temperature, pH-values and oxygen content) were

meag@red at 0, 24
&con%a%ratlo i the‘ﬁt@st t , L.e. the number of spores in the test solution with 100 mg test
L,y\g s analysed &mg as§ljoma cell counting chamber at the beginning and at the end of the

@ est. (@)
§ Af&é@%4 a%48 v»@ the number of immobilized daphnids was counted.
S

& &

&
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Findings: The pH values ranged from 7.14 to 8.00 during the test. The temperature of the
water was between 19.0 and 20.0 °C and an oxygen content of at least 8.1 mg/L were measured.

The results of the enumeration of spores at the beginning and at the end of the test are shown in
Table IIM 8.3-1. The analytical concentration of spores in the test vessel containing 100 mg test
item/L after 48 h was measured as 102 % of the initial nominal concentration. No immobi}@ed @
daphnids were observed during the test period in the untreated control and at 100 mg test itern/L &
(Table IIM 8.3-2). The ECs, for the reference item Potassium dichromate routinely de ined
once per month ranged between 1.0 and 1.4 mg/L within the time per@ of the maligést T@
criteria of validity of results given by the guideline were met in the stud}@f

@
Table IIM 8.3-1 Enumeration of spore Coniothyri u@mmttans strm CO&%@I@
in the test solution S@ @ @ %@8 &@
& R @ NEESENS
Number of spores at ty/”’small square%@ Nu ofg spores &@48h/”smﬁl s@\ire” @
6 o NI NN
4 @o Q@j % %Z\@ 5{\@ o, Y &
5 S @ Cy 6% N@? @ &
G N A S A
5 @§ > ﬂ@ &ﬁ o @ 4{\
S (5'\\\ <\9 D ey <@ < S
500 & Ty SN EF e
R O @\? Q o T -
@ = @@,@%@& S
R SN § 9 o \6' O
¢, Meap4.5 & Mean: £
Conds¥ Tspg&es/mL @0 1§ Q1 Gonc.% [Spor 1: 9.2 x 10
e ythe ume

* Calculati mean e nun@r d1v1d bove the square ( 00005 m 3}4?)1000 = spore number /mL
iy Q Q

X
§ wibiliation ar pinigH
Table 8. 36% m ilisation of@tphntéﬁag%exp%@red to Coniothyrium minitans

< s@xam C M/9 08
o @ o O % %& > §
Concengatlon‘%f the@yst %\ @tlo meobn}%ed Daphnia [%] after
. 1tem [mg/ v 4 hoe? \U 48 h
A @ﬁtl e $*E 9
Controlod &~ & @ v Y 0
e & & & 7 D 0
v O & .U o . O @

Conclusibis: &f@ %?0 (48xh) fo%\Daph@z magna based on nominal concentrations was
etermined to@ >0 digy weighty spores of Coniothyrium minitans “spore isolate
ON/M/91 -8 (9.037107 sf¥bres/[ixThe @EC (48 h) was 100 mg /L dry weight spores.

5 § SIS
N > ©\ R )
skok ok kok
@ > & Q

N %I‘“
1M 8.4 @ects@n a ga@ Owt%h%ld h rate
&Re[@: ©) @MOI - (1995¢; M-461619-01-1), Study on the toxicity towards
t

@D
< a of %)ore e CON/M/91-08*. Unpublished Report No. IF-94/06075-01, September 19,
< SN

@ Guideline: OECD Guideline 201 “Algal Growth Inhibition Test” (1984)

Deviations: The test substance was only tested at one concentration and no
growth kinetics were determined. The test solution and the controls were
inoculated with 10 times the algal concentration in order to minimize the effects
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on the algal cell proliferation due to the brown colour of the test substance.

GLP: Yes (laboratory certified by Hessisches Ministerium fiir Umwelt, Energie,
Jugend, Familie und Gesundheit, Wiesbaden) @o @

Materials and Methods: The study was conducted during July 20 to_September 12, 5, by@§

Institut Fresenius, Chemische und Biologische Laboratorlen GmbH, @Malsel 14, @<652
Taunusstein, Germany. The test substance was “spore isolate CON 1-08” of Cé&szothbyz@m
minitans (purity: not stated; batch number: not stated). Q @\

e growth inhibition effects of the test item Coniothyrium minita ore 1sola -
The growth inhibition eff f th item Coniothy. m\ﬁp '1@Nﬂ\@10”®
on the growth of the freshwater green algal spg & Scenedesm subspicatus XG O]@Z Strgt

86.81) was tested. The test was performed as a li test with a goyitrol and IOOé& m/Lx Jhe @
biomass of the algac was determined after 72¢h of incubatiorQt the concentgafion OO tes @
itenVL and compared to with the value of tuntreated canfrol. The bio s was ed b@

microscopical enumeration and is given e percentage o th@@@htrea Te t solut
were incubated for a period of 72 h at 2 +1°C a@OOO%K and@(glrred%\\y a magrtetic @@:ﬂ'er
continuously. pH-value was measuredat 0 andZ?2 h. & *”\a

The concentration of the test item, i the@g}@nber spm@f in tl‘%@ést S(@’tlon @th 10%ng test,
item/L, was analysed using a Th cell @untm hambBet cgiming an®at thg®hd o
e v g ﬁg \@t & g @4 g 8

The toxicity was determme 2 cog%ﬁ&g to t@ al ﬁbwm@ pro@e @v and§§1 in
# pre

comparison to the untreatedp tro d co@arm rph 1ca1 ang

Findings: @ Vahf@ ra 8 7 (@ nn (e te@?The r%sults of the
enumeration of SPOIES, t th %’gmmn and @of t@est is s own @ IM 8.4-1. The
analytical concentmgo % spor&ﬁ the test Vessel containi gl mg@jst 1te after 72 h was

measured as 10 °o of't itia mlna@oncen tion. @

The algal blorrfass expressed a%he r@) ells/ 1@ repr%%nte@O 0/@”‘[he untreated control
(Table TIVL8.4-2). mogphologioal changes .ofAlgal Sells posedt he test item could be

observegi@ an a@l @mlif@tion §6 w% chlev@ wi 72 }& he criteria of validity of

results by@e guidgjjne w&e met 11Y'the
N

N
@\% N O
@©@©©é§@’”$©§%

9 SRS I
& FEFsEs
‘\\‘\a©@\<&§\
S R A
5 & & & = &
Q' S A S~
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Table IIM 8.4-1

in the test solution

Enumeration of spores of Coniothyrium minitans strain CON/M/91-08

Number of spores at ty/”’big square”

19

Number of spores at t;,,/”big square”g o

22

15

17

25

27

18

30

24

23

Mean: 22 &

S
Conc.* [spores/mL]: 5.5 x 10

e

%’@Zf

«@onc@}Tspore

Table IIM 8.4-2

* Calculation: mean spore number @/1 ed
number /mL

bkl and“the
@

voh@t %ov%e squa@\\(\() 00025

$

O @

Concentratlon%of the

item [mg/L\ ore dry
weight] @

Control @Q @

S
O

17
‘e

100 &

/\

1IM 8.5

éb%een conducte&%{n
@16 .the ho

(CIENN S N
@@usio@@. The EC4T2 mﬁr S

as detef@fined to be > 100
N/M/91- o&g (5.5 s&; i @
@ & &
Effect@? on a@ncﬁts
N@%amc@m

°

Y
SIS
mvestﬁite effésts of

ef@% of

e. reductio

negf cell hferﬁno 1 m
pecificity of the mygc aras@

%,  sclerotig 0 S@zma @Pp., ﬁ@fmter
N aquatic organi to @mzmt fol
Hlnt 11). S
AT
1IM 8.6 &§ects® ter rlal@ants Q@
@D Con@%yrlunpmm

§ S tzma%

$ Igger atur&r

Q @% 1kely sinc

Gk

©

u§atu@{based on nominal concentrations
pores” of iothyrium minitans “spore isolate

(%@) was @O mg /L dry weight spores.

. minitans or its preparation to aquatic plants have
micro-organism to algae, no indication of toxicity,
ofphology, was found (see Section 6, IIM, Point 8.4). Due
limiting its growth and survival to the availability of
ion with aquatic plants is likely. Moreover, exposure of
ing application of Contans WG is very low (see Section 6,

s is an autochtonous soil micro-organism acting as a mycoparasite of
pp. N@reports indicating symptoms of phytotoxicity are available from the published
%’efﬁcacy trials (see Section 7, IIIM, Point 6). Appearance of phytotoxicity is
tive translocation or distribution of the fungus does not occur. Furthermore, the
eriod between treatment with the product and harvest of the crop is relatively long and the product

s not applied directly to leaves or any other parts of the crop to be protected.
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One report was identified in the literature search conducted in 2015 and reported in _
2015). - 2. (2014) evaluated 30 fungal isolates with the aim to search for producers of
herbicidal, antimicrobial, and insecticidal metabolites; to evaluate the environmental safety of
potential mycoherbicides; and to investigate the role of fungal secondary metabolites in the
biocenosis of the herbaceous plant phyllosphere. One of the species tested was Comothyrzu@ It @
was shown to significantly inhibit the growth of Bacillus subtilis and Pseudomonas syringae 2 well &
as Candida tropicalis. Isolates of Coniothyrium sp. also showed high level of nonselect x1c1t

in the plants tested, Arabzdopszs thaliana and Elytrigia repens. The isol f Comoth

identified on the species level, so it is not known if it was related to C. $@initans. C. mzn ans»
presented in this dossier showed no toxicity towards plant (please ggfer to Anne , S

efficacy trials). Moreover the study on leaching-behaviour and*side effects on, so1la roﬂ
revealed that neither the activity of the soil micm@a nor its cor@%smon was sipuifica y affeglied @
by the treatment with C. minitans which means’that even if{¢he fungi sho@s gro ,\ hition &
toward other microorganisms, these effect @}wﬂl only b cal, and v@b not @mngra@g

microbiota of the ecological niche, where th% are applied. Q & & & &
> Z N9 ..

IIM 8.7 Effects on bees é& @f@o Ny v\’ v\,

Any hazard to bees can be excluded ed O@Qhe @jogy Qd e of tl® m%@ SJ

Coniothyrium minitans is a hi petialise %atural@ntagonﬁg of rotipia spp d
reports in the literature indicgty g K}ﬁ:lty @) athcgemclt Sef C* %wzmta@ to mgects @

guideline studies with collen@) ai &eate ath icit t0x1
The autochthonous mycoparasite gsplivirrg in the‘2§91l % cro@ p ntro@gent must
be incorporated into the Qll 1n rder to.achiev fﬁca gam@ @%sm ° to this soil
application and subS@lent e rpor@ tlm@ of ion excludes any
contact with flowersbees will be gxposed t(@ mzﬁgtans n CON/M/91 8 or@ 0 a very limited
extent or not at alMoanuentlgﬁees Qyill n(yt@be at fisk fro@Q e u@g of I%eparatlons based on

C. minitans. & @
Therefore, a re%on certamty of rg y b ab!&hed witheut ﬁ@r testing of non-target
insects 1nc§‘ang h N
@ &
1M 8.8 Effectﬁer@tnal’&%rom s owfhar@?es v N @
@ AN

Tl& 1ve @ams 1n Cantans \@ the%%ngu C. mln§s is &mycoparasite characterised by its

ytoi% rotia Sclé%;tzma@p Cgunita®has a@yorld-wide distribution. C. minitans
@ not known to produé® metaboliteseyhich @’g@use u SIrable effects, such as mycotoxins.

\The mycopa V\@e @md to a fect@oll d ng 1macro-organism, in particular insects.

AN Species qf fe sml %sofauna ar@bnsgde@d to pray ao&@ in the dispersal of C. minitans. In petri
dish test@%he mge Ac szrc@L and the C‘E;Llemboi-&l Folsomia candida Willem were able to
transmitJthe ycop k&?\mmfe@d scfefotia®of S. sclerotiorum R <t 2. 19982).
Follo ng fi . mifitansstadcal petlets ofboth species contained germinable 1n0culum of

yco site @hom at th@coll olans g@d mites clearly consumed the fungus (
et 1. 199 ) ro v.« ed t \fungu@gmth ¢ ample opportunity for any infection to occur, but
Verse effects on th eCIeS%}ere &9 observed. Taken together, there is no indication that
@j C. mzmtam&g@s the ‘@ten tial to ca neve effects on soil arthropods or insects.

%, MoreoverSas thedise of forn@hted&ouct is limited to soil applications and active translocation

N of C. m@\?iztan 1thi1‘N,he pla@ doe@ ot occur, leaf-dwelling arthropods are not exposed to the

Il’llCI‘ Qrgams

Ba@@ [ on @cur s01 1c kn@/ledge it can be concluded that specific tests on the acute and
n1c ‘th( 1ty ect1v1 an @athogenicity of C. minitans to arthropods are dispensable.

&
I1IM 8. 9@ Ef on ther strlal invertebrates

M § N cts ‘f ea § rms

onzothyrzum initans 1s a highly specialised, host-specific mycoparasite, which attacks only
sclerotia of Sclerotinia species. The natural antagonist is an autochtonous soil micro-organism.
Hence, earthworms and other soil inhabiting macro- or micro-organisms are exposed to C. minitans
under natural conditions. C. minitans strain CON/M/91-08 is not known to produce any secondary
metabolites of environmental concern. As no side-effects of naturally occurring C. minitans on
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beneficial organisms has yet been reported, any specific tests using Contans WG were not
conducted. No additional studies on toxicity, infectivity or pathogenicity of the micro-organism to
earthworms is considered to be required in the absence of any evidence for side-effects of the
product to earthworms and the strict host specificity of the mycoparasite (Section 1, IIM, Point 2.4).

IIM 8.9.2 Effects on other terrestrial invertebrates

No EC data requirement. @6
Information from the literature indicates that the micro-invertebrate Fofpmia candida %’1 1&@1

the mite Acarus siro L., feeds on spores of C. minitans ([ Rt % 1998a; M- 4@ -03H). N
ti

signs of intoxication have been observed. Effects on or 1n ions withqother, {Grestri

invertebrates are not known. V @ C} @\\ &
& 2 &
IIM 8.10  Effects on soil micro-organisms @ Q ©© @Q}
A study to investigate the leaching beh, r and side eg cts@ soﬂ@wro C. mln@ns
strain CON/M/91-08 was conducted and 1 mmansed @ @

Report: IIM 8.10/01 — % 199 @2 og@j In\@ngano@’on @; the

environment — Leaching behavio d si e ffeats On s crofiora of “§pore isolate C 8”

following to BBA-Guideline IV¢4- tal&n,g 1nt@&ccou& BA—Qul el 97 I 1@7 Unggi)hshe eport

No. IF-95/02315-00, August @1 99§\\ % @

Guideline: BBA—G@ehne @art @I))V 4- %Vers @erung@rhal ) Von@?’lanze%‘a?chutzrmtteln
(198 & @

@
BB@Guld&Lme %t VI, 1@’ Priifung deswk%(ungen @n Pf@zenschutzmltteln
atfdie %tmtat od@mlkr%l,ora (1990)

&) \
N s o O
De@gons none § @} @ Y §
R © & "\ é NN
GLP.@Y@®@§§ o
| §@ $7.0 &9 F s 2
~
%@als a@M @%s “\The @y v@con cted between February 15 and August 08, 1995,
stit i) res Che@Jschg\und Biplogi Lalgyratoriéy GmbH, Im Maisel 14, D-65232
Eglnussteln German CThe tést su nce s @re 15(%16 CON/M/91-08” of Coniothyrium

@mlnltans (5.0 @0 @éﬁa/n@atch numbe@not S
A Two stanclar@som t}@s (2.1 3)@9‘(‘aln¢d@om LbFA &g@rer were used. In the main study, the test

system ¢ tedQf two mete@:olum% perail. TheNest substance was applied once at 10-times

the rec ‘i@nen d dose@.0 x 5§ conl@/mz) Salto thigsurface of one water-saturated column per soil
type ( met surggJW area; 2314 @n?). Ofe control column per soil remained untreated.
as ]@t ontothe soiflnd standardised raining water was delivered by

Th fter ?s filte
nuous drip to the coh@ set @\ rat&pf 200 mm rain per two days. The incubation took
ce at 24.3 — @@r olatfén w&tﬁ@ leaving the columns was collected in sterile glass
ottles made @brow@glass @d 0fg X 24 h. After completion of the study the volume of the

percolatl ater \was Furﬁ@rmore an attempt was made to identify spores of C.
v minitans*which @ha&& assedyhiro

né@he column

Identlﬁ%atlon a@ a@lﬁ n of test substance in the percolating water was performed by

plat n?allq ofs on m@ggar ich was tested for its suitability in a pre-test. After incubation
@ 8° up w6 da@ the number of colonies of C. minitans on the agar surface were
gmimer; ba onxgolonyx@norphology and compared to the number of spores determined
;\ crogeepicallin a gelinting chamber in order to determine the germination rate. In order to detect

@ evepJow amounts . minitans in the percolation water, aliquots were diluted and passed through

N ané“\ﬁlters The filters were then transferred to Sabouraud agar and incubated. In

S
Q@ é@rallel, 1qu(@from the diluted percolation water were spread on Plate-Count agar in order to
etermine the content of acrobic bacteria.

For the examination of possible side effects of the spores and/or possible hyphae of C. minitans on
the soil microflora, the dehydrogenase activity was determined in both the column treated with the
test substance and that without any test substance, at the beginning and at the end of the investigation
(four weeks). The dehydrogenase activity was determined using triphenyl-tetrazoliumchloride (TTC)
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which transforms into triphenylformazane (TPF).

For further assessment the content of aerobic bacteria and fungi in the soil was quantified after an
incubation period of four weeks at 23.9 to 25.1 °C. Furthermore, an attempt was made to determine
the qualitative composition of the soil microflora to prove any possible deterioration of the
autochtonous soil microflora caused by the test substance. Thereafter the columns were cut in @ee @
parts of 10 cm, the bacteria and fungi were determined in these samples by plating su@g
aliquots on Plate-Count agar and Sabouraud agar. For the purpose of a rou@ characterlsa of the
soil microflora, typical colonies were isolated from the agar plates and differentiated via Qc
reactions using “API 20 NE” system.

. S £
Findings: Spores that had been stored for ox. 2 weeks {‘2\44‘@ and u§§§bm the\mam 1@%6
were found to be sufficiently stable. The results fr@ the counting@hamber deter@mat ere @ x
10° spores/mL compared with 1.5 x 10° spores/mL on uraud ag; @ults the@
quantification of aerobic micro- orgamsms 11@%‘16 soil elua n»\ and in the %\r\fyafter &eks
incubation at 23.9 to 25.1 °C are given in e IIM 8.10- 1 ind Taple 11AF8.10-2, respec ely& n
the percolation water, no conidia of C. mé@ifans were fo No fRoulds were eluted. Oty ye
organisms where grown on the Sabougaud aga@ﬂates@ rog&@’ﬁe actiyity ngﬁﬁe m& dual

soil horizons are given in Table 10-3.nd Tab 8.104 crobial actiyity in the
samples treated with the test substance 1ncr % e sotbtype 2. and@s 9.7‘@ thegoil
type 2.3 after four weeks of incubation 13\1%6 ow old 0 % given in the Gujdéetine

(Table IIM 8.10-5). Only ongdacterium idengified Q diginglpticus p@y ha &peen ifitoduced

into the soil together with tKo test Q%S‘[anc‘@bec% it wa¥ on esentinl bothSoil caljumns with

the test substance. In allspil columns, the’ soil micro-grganis aczll@ cerend var, Yycoides was
N

resent, which can be visually idéntifi its &plony prpholo
p @@ Oy\% ‘;é@y y g v o &
Table IIM 8.10-1 *v &Deter@atm&of nu@ber ofx%s Hé@e sm@luate

VI, 1-1. The composition of @utogﬁ*@nous@croﬂ% §go seem to té\%lgm%antly nged
ibri

% o <&
Test/Soil T){)ae éﬁgle & - @ ] lf d clf;lls uf§mlz %an numb;li otf cglls il;
IS > % 0 m@u a & on ate-Coun
< @ Q" agar, aerobic
& A @ g

0-~2%h 1.2 §‘©205 D 11.7x10°

Blan@?oil x\1© 2%\22? = i 0& SaTn C O =05 10°

@© Kb 20 _4§§1 g&@? %% § - .0 0°

) X 1.0x1

E%)S’ Soil Soe 2 «§ SHIN 5

. 2448 hs {575 % 5@@ > 1.8><106

©) > 24 1. 10 1.1 x 10

/\Q Blank, Soil2.3 @g ;@5 < %%Q; 0* < 7.0 x 10°

AR jéﬁh e Sfo xé?b“ S 9'0 10°

° X

TS, s@ﬁs AL - O S

W48 . 3410 1.0 x 10
%@ 1nd1c féé) numb@of cel&\é yeasfiike ogikﬁigms whith could be confirmed by microscopical examination. Moulds

notpre nt. TS ests th'test s ance

we S 2 (&}
00 mL of the testCluate test s@%ﬁe ﬁlte@ throug@terlle membrane filters. On the membrane filters incubated on
bouraud agar @tes no Ids co@l be d&cted X

QO
Table H@ 10@ et@hn@ of number of cells in the soil columns after four weeks

Q\ of in ba@n
2 > & o
@Soi&ﬁpe é Soil?ﬁorle@(cm Mean number of cells per | Mean number of cells
Ao Q" |depth) O gram of soil (wet weight) on | per gram of soil (wet
@ @Q ©) S Sabouraud agar weight) on Plate-Count
§ N agar, aerobic
$ @ @% o Y010 6.5x10°M.+25x10'Y/B. [3.4x10'B.+10°M
Q @@lank, Seil 2. 10 - 20 6.5x10°M. +2.1 x 10" Y./B 3.6 x 10"B.
(9 20-30 3.0x10°M. +3.1 x 10" Y./B 5.53x10'B.+ 10" M.
TS. Soil 2.1 0-10 9.0 x 10° M. 3.8x10'B
’ ’ 10-20 8.5 x 10°M. 29%10'B
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20 - 30 9.0 x 10°M. 3.2x10'B.
0-10 1.0 x 10°M. 7.8 x10°B
Blank, Soil 2.3 10-20 1.1 x 10°M 5.0x10'B
20 - 30 1.0x 10°M 52x10'B. P
0-10 8.0 x 10°M 8.4 x10'B RS
TS, Soil 2.3 10-20 8.0x 10°M %QXIW } @ R §
20-30 50x10°M 52x10'B. ¢~ &P
M = Moulds; Y = yeast-like organisms; B = bacteria; TS = Tests with test substance N
In every soil sample within all horizons, with an without any test substance the soffSicro-organism Rdcillus §us Var.@
mycoides was present RS KN
O > & \ & @
% & SERS
Table IIM 8.10-3 Dehydrogenase ac&vmes in the sofhSamples at % to Q @@ Cz%©
S & @
Soil Type Dehydrogenase a ?y in mg Mea@f ehyd@gen@ actlgy in 1@
TPF/100g soil dry weight Q ° PF@QOg dry weight ~&
0287 | & @& o
Soil 2.1 s o | © T Sme
= gdar < & ¢
S 9l e S WS §
@ NI SO O SIS
Soil 2.3 RS dr N AR N e
& T 940 O & & =
TPF = Triphenylformazane; a) to°c) aréf@petiti
RO S
Table IIM 8.10-4 *v Dehy@ a@ actlv@es in m@soﬂ\%fuml@jafter fo@r weeks of
& @mcul@uon § @ 5,
~ ° S h & RS
Test/Soil @e @??l y\?) De\ﬁydr@msé\ N@n d%ydr &gnfse Deviation  from
@ ori Qetivity) i Cgf- tivity O the blank without
S (c thy _MTPE/ /100g dr)@ PF/ 00g @11 dry any test substance
S (O
@) N\ K g | weight &\ & in %
Yy & o O Wins @ @
@ 019 b)l 2 S @.72 5
& ~ © @
A v
1.88 Q
R
A Blank, Smf%p.l \,1-2& 51.82\© « 191 -
A IESEEN X 2
5 [ S
@ oY |30 t%)?.zo S @ |214
) < (§ N Kj 214, S
Ol S Pl &
é% % OQQIO @%b&S o 1.91
Q QI o
N ST LT
N[ TS, S0il 21 | 105520 Qb)2 2.04 +5.4
@% @ K@@ C§07
N S a)%.76
& O &20-30° ) 2.02 213
d § Ol & Y60
¢ Q a)4.92
&%@ & ISR b) 4.62 4.55
A c)4.12 )
Q@ {@@ank, @fnl 2@ 2)5.16
@ 10 - 20 b) 5.44 4.89
c) 4.06




Bayer CropScience Biologics GmbH

Coniothyrium minitans

(Strain CON/M/91-08)

Doc M, IIM, Sec. 6, P. 8

page 13 of 17

a) 6.48
20-30 b) 6.22 5.88
c)4.94
a)4.99
0—10 b) 6.15 5.53 ¢
) 5.46 O\@ Q©
TS, Soil 2.3 10 - 20 1?)22?) 477 SHY @Q S
, . . . QS T g IS
c)4.97 @ N
2) 7.03 KN & &4
20-30 b) 6.50 @ 6.50 v N ég
©)5.97 < @ S @]
TPF = Triphenylformazane; a) to c) are repetitions; TS = Test with the test substg ReX @ )
5 F 9 &
Table IIM 8.10-5 Composition o 2} , autochtono@ mlc@ﬂor@w mos¢ frequent <
organisms) Q5 @ . \ %@ @@
S v\\n f(\@ A
T).fpe . of | Presence in@esoi\k%’lum@ ] %@’ O & S,
microorganism Soil 2.1, Biank ,_180il2.5TS "% | Soil 2.3, Blank "[S0il 23, TS
Ps. cepacia (92%) |+ @andl) S [+@y o7 & (ID T a7 [-x
Past. haemolytica (63 | . ) Ik EN ) S @IH N
" %% s %@@@7% @@é@\é(@
Past. haemolytica +© anddll) © |+ Q (1 an@IIT) @\) +°(TH)
S A o[ § F gy
Ps. vesicularis ) Q O
%) s & 400 o [fuw
Ps. pauciq%ilis I & I S S S X )
I M L e
Agrobact. Q@ § O
radiobagl® (41,@\,\%) &ﬁb N ®§9 2 A @“& M
on N QNS
e é@‘ é{’) . I Q& @em) S e +(D)
Ps.epacig(92 %)~ | - .Y+ (I@% mo |@ + (Iand IIT)
Bust. hae%)lyti AEEENEES @ @,
R N - (11T) + (TII)
/\QYZA %) @Ql § @j - IR
ibrio ino y&g %, ° NEEE
(911 (12@?00%1@%1 f%Ql O\©d%£%\r7h '+ (gfs %h il col TS=T 'hJ;(HD b
0 n oft S011 co , ane = horizon 20- of the soil column; = Test with the test substance
Q @ <) ~ é

CeéQ:fusmﬁs

mat

comp@sitior;
@s o\f C ngﬁ d@l

untreated @Jrol %p
and 2.3). > O
N Yy 8
S & Q%
1M 8.11 gﬂ é%balsﬁ @
§Cthe indor

I"ng

Q@Jotégmoth
&& % quir

@ 9,
¢ & <

pres

B
éﬁ ifg an a 1cat1%boft
ratg® 502§§)8 cey i

ON/M/91-08” &ba
il nncroﬂm@g) nor

a/

test substance Coniothyrium minitans “spore isolate
.e. 5.0 x 10"* conidia/ha), neither the activity of the
as significantly affected by the treatment compared to the
ot pass either of the 30 cm soil columns (soil type 2.1

d 1n@1nts IIM 8.1 to 8.10 are considered sufficient to evaluate the impact

migytans strain CON/M/91-08 on non-target species. Therefore, no other studies
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