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9 Ecotoxicology (KCP 10)

Review Comments:

This document describes the acceptable use conditions required for registration of CHR/F/PYRA 250 EC,
an emulsifiable concentration (EC) formulation containing pyraclostrobin 250 g/L, for use as a fungicide
in cereals.

This Part B document only reviews data and additional information that has not previously been
considered within the EU review process.

Since this document is based on the information provided by the applicant, all review comments,
additions and corrections have been made using commenting boxes or highlighted in grey. Any incorrect
data or text not evaluated by the zZRMS has been crossed out.
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9.1 Critical GAP and overall conclusions
Table 9.1-1: Table of critical GAPs
1 2 3 4 5 6 7 8 9 15 11 12 13 14 15 16 17 18 19 20 21
Use- | Member | Crop and/ |F, Pests or Group Application Application rate PHI | Remarks: Conclusion
No. |state(s) |or situation | Fn, |of pests . - (days)
© Fpn | controlled Me_thod Timing/ | Max. !\/Im. kgorL gorkg Water eg.g
(crop G, /Kind | Growth |number |interval product / ha | as/ha L/ha safener/synergist §
destination | Gn, | (additionally: stage of | a) per betV\{een' 8) max. rate i per ha g §' I2]
/ purpose of | Gpn | developmental crop & use applications | per appl. a) max. rate | min/ ® -é £ 2 &
crop) or | stages of the pest season b) per | (days) b) max. per appl. max “ g) g 2 ;)—
I or pest group) crop/ total rate per | b) max. E o g % g
season crop/season | total rate per % E § 2 p g p
crop/season = s g |8 S S S
Zonal uses (field or outdoor uses, certain types of protected crops)
1 PL Winter F Mycosphaerella | Spray, | Spring a)2 21 a) 1l/ha a)0.25 kg |[100- |35
wheat graminicola, medium | BBCH b) 2 b) 2 I/ha a.s./ha 400
(TRZAW) Fusarium sprayer | 25-69 b) 0.5 kg
avenaceum, a.s/ha
Pyrenophora
tritici, Puccinia
striiformis,
Blumeria
graminis,
Phaeosphaeria
nodorum,
Puccinia
recondita
2 PL Winter F Rhynchosporium | Spray, | Spring a)2 21 a) 1l/ha a)0.25 kg |[100- |35
triticale secalis, Blumeria | medium | BBCH b) 2 b) 2 I/ha a.s./ha 400
(TTLWI) graminis, sprayer | 25-69 b) 0.5 kg
Pyrenophora a.s/ha
tritici-repentis,
Mycosphaerella
graminicola,
Fusarium
avenaceum
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1 2 3 4 5 6 7 8 9 15 11 12 13 14 15 16 17 18 19 20 21
Use- | Member | Crop and/ |F, Pests or Group Application Application rate PHI | Remarks: Conclusion
No. |state(s) |or situation | Fn, |of pests . - (days)
© Fpn | controlled Me-thod Timing / | Max. Mln. kgorL gorkg Water e0.9
(crop G, /Kind | Growth |number |interval product / ha | as/ha L/ha safener/synergist §
destination | Gn, | (additionally: stage of | a) per betV\{een_ a) max. rate . per ha g g‘ %]
/ purpose of | Gpn | developmental crop & use applications | per appl. a) max. rate | min/ ® é £ @ E
crop) or |stages of the pest season b) per | (days) b) max. per appl. max 2 g g =z g
I or pest group) crop/ total rate per | b) max. g o g % g
season crop/season | total rate per a g § 9 po g po
crop/season & = Z |8 S S S
3 PL Winterrye |F Rhynchosporium | Spray, | Spring a)2 21 a) 1l/ha a) 0.25 kg 100- |35
(SECCW) secalis, Puccinia | medium |BBCH |b)2 b) 2 I/ha a.s/ha 400
;\;ngglzaéerella sprayer | 25-69 b) 0.5 kg
gr)z;mir?icola, asfha
Blumeria
graminis
4 PL Spring F Pyrenophora Spray, | Spring a)2 21 a) 1l/ha a) 0.25 kg 100- |35
barley teres, Blumeria | medium | BBCH b) 2 b) 2 I/ha a.s/ha 400
(HORVS) graminis, sprayer | 25-59 b) 0.5 kg
Rhynchosporium a.s/ha
secalis,
Cochliobolus
sativus, Puccinia
hordei
Interzonal uses (use as seed treatment, in greenhouses (or other closed places of plant production), as post-harvest treatment or for treatment of empty storage rooms)
1
2
Minor uses according to Article 51 (zonal uses)
1 PL Spring Rye |F Rhynchosporium | Spray, | Spring a)2 21 a) 1l/ha a) 0.25 kg 100- |35
(SECCS) secalis, Puccinia | medium | BBCH b) 2 b) 2 I/ha a.s/ha 400
recondita, sprayer | 25-69 b) 0.5 kg
Mycosphaerella a.s/ha
graminicola ,
Blumeria
graminis,
Phaeosphaeria
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1 2 3 4 5 6 7 8 9 15 11 12 13 14 15 16 17 18 19 20 21
Use- | Member | Crop and/ |F, Pests or Group Application Application rate PHI | Remarks: Conclusion
No. |state(s) |or situation | Fn, |of pests . - (days)
© Fpn | controlled Me-thod Timing / | Max. Mln. kgorL gorkg Water e0.9
(crop G, /Kind | Growth |number |interval product / ha | as/ha L/ha safener/synergist §
destination | Gn, | (additionally: stage of | a) per betV\{een_ a) max. rate . per ha g g‘ %]
/ purpose of | Gpn | developmental crop & use applications | per appl. a) max. rate | min/ ® é £ @ E
crop) or |stages of the pest season b) per | (days) b) max. per appl. max 2 g g =z g
I or pest group) crop/ total rate per | b) max. g o g % g
season crop/season | total rate per a g § 9 po g po
crop/season & = Z |8 S S S
nodorum
2
Minor uses according to Article 51 (interzonal uses)
1
2
Remarks (@ e.g. wettable powder (WP), emulsifiable concentrate (EC), granule (GR) (d) Select relevant
table (b)  Catalogue of pesticide formulation types and international coding system CropL.ife (e)  Use number(s) in accordance with the list of all intended GAPs in Part B, Section 0 should be
heading: International Technical Monograph n°2, 6th Edition Revised May 2008 given in column 1
(c) glkgorgll (U] No authorization possible for uses where the line is highlighted in grey, Use should be crossed out
when the notifier no longer supports this use.
Remarks 1 Numeration necessary to allow references 7 Growth stage at first and last treatment (BBCH Monograph, Growth Stages of Plants, 1997,
columns: 2 Use official codes/nomenclatures of EU Member States Blackwell, ISBN 3-8263-3152-4), including where relevant, information on season at time of
3 For crops, the EU and Codex classifications (both) should be used; when relevant, the application
use situation should be described (e.g. fumigation of a structure) 8 The maximum number of application possible under practical conditions of use must be provided.
4 F: professional field use, Fn: non-professional field use, Fpn: professional and non- 9 Minimum interval (in days) between applications of the same product
professional field use, G: professional greenhouse use, Gn: non-professional greenhouse 10  For specific uses other specifications might be possible, e.g.: g/m? in case of fumigation of empty
use, Gpn: professional and non-professional greenhouse use, I: indoor application rooms. See also EPPO-Guideline PP 1/239 Dose expression for plant protection products.
5 Scientific names and EPPO-Codes of target pests/diseases/ weeds or, when relevant, the 11 The dimension (g, kg) must be clearly specified. (Maximum) dose of a.s. per treatment (usually g,
common names of the pest groups (e.g. biting and sucking insects, soil born insects, foliar kg or L product / ha).
fungi, weeds) and the developmental stages of the pests and pest groups at the moment of 12 If water volume range depends on application equipments (e.g. ULVA or LVA) it should be
application must be named. mentioned under “application: method/kind”.
6 Method, e.g. high volume spraying, low volume spraying, spreading, dusting, drench 13 PHI - minimum pre-harvest interval
Kind, e.g. overall, broadcast, aerial spraying, row, individual plant, between the plants - 14 Remarks may include: Extent of use/economic importance/restrictions

type of equipment used must be indicated.
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Use number(s) in accordance with the list of all intended GAPs in Part B, Section 0 should be given in column 1.
**  F: professional field use, Fn: non-professional field use, Fpn: professional and non-professional field use, G: professional greenhouse use, Gn: non-professional greenhouse use, Gpn: professional
and non-professional greenhouse use, I: indoor application

Column 15: zZRMS conclusion.

A Acceptable

R Acceptable with further restriction
C To be confirmed by cMS

Not acceptable / evaluation not possible
n.r. | Not relevant for section 3
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New and additional information is highlighted in yellow.

9.1.1 Overall conclusions

9111 Effects on birds (KCP 10.1.1), Effects on terrestrial vertebrates
other than birds (KCP 10.1.2), Effects on other terrestrial
vertebrate wildlife (reptiles and amphibians) (KCP 10.1.3)

CHR/F/PYRA 250 EC pose no unacceptable risk to birds and mammals while used according to the label.

9.1.1.2 Effects on aquatic organisms (KCP 10.2)

The product CHR/F/PYRA 250 EC is classified as Aquatic Acute 1, H400 and Aquatic Chronic 1,
H410.

Based on the predicted rates of CHR/F/PYRA 250 EC, the TER values describing the risk for aquatic
species following exposure to CHR/F/PYRA 250 EC according to the GAP of the formulation
CHR/F/PYRA 250 EC achieve the acceptability criteria when using 20 m no-spray buffer zone and 20 m
vegetative filter strip and 50 % nozzle reduction.

9.1.1.3 Effects on bees (KCP 10.3.1)

CHR/F/PYRA 250 EC pose no unacceptable risk to bees according to the label.

The evaluation of the acute risk for bees was performed in accordance with the recommendations of the
“Guidance Document on Terrestrial Ecotoxicology”, as provided by the Commission Services
(SANCO0/10329/2002 rev.2 (final), October 17, 2002). Based on the submitted risk assessment it can be
concluded that there will be negligible acute risk associated with the exposure of Apis mellifera to
CHR/F/IPYRA 250 EC.

The data requirements in accordance with Commission Regulation (EU) No 284/2013 for the chronic
toxicity to adult honeybees and honeybee larvae are fulfilled.

9.1.1.4 Effects on arthropods other than bees (KCP 10.3.2)

Based on the results of the conducted risk assessments it can be concluded that low risk for non-target
arthropods is expected from the use of CHR/F/PYRA 250 EC according to the proposed use pattern. No
unacceptable effects on non-target arthropods are expected in in-field and off-field habitats. No mitigation
measures are required.

9.1.15 Effects on non-target soil meso- and macrofauna (KCP 10.4),
Effects on soil microbial activity (KCP 10.5)

CHR/F/PYRA 250 EC pose no unacceptable risk to non-target soil meso- and macrofauna and microbial
activity according to the label.
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9.1.1.6

Effects on non-target terrestrial plants (KCP 10.6)

CHR/F/PYRA 250 EC pose no unacceptable risk to non-target terrestrial plants according to the label
with appropriate buffer zone.

9.1.1.7

Not relevant

9.1.2

10.7)

Grouping of intended uses for risk assessment

Effects on other terrestrial organisms (flora and fauna) (KCP

The following table documents the grouping of the intended uses to support application of the risk
envelope approach (according to SANCO/11244/2011).

Table 9.1-2: Critical use pattern of CHR/F/PYRA 250 EC grouped according to soil
Group Intended uses relevant use parameters for relevant parameter or value
grouping
Terrestrial According to GAP Scenarios according to EFSA Crop, application rate, timing

vertebrates (Birds
and Mammals; 9.2
and 9.3)

Birds and Mammals Guidance
(2009)

The use in wheat, triticale, barley
and rye covered by cereals
scenario.

criterion

Agquatic organisms
(9.5)

According to GAP

Crops according to FOCUS
surface water guidance (2015)*

FOCUS modelling, for detalis
see Part B 8

Bees (9.6)

Generic risk envelope
covering all product
uses

Risk assessments are based on
the maximum application rate.

Maximum application rate

Terrestrial non-
target arthropods
other than bees
9.7)

According to GAP
In-field

According to GAP
Off-field

In-field and off-field risk
assessments are based on the
maximum application rate for
cereals.

Application rate and number of
uses

Crop type (height), application
rate and number of uses

Soil meso- and
macrofauna / soil
microorganisms
(9.8 and 9.9)

Generic risk envelope
covering all product
uses

Risk assessments are based on
the maximum application rate .

Worst case PECsoil value taken
from Section 8 (Environmental
Fate)

Non-target
terrestrial plants
(9.10)

According to GAP

Risk assessments are based on
the maximum application rate for
cereals.

Maximum application rate and
worst case drift rate

1 FOCUS (2015): Generic guidance for FOCUS surface water Scenarios. Version 1.4.
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9.1.3 Consideration of metabolites

A list of metabolites found in environmental compartments is provided below. The need for conducting a
metabolite-specific risk assessment in the context of the evaluation of CHR/F/PYRA 250 EC is indicated
in the table.
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Table 9.1-3 Metabolites of Pyraclostrobin
Metabolite Molar Chemical structure Maximum observed | Exposue assessment
mass occurence in required due to
compartements
BF 500-3 357 |a == | = Soil: Sediment
“des-methoxy” [ o H a 95.8 %
500M07 e &
i . Water:
T = |23%
Sediment:
65.7 %
BF 500-6 611 | = —~ T"“‘% Soil: Soil
“azoxy” 500M01 [l W 30.9%
L _
Eﬂj/‘._--fqﬁxafﬁ, Sediment: Potential leaching
= L 6.5 % to groundwater
Sediment
BF 500-7 596 | @-p T"‘H Soil: Soil
“az0” 500M02 LA o0 A 125%
& R \:“' e e Sediment: Potential leaching
< e~ | 6.3% to groundwater
Sediment
BF 500-11 277 Water: Surface Water
“M277” 44.5 %
500M60 ,NHH O (photolysis
HN study), 11.4 %
e H.C N 0
37 .
\g/ CH, Sediment;
0.6 %
BF 500-13 247 Water: Surface Water
“M2427” 500M62 16.8 %
N O (photolysis
H NJ study), 15.7%
— HM 0.
T CHa Sediment:
O 21%
BF 500-14 387 Water: Surface Water
»M387TypeA” 14.8 %
500M76 (photolysis
Cl H.C study), 11.4%
: ‘ \0 —MN 0.
:5/ Sediment:
N O 0.7%
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9.2 Effects on birds (KCP 10.1.1)

9.21

Toxicity data

Avian toxicity studies have been carried out with Pyraclostrobin. Full details of these studies are provided
in the respective EU DAR and related documents.
Effects on birds of CHR/F/PYRA 250 EC were not evaluated as part of the EU assessment of

Pyraclostrobin.

Table 9.2-1: Endpoints and effect values relevant for the risk assessment for birds
Species Substance Exposure Results Reference
System
o . Oral LDso >2000 mg | SANCO/1420/2001-
Colinus virginiamus Pyraclostrobin 1d .
a.s./kg bw Final, 2004
Acute
Colinus virginiamus Pyraclostrobin Re Dré?ﬁ?(ove NOEL = 105 mg SANCO/1420/2001-
g y proau a.s./kg bw/day Final, 2004
toxicity
. Dietary NOEL =128 mg SANCO/1420/2001-
Anas platyrhynchos Pyraclostrobin Reproductive toxicity a.s./kg bw/day Final, 2004

9211

Justification for new endpoints

No new endpoint is proposed.

9.2.2

Risk assessment for spray applications

The risk assessment is based on the methods presented in the Guidance Document on Risk Assessment
for Birds and Mammals on request from EFSA (EFSA Journal 2009; 7(12): 1438; hereafter referred to as

EFSA/2009/1438).

9.221

First-tier assessment (screening/generic focal species)

The results of the acute and reproductive first-tier risk assessments are summarised in the following

tables.
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Table 9.2-2: First-tier assessment of the acute and long-term/reproductive risk for birds
due to the use of CHR/F/PYRA 250 EC in cereals

Intended use Cereals
Active substance/product Pyraclostrobin
Application rate (g/ha) 2 x 250
Acute toxicity (mg/kg bw) LDsy  >2000
TER criterion 10
Crop scenario Indicator/generic focal species | SVeo | MAFgo DDDgo TERa
Growth stage (mg/kg bwi/d)
Screening step Small omnivorous bird 158.8|1.1 43.67 45.8
Reprod. toxicity (mg/kg bw/d) | NOEL = 105
TER criterion 5
Crop scenario Indicator/generic focal species | SVm DDDm TER
Growth stage MAFm % | (mg/kg bw/d)

TWA

Screening step Small omnivorous bird 64.8 |1.2x0.53 |10.30 10.2

SV: shortcut value; MAF: multiple application factor; TWA: time-weighted average factor; DDD: daily dietary dose; TER:
toxicity to exposure ratio. TER values shown in bold fall below the relevant trigger.

Conclusions

The calculated TER values for Pyraclostrobin are above the trigger value of 10 and 5 at the screening step
of the Acute and Reproductive risk assessment.

Effects on metabolites

Risk assessments for terrestrial organisms should also be performed for all major metabolites, i.e. those
occurring at levels >10% of the parent compound at any one time, found in relevant compartments. The
Guidance Document on Terrestrial Ecotoxicology (SANCO/10329/2002) designates ‘Plants’ as the
relevant compartment for considering the relevance of metabolites regarding birds and mammals.

The metabolism of pyraclostrobin in potential food items of wild living birds was investigated in plant
metabolism studies. Most metabolites occurred only at trace amounts far below 10% TRR in the potential
food items. The only metabolite that occurred at higher levels in potential food items was the BF 500-3.
However, this metabolite was also detactable in metabolism in livestock studies. Hence, it can be
concluded that the toxicity studies with pyraclostrobin cover this metabolite, and that the dietary risk
assessment for pyraclostrobin provided for birds covers the potential risk for BF 500-3.

Review Comments:

According information provided in the Monograph for pyraclostrobin dated 01 August 2001 the potential
risk from metabolites to birds and mammals is considered to be covered by the risk assessment for parent
compound.

9222 Higher-tier risk assessment

No refinement of the first-tier 1 risk assessment is necessary as safe uses for birds were demonstrated.
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9.2.2.3 Drinking water exposure

When necessary, the assessment of the risk for birds due to uptake of contaminated drinking water is
conducted for a small granivorous bird with a body weight of 15.3 g (Carduelis cannabina) and a
drinking water uptake rate of 0.46 L/kg bw/d (cf. Appendix K of EFSA/2009/1438).

Leaf scenario

Since CHR/F/PYRA EC is not intended to be applied on leafy vegetables forming heads or crop plants
with comparable water collecting structures at principal growth stage 4 or later, the leaf scenario does not
have to be considered.

Puddle scenario

Due to the characteristics of the exposure scenario in connection with the standard assumptions for water
uptake by animals, no specific calculations of exposure and TER are necessary when the ratio of effective
application rate (in g/ha) to relevant endpoint (in mg/kg bw/d) does not exceed 50 in the case of less
sorptive substances (Koc < 500 L/kg) or 3000 in the case of more sorptive substances (Koc > 500 L/kg).

With a K(f)oc of 9304, Pyraclostrobin belongs to the group of more sorptive substances. To achieve a
concise risk assessment, the risk envelope approach is applied (double dose).

Effective application rate (g/ha) = 500

Acute toxicity (mg/kg bw) = 2000 guotient = 0.25

Reprod. toxicity (mg/kg bw/d) = 105 guotient = 4.76
9.2.24 Effects of secondary poisoning

The log Pow of Pyraclostrobin is 3.99 and thus exceeds the trigger value of 3. A risk assessment for effects
due to secondary poisoning is required.

Risk assessment for earthworm-eating birds via secondary poisoning

According to EFSA/2009/1438, the risk for vermivorous birds is assessed for a bird of 100 g body weight
with a daily food consumption of 104.6 g. Bioaccumulation in earthworms is estimated based on
predicted concentrations in soil.

To achieve a concise risk assessment, the risk envelope approach is applied.

Table 9.2-3: Assessment of the risk for earthworm-eating birds due to exposure to
Pyraclostrobin via bioaccumulation in earthworms (secondary poisoning) for
the intended use in cereals

Parameter Pyraclostrobin comments
PECsil (twa = 21 d) (mg/kg soil) 0.4141
log Pow / Pow 9772 SANCO/1420/2001-final
Koc 9304 conservative value agreed in PRAPeR 78
foc 0.02 Default
BCFworm 0.635 BCFwormisoil = (PECworm.ww/PE Csoil,aw)
=(0.84 + 0.12 x Poy) / foc x Koc
PECworm 0.263 PECuworm = PECsoil X BCFwormisoil
Daily dietary dose (mg/kg bw/d) 0.276 DDD = PECworm % 1.05
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Parameter

Pyraclostrobin

comments

NOEL (mg/kg bw/d)

105

TERy

380.4

TER values shown in bold fall below the relevant trigger.

Conclusions

The calculated TER;: value for Pyraclostrobin is above the trigger value of 5 indicating an acceptable risk

to earthworm -easting birds via secondary poisoning.

Risk assessment for fish-eating birds via secondary poisoning

According to EFSA/2009/1438, the risk for piscivorous birds is assessed for a bird of 1000 g body weight
with a daily food consumption of 159 g. Bioaccumulation in fish is estimated based on predicted
concentrations in surface water / is based on the regulatory acceptable concentration for aquatic
organisms as a limit value for admissible concentrations of pyraclostrobin in water.

Table 9.2-4: Assessment of the risk for fish-eating birds due to exposure to pyraclostrobin
via bioaccumulation in fish (secondary poisoning) for the intended use in
sugar beets

Parameter Pyraclostrobin comments
PECsw;max (Mg/L) 0.00218 Step 2 (please refer to B8 section)
BCFish 736 SANCO/1420/2001-final
BMF Not relevant biomagnification factor (relevant for BCF > 2000)
PECrisn 1.60 PECjfish = PECuwater X BCFrisn
Daily dietary dose (mg/kg bw/d) 0.255 DDD = PECsish x 0.159
NOEL (mg/kg bw/d) 105
TER 4118

TER values shown in bold fall below the relevant trigger.

Conclusions

The calculated TER;: value for Pyraclostrobin is above the trigger value of 5 indicating an acceptable risk
to fish -easting birds via secondary poisoning.

9.2.2.5 Biomagnification in terrestrial food chains

Low potential for accumulation in animal tissue was concluded in the EU review of pyraclostrobin

(SANCO/1420/2001-final).

9.2.3 Risk assessment for baits, pellets, granules, prills or treated seed

Not relevant.
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9.24 Overall conclusions

Based on the GAP uses intended for CHR/F/PYRA EC, no unacceptable risk from the active substance
Pyraclostrobin for birds is expected from acute or long-term exposure to contaminated food. Furthermore,
no unacceptable risks are expected arising from residue uptake from drinking water, earthworm-eating
and fish-eating birds.

Review Comments:

The acute and chronic risks of CHR/F/PYRA EC to birds were assessed from toxicity exposure ratios
between toxicity endpoints, estimated from study with active ingredient, its metabolites, and maximum
residues occurring on food items. No acute toxicity test with the formulation was required.

All TER values exceed the relevant triggers indicating that CHR/F/PYRA EC does not pose an
unacceptable risk to birds following applications according to recommended use pattern.

Evaluation of exposing to birds through the drinking water demonstrated the acceptable risk. The risk to
earthworm- and fish-eating animals from secondary poisoning is low.

9.3 Effects on terrestrial vertebrates other than birds (KCP 10.1.2)

9.3.1 Toxicity data

Mammalian toxicity studies have been carried out with Pyraclostrobin. Full details of these studies are
provided in the respective EU DAR and related documents.

Effects on mammals of CHR/F/PYRA 250 EC were not evaluated as part of the EU assessment of
Pyraclostrobin.

However, the provision of further data on the CHR/F/PYRA 250 EC is not considered essential, because
the formulation is comparable with the representative formulations used in the DAR. As in the EU DAR,
there is no increased risk from the formulated products (applied diluted as a spray) over that posed from
the active substance Pyraclostrobin; the risk assessment for mammals was therefore conducted with
Pyraclostrobin endpoints.

The selection of studies and endpoints for the risk assessment is in line with the results of the EU review
process.

Table 9.3-1: Endpoints and effect values relevant for the risk assessment for mammals
Species Substance Exposure Results Reference
System
Rat Pyraclostrobin Oral LDso > 5000 mg SANCO0/1420/2001-
1d a.s./kg b.w Final, 2004
Acute
Rat Pyraclostrobin Dietary NOELRreproduction = 32.6 | SANCO/1420/2001-
Reproductive mg a.s./kg b.w./d Final, 2004
toxcicity NOEL offspring = 8.2 mg
Two-generation study |a.s./kg b.w./d
NOELrarents = 8.2 mg
a.s./kg b.w./d
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Species Substance Exposure Results Reference
System
Rat Pyraclostrobin Oral Prenatal NOELRel.Maternat = 10

Developmental mg a.s./kg b.w./d
toxicity i
Rel.Developmental =

50 mg a.s./kg b.w./d

Rat-Rabbit Pyraclostrobin Oral Prenatal NOE Lret maternal = 3 Mg | SANCO/1420/2001-
Developmental a.s./kg b.w./d Final, 2004
toxicity NOELrel.pevelopmental = 5
mg a.s./kg b.w./d
9.3.11 Justification for new endpoints

No new endpoints were established.

9.3.2 Risk assessment for spray applications

The risk assessment is based on the methods presented in the Guidance Document on Risk Assessment
for Mammals and Mammals on request from EFSA (EFSA Journal 2009; 7(12): 1438; hereafter referred
to as EFSA/2009/1438).

To achieve a concise risk assessment, the risk envelope approach is applied. The results of the acute and
reproductive first-tier risk assessments are summarised in the following tables.
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Table 9.3-2:

First-tier assessment of the acute and long-term/reproductive risk for
mammals due to the use of CHR/F/PYRA 250 EC in cereals

Intended use

Active substance/product

Cereals

Pyraclostrobin

Application rate (g/ha) 2 x 250
Acute toxicity (mg/kg bw) LDso -~ >5000
TER criterion 10
Crop scenario Indicator/generic focal species |SVeo MAFgo DDDgo TERa
Growth stage (mg/kg bwi/d)
Screening Step Small herbivorous mammal 118.4 1.1 32.56 153.6
Reprod. toxicity (mg/kg bw/d) |NOEL =3
TER criterion 5
Crop scenario Indicator/generic focal species |SVm MAFm x DDDm TER
Growth stage TWA (mg/kg bw/d)
Screening Step Small herbivorous mammal 48.3 1.2x0.53 7.68 0.39
Cereals BBCH >20 |Small insectivorous mammal 1.9 - - 9.9
"shrew" ground dwelling
invertebrates with interception
100% ground arthropods
Cereals BBCH > 40 | Small herbivorous mammal "vole | 21.7 - - 0.9
Grass + cereals 100% grass
Cereals BBCH>40 |Small omnivorous mammal 2.3 - - 8.2
“mouse” Combination
(invertebrates with interception)
25% weeds 50% weed seeds 25%
ground arthropods
Cereals BBCH 10-29 | Small omnivorous mammal 7.8 - - 24
“mouse” Combination
(invertebrates with interception)
25% weeds 50% weed seeds 25%
ground arthropods
Cereals BBCH 30 - | Small omnivorous mammal 3.9 - - 4.8
39 “mouse” Combination
(invertebrates with interception)
25% weeds 50% weed seeds 25%
ground arthropods
Cereals Early Large herbivorous mammal 22.3 - - 0.8

(shoots)

“lagomorph” Grass + cereals
100% cereal shoots

SV: shortcut value; MAF:

multiple application factor; TWA: time-weighted average factor; DDD:

toxicity to exposure ratio. TER values shown in bold fall below the relevant trigger.

daily dietary dose; TER:
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Conclusions

The calculated TER value for Pyraclostrobin is above the trigger value of 10 at the screening step of the
Acute risk assessment.

The calculated TER value for Pyraclostrobin exceeds the trigger value of 5 in the reproductive risk
assessment, therefore further tier risk assessment is presented.

Effects on metabolites

Risk assessments for terrestrial organisms should also be performed for all major metabolites, i.e. those
occurring at levels >10% of the parent compound at any one time, found in relevant compartments. The
Guidance Document on Terrestrial Ecotoxicology (SANCO/10329/2002) designates ‘Plants’ as the
relevant compartment for considering the relevance of metabolites regarding birds and mammals.

The metabolism of pyraclostrobin in potential food items of wild living mammals was investigated in
plant metabolism studies. Most metabolites occurred only at trace amounts far below 10% TRR in the
potential food items. The only metabolite that occurred at higher levels in potential food items was the BF
500-3. However, this metabolite was also detactable in metabolism in livestock studies. Hence, it can be
concluded that the mammalian toxicity studies with pyraclostrobin cover this metabolite, and that the
dietary risk assessment for pyraclostrobin provided for mammals covers the potential risk for BF 500-3.

Review Comments:

According information provided in the Monograph for pyraclostrobin dated 01 August 2001 the potential
risk from metabolites to birds and mammals is considered to be covered by the risk assessment for parent
compound.

9.3.2.1 Higher-tier risk assessment

According to Document L-CP, Section 1 attached to RAR of Pyraclostrobin 2018 detailed analysis of the
prenatal toxicity studies with rabbits was provided. The following main results and arguments are listed
below:

The available database comprises one multi-generation study conducted with rats, one prenatal toxicity
study conducted with rats, and two prenatal toxicity studies conducted with rabbits. According to the
proposal of EFSA 2009/1438 for the first tier risk assessment the lowest toxicity value of these studies,
i.e. the NOAEL = 3 mg/kg b.w./d derived from the prenatal toxicity studies conducted with rabbits, is
used for TER calculations. For higher tier risk assessment EFSA/2009/1438 recommends a re-
examination of the study data to derive an endpoint of biological and/or ecological relevance.

A transient decrease in maternal food consumption during treatment days 1-5 in the rabbit developmental
studies was followed by a clear recovery of maternal food consumption till the end of the treatment
period. The transient variations in food consumption observed during the first days of treatment did not
translate into effects on body weight for animals dosed with up to and including 10 mg/kg bw/d
pyraclostrobin.

In respect of overall reproductive outcome up to and including doses of 10 mg/kg bw/d, the number of
live, male and female fetuses was not affected. The % of live fetuses per implant was not altered, and no
effects were seen on the sex ratio of fetuses. Furthermore, no dead fetuses were reported at any dose rate.
In respect of parameters for dams, there was no statistically significant difference in the number of
corpora lutea, the number of implantation sites, the rate of pre-implantation loss, and the number of late
resorptions between all dose groups, the concurrent controls, and the set of historical control data.

A slight increase in early resorptions and consequently a higher rate of post-implantation loss was




CHR/F/PYRA 250 EC/ Etiuda 250 EC, Fermata 250 EC Page 22 /210
Part B — Section 9 - Core Assessment
ZRMS version

observed at the high doses. However, up to and including doses of 10 mg/kg bw/d slight differences in
early resorptions and post-implantation loss were not of any significance and did not translate into effects
on the overall number of live fetuses and the % of live fetuses per implant.

Minor changes on the fetal body weights at doses of 10 mg/kg bw/d and above were not of statistical
significance as compared to the concurrent controls at any dose rate.

In conclusion, no effect was seen on the overall reproductive success, population relevant parameters, and
potential fitness of the offspring, and hence no impact on size and stability of wild mammal populations is
to be expected. Consequently, the ecotoxicologically relevant endpoint from the rabbit prenatal toxicity
studies is the NOAEL = 10 mg/kg bw/d.

Further, the different types of toxicity studies (multi-generation, prenatal toxicity) were compared
regarding their general relevance for the route and conditions of exposure to wild mammals in the field.
The multi-generation study was found to reflect best the route of exposure (dietary), duration (several
generations continuously exposed to treated food) and endpoints (development, survival and, most
important for the reproduction risk, reproductive endpoints) relevant for small mammals in the wild. The
lowest endpoint from the multigeneration study with rats is the NOEL = 8.2. mg/kg b.w./d.

Finally, in order to propose an overall ecologically relevant endpoint for higher tier risk assessment, the
specific endpoints from the available studies were compared: The relevant endpoint from the multi-
generation study with rats is the NOEL = 8.2 mg/kg b.w./d, and hence well in range with the endpoint
from the prenatal toxicity study with rat (NOEL = 10 mg/kg b.w./d). The presented analysis supports
furthermore for the prenatal toxicity study in rabbit a NOAEL = 10 mg/kg bw/d as ecotoxicological
relevant endpoint.

Conclusion

Based on the detailed analysis of the prenatal toxicity studies with rabbits, considerations on the most
relevant study type, and the comparison of the ecotoxicologically relevant endpoints from the different
available studies, a conservative value for the refined wild mammal risk assessment for pyraclostrobin the
NOAEL=8.2 mg/kg b.w./d from the multi-generation study with rats should be used as a risk refinement.

Review Comments:

There is no ecotoxicological EU agreed endpoint as this section of the Review Report has been left blank.
In toxicological part of LOEP several endpoinds concerning reproductive toxicity of pyraclostrobin to
mammals were presented. The endpint of 75 ppm was the value selected by the RMS - Germany and was
considered acceptable to use for the risk assessment by ECCO 126 Peer Review Meeting
(7038/ECCO/PSD/02 18 June 2002). Moreover, the NOAEL of 8.2 mg a.s./kg bw/d (75 ppm) was
accepted by most of central zone MS for authorization PPP with pyraclostrobin. In zZRMS opinion the
NOAEL of 8.2 mg a.s/kg bw/d seems to be reasonable to be used in the higher tier risk assessment.

Table 9.3-3:  Higher-tier assessment of the long-term/reproductive risk for ma-mals due to the
use of CHR/F/PYRA 250 EC in cereals

Intended use Cereals
Active substance/product Pyraclostrobin
Application rate (g/ha) 2 x 250
Reprod. toxicity (mg/kg bw/d) |NOEL =8.2
TER criterion 5
Crop scenario Indicator/generic focal species | SVm MAFm x DDDm TERt
Growth stage TWA (mg/kg bw/d)
Screening Step Small herbivorous mammal 48.3 1.2x0.53 7.68 1.07
Cereals BBCH >20 |Small insectivorous mammal 1.9 - - 27.1
"shrew" ground dwelling
invertebrates with interception
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100% ground arthropods

Cereals BBCH >40 |Small herbivorous mammal "vole |21.7 - - 2.4
Grass + cereals 100% grass

Cereals BBCH >40 | Small omnivorous mammal 2.3 - - 22.4
“mouse” Combination
(invertebrates with interception)
25% weeds 50% weed seeds 25%
ground arthropods

Cereals BBCH 10-29 |Small omnivorous mammal 7.8 - - 6.6
“mouse” Combination
(invertebrates with interception)
25% weeds 50% weed seeds 25%
ground arthropods

Cereals BBCH 30 - | Small omnivorous mammal 3.9 - - 13.2
39 “mouse” Combination
(invertebrates with interception)
25% weeds 50% weed seeds 25%
ground arthropods

Cereals Early Large herbivorous mammal 22.3 - - 2.3
(shoots) “lagomorph” Grass + cereals
100% cereal shoots

SV: shortcut value; MAF: multiple application factor; TWA: time-weighted average factor; DDD: daily dietary dose; TER:
toxicity to exposure ratio. TER values shown in bold fall below the relevant trigger.

The risk for vole and lagomorph is still unacceptable, therefore dissipation study was provided and
described in B7 Section of this dRR. Considering the highest DTso value of 3.71d redefined frwa value
were estimated using following equation:

fwa = (1 — e/ kt, where:

fwa — time weighted average factor
n —number of applications

k= |n(n)/DT50

t — averaging time (21 days)

fiwa =0.25

Studies were fully described in Section B7 of the dRR, but please find below a brief summary of the
results originating from the study.

The objective of the studies was the determination of residues of pyraclostrobin and residue degradation
time (DTso) in winter wheat after one spray application of CHR/F/PYRA 250 EC.

4 trails was established in :

. Northern France (study number 21SGS39)
. Hungary (study number 21SGS40)

. Germany (study number 21SGS41)

. Poland (study number 21SGS42)

There were one typical for fungicide applications of CHR/F/PYRA 250 EC (batch number 04/2020).The
target dose rate of the test item according to study plan was 1,0 I/ha, equivalent to 250 g a. s./ha and target
water volume 100-400 I/ha according to Good Agricultural Practice. Applications were performed at
BBCH 25 (foliar), only trial 21SGS39 (France) at BBCH 29.
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Review Comments:

Normally a DTso of 10 days is assumed in the birds and mammals risk assessment as a default value. For
this product CHR/F/PYRA 250 EC however, a lower DTs could be expected based on four plant residue
trials that were conducted in Europe (see dRR Part B5 and B7 for a description of these studies).

The residue trials were performed in three Central Zone countries (Germany, Hungary and Poland) as
well as in one Southern Zone country (Northern France). As the environmental conditions during the tests
duration were comparable in all countries, thus the results from France, in zZRMS opinion, can be included
in the overall analysis. No rain occurred within a minimum of 3 hours after application (no further data
were given).

Due to expected rapid decline of pyraclostrobin, the samplings were carried out at 0, then 2, 4, 8, 12, 24,
48, 72, 96, 120 and 144 hours after the application. The sampling schedule gave 11 data points for each
trial, which is sufficient to perform the reliable kinetic analysis.

A kinetic analysis of the dissipation of pyraclostrobin in winter wheat were conducted by SGS Polska Sp.
z 0. 0. and the reports of those studies were submitted to support this refinement of the DTso of
pyraclostrobin on monocots (Wanczyk, 2022).

FOCUS (2006, 2014) degradation kinetics guidance was applied to calculate DTso endpoints for
pyraclostrobin modelling from residues measured in four plant residue trials in Europe. The data were
described reasonably well by either SFO, DFOP, HS kinetics and bi-phasic FOMC Kkinetics and
acceptable endpoints were derived for all studies.

The calculated DTso values and statistics for the decline of pyraclostrobin in cereals are shown in the table
below. The final DTs, recommended for modelling is the highest DTso value of 3.71 days. This leads to a
new TWA of 0.25 and MAF of 1.02.

Kinetic evaluation

On the basis of the obtained pyraclostrobin residues in wheat samples, DT50 value was determined. For
this purpose CAKE (Computer Assisted Kinetic Evaluation, version 3.3) program, following single first-
order kinetics (SFO) was used. Residue decay is described by:

I dc
c = coe ¥t — = —kC
dt
, Where:

C — concentration at time t
Cp — initial concentration
k — rate constant

T —time

Single first-order kinetics (SFO) is a simple exponential equation with only two parameters. The rate of
the change in pesticide concentration (dC/dt) is at any time directly proportional to the actual
concentration remaining in the system. For SFO Kinetics, the time for a decrease in the concentration by a
certain percentage is constant throughout the experiment and independent of the initial concentration of
the pesticide.

Determined value of DTsg
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Location Study number Trial number DTso[h] DTso[days] | Error[%]
Morthern France 215GS39 215G539-01 89.1 371 9.91
Hungary 215GS540 215G540-01 598 249 7.19
Germany 215GS4H 218G541-01 457 1.90 12.9
Poland 215GS42 218G542-01 787 328 552
Conclusions

The objective of the studies was the determination of residues of pyraclostrobin and residue degradation
time (DTso) in winter wheat after one spray application of CHR/F/PYRA 250 EC in four location
(Northern France, Hungary, Germany, Poland). Obtained DT50 value was between 45.7 h for Germany
and 89.1 h for Northern France.

The redefined MAF value was estimated based on
dissipation study was provided and described in B7 Section of this dRR and interval between
applications.

, Where:
k = In(2)/DT50 (rate constant)
n = number of applications
i = application interval (d)
MAF=1.02
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Intended use

Active substance/product

Cereals
Pyraclostrobin

Application rate (g/ha) 2 x 250

Reprod. toxicity (mg/kg bw/d) |NOEL = 8.2

TER criterion 5

Crop scenario Indicator/generic focal species |SVm MAFm x DDDm TER

Growth stage TWA (mg/kg bwi/d)

Cereals BBCH >40 | Small herbivorous mammal "vole |21.7 1.02x0.25 |1.38 5.9
Grass + cereals 100% grass

Cereals Early Large herbivorous mammal 22.3 1.02x0.25 |1.42 5.8

(shoots)

“lagomorph” Grass + cereals
100% cereal shoots

SV: shortcut value; MAF: multiple application factor; TWA: time-weighted average factor; DDD: daily dietary dose; TER:
toxicity to exposure ratio. TER values shown in bold fall below the relevant trigger.
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9.3.2.2 Drinking water exposure

When necessary, the assessment of the risk for mammals due to uptake of contaminated drinking water is
conducted for a small omnivorous mammal with a body weight of 21.7 g (Apodemus sylvaticus) and a
drinking water uptake rate of 0.24 L/kg bw/d (cf. Appendix K of EFSA/2009/1438).

Puddle scenario

Due to the characteristics of the exposure scenario in connection with the standard assumptions for water
uptake by animals, no specific calculations of exposure and TER are necessary when the ratio of effective
application rate (in g/ha) to relevant endpoint (in mg/kg bw/d) does not exceed 50 in the case of less
sorptive substances (Koc < 500 L/kg) or 3000 in the case of more sorptive substances (Koc > 500 L/kg).

With a K(f)oc of 9304, Pyraclostrobin belongs to the group of more sorptive substances. To achieve a
concise risk assessment, the risk envelope approach is applied (double dose).

Effective application rate (g/ha)= 500
Acute toxicity (mg/kg bw) =5000 guotient = 0.1
Reprod. toxicity (mg/kg bw/d) =3 guotient = 166.7
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9.3.23

Effects of secondary poisoning

The log Pow of Pyraclostrobin amounts to 3.99 and thus exceeds the trigger value of 3. A risk assessment
for effects due to secondary poisoning is required.

Risk assessment for earthworm-eating mammals via secondary poisoning

According to EFSA/2009/1438, the risk for vermivorous mammals is assessed for a small mammal of
10 g body weight with a daily food consumption of 12.8 g. Bioaccumulation in earthworms is estimated
based on predicted concentrations in soil (dry soil approach).

Table 9.3-5: Assessment of the risk for earthworm-eating mammals due to exposure to
pyraclostrobin via bioaccumulation in earthworms (secondary poisoning) for
the intended use in cereals

Parameter Pyraclostrobin comments

PECsil (twa = 21 d) (mg/kg soil) 0.4141

log Pow / Pow 9772 SANCO/1420/2001-final

Koc 9304 conservative value agreed in PRAPeR 78

foc 0.02 Default

BCFuworm 0.635 BCFwormisoit = (PECwormww/PE Csoit, dw)

=(0.84 + 0.12 x Pqw) / foc x Koc

PECworm 0.263 PECworm = PECsit X BCFwormisoil

Daily dietary dose (mg/kg bw/d) 0.337 DDD = PECworm % 1.28

NOEL (mg/kg bw/d) 3

aTER: 8.9

TER values shown in bold fall below the relevant trigger.

Conclusions

The calculated TER;: value for Pyraclostrobin is above the trigger value of 5 indicating an acceptable risk
to earthworm -easting birds via secondary poisoning.

Risk assessment for fish-eating mammals via secondary poisoning

According to EFSA/2009/1438, the risk for piscivorous mammals is assessed for a mammal of 3000 g
body weight with a daily food consumption of 425 g. Bioaccumulation in fish is estimated based on
predicted concentrations in surface water / is based on the regulatory acceptable concentration for aquatic
organisms as a limit value for admissible concentrations of pyraclostrobin water.

Table 9.3-3: Assessment of the risk for fish-eating mammals due to exposure to
pyraclostrobin via bioaccumulation in fish (secondary poisoning) for the
intended use in cereals

Parameter Pyraclostrobin comments

PECsw;max (Mg/L) 0.00218 Step 2 (please refer to B8 section)

BCFrisn 736 SANCO/1420/2001-final
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BMF Not relevant biomagnification factor (relevant for BCF > 2000)
PECitish 1.60 PEC:tish = PECwater X BCFish

Daily dietary dose (mg/kg bw/d) 0.227 DDD = PECsish x 0.142

NOEL (mg/kg bw/d) 3

TERy 13.2

TER values shown in bold fall below the relevant trigger.

Conclusions
The calculated TER: value for Pyraclostrobin is above the trigger value of 5 indicating an acceptable risk
to fish -easting birds via secondary poisoning.

9.3.24 Biomagnification in terrestrial food chains
Low potential for accumulation in animal tissue was concluded in the EU review of pyraclostrobin
(SANCO/1420/2001-final).
9.3.3 Risk assessment for baits, pellets, granules, prills or treated seed

Not relevant.

9.34 Overall conclusions

Based on the GAP uses intended for CHR/F/PYRA EC, no unacceptable risk from the active substance
Pyraclostrobin for mammals is expected from acute or long-term exposure to contaminated food.
Furthermore, no unacceptable risks are expected arising from residue uptake from drinking water,
earthworm-eating and fish-eating mammals.

Review Comments:

The acute and chronic risks of CHR/F/PYRA EC to mammals were assessed from toxicity exposure ratios
between toxicity endpoints, estimated from study with active ingredients occurring on food items.

In the screening step all TERa for pyraclostrobin exceed the trigger value of 10. The TER.t values from
the Tier 1 reproductive risk assessment are above the trigger for all scenarios except for the small
herbivorous mammal “vole” and for the large herbivorous mammal *“lagomorph”. Using a refined
reproductive toxicity endpoint and field foliage residue dissipation data (the highest DTsp value of 3.71d),
the TER.t value for those mammals are above the trigger of 5.

All TER values exceed the relevant triggers indicating that CHR/F/PYRA EC does not pose an
unacceptable risk to mammals following applications according to recommended use pattern.

Evaluation of exposing to mammals through the drinking water demonstrated the acceptable risk. The risk
to earthworm- and fish-eating animals from secondary poisoning is low.

94 Effects on other terrestrial vertebrate wildlife (reptiles and amphibians)
(KCP 10.1.3)

According to the revised data requirements under regulation 1107/2009, the risk to amphibians and
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reptiles shall be addressed. Nevertheless, unlike birds and mammals, toxicity tests for amphibian and
reptile species are not requested. There is no guidance or validated regulatory protocols yet available:
neither on the type of regulatory testing necessary nor how to conduct a risk assessment for amphibian
and reptiles. No further test were provided and considered necessary.

9.5 Effects on aquatic organisms (KCP 10.2)

951 Toxicity data

Studies on the toxicity to aquatic organisms have been carried out with Pyraclostrobin and its relevant
metabolites. Full details of these studies are provided in the respective EU DAR and related documents.

Effects on aquatic organisms of CHR/F/PYRA 250 EC were not evaluated as part of the EU assessment
of Pyraclostrobin. New data submitted with this application are listed in Appendix 1 and summarised in
Appendix 2.
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Table 9.5-1: Endpoints and effect values relevant for the risk assessment for aquatic
organisms — Pyraclostrobin and relevant metabolites
Species Substance Exposure Results Reference
System
Oncorhynchus Pyraclostrobin 96 h,s |LCso=0.00616 mg a.s./L mm SANCO0/1420/2001-final
mykiss
Cyprinus carpio Pyraclostrobin 96 h,s |ECsp=0.0177 mg a.S./L mm SANCO/1420/2001-final
Danio rerio Pyraclostrobin 96 h,s |LCsp=0.0619 mg a.s./L mm DAR, 2001
Lepomis Pyraclostrobin 96 h,s |LCsp=0.0254 mg a.s./L mm DAR, 2001
macrochirus
Leuciscus idus Pyraclostrobin 96 h,s |LCsp=0.0191 mg a.s./L mm DAR, 2001
melanotus
Oryzias latipes Pyraclostrobin 96 h,s |LCsp=0.0533mg a.s./L mm DAR, 2001
Pimephales Pyraclostrobin 96 h,s |LCsp=0.0161 mg a.s./L mm DAR, 2001
promelas
Oncorhynchus Pyraclostrobin 28d,f |NOEC =0.00464 mg a.s./L mm | SANCO/1420/2001-final
mykiss
Oncorhynchus Pyraclostrobin 98d,f |NOEC=0.00235mg a.s./L im |SANCO/1420/2001-final
mykiss
Oncorhynchus Pyraclostrobin 97d,f |NOEC =0.005 mg a.s./L nom DAR, 2001
mykiss
L. macrochirus Pyraclostrobin BCF SANCO/1420/2001-final
675 (chloropheny! label)
736 (tolyl label)
Daphnia magna Pyraclostrobin 48 h,s |ECso=0.0157 mg a.s./L nom SANCO/1420/2001-final
Daphnia magna Pyraclostrobin 21d,ss |NOEC =0.004 mg a.s./L nom SANCO/1420/2001-final
Chironomus riparius | Pyraclostrobin 28d,s |NOEC= 0.04 SANCO/1420/2001-final
mg a.S./L nom
Pseudokirchneriella | Pyraclostrobin 72h,s |ECso> 0.843 mg a.s./L mm SANCO/1420/2001-final
subcapitata EpCso> 0.148 mg a.s./L mm
Oncorhynchus BF 500-11 96 h,s |LCsp> 100 mg/L mm SANCO/1420/2001-final
mykiss
Oncorhynchus BF 500-13 96 h,s |LCso>50 mg/L nom SANCO/1420/2001-final
mykiss <100 mg/L nom
Oncorhynchus BF 500-14 96 h,s |LCso>39.4 mg/L mm SANCO/1420/2001-final
mykiss < 82.6 mg/L mm
Daphnia magna BF 500-11 48 h,s |ECso> 100 mg/L nom SANCO/1420/2001-final
Daphnia magna BF 500-13 48 h,s |ECsp> 100 mg/L nom SANCO/1420/2001-final
Daphnia magna BF 500-14 48 h,s |ECsp> 60.9 mg/L nom SANCO/1420/2001-final
Scenedesmus BF 500-11 72h,s |ECso> 100 mg a.s./L nom SANCO/1420/2001-final
subspicatus E/Cs0> 100 mg a.S./L nom
Scenedesmus BF 500-13 72h,s |ECso> 100 mg a.s./L nom SANCO/1420/2001-final

subspicatus

EpCs0> 66.0 mg a.s./L nom
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Species Substance Exposure Results Reference
System
Scenedesmus BF 500-14 72h,s |ECso> 100 mg a.s./L nom SANCO/1420/2001-final

subspicatus

EpCso> 46.6 mg a.S./L nom

Higher-tier studies (micro- or mesocosm studies)

N/A

s: static; ss: semi-static; f: flow-through; nom: based on nominal concentrations; mm: based on mean measured concentrations;
im: based on initial measured concentrations
Bold figures: endpoints selected for risk assessment

Table 9.5-2: Endpoints and effect values relevant for the risk assessment for aquatic
organisms — CHR/F/PYRA 250 EC
Species Substance Exposure Results Reference
System

Raphidocelis CHR/F/IPYRA250EC |[72h,s ErCs0 =2.68 mg/L nom | Czarnecka, M., 2020 W-

subcapitata EyCs0 = 1.20 mg/L nom | 24-20, Pyraclostrobin 250
EC (CHR/F/PYRA 250 EC)
Raphidocelis subcapitata
SAG 61.81 (formerly
Pseudokirchneriella
subcapitata), Growth
inhibition test

Daphnia magna CHR/F/IPYRA 250 EC |[48h,s ECs0 =0.177 mg/L nom | Czarnecka, M., 2020 W-

NOEC = 0.063 mg/L

23-20, Pyraclostrobin 250
EC (CHR/F/PYRA 250 EC)
Daphnia magna, Acute
Immobilisation Test

Higher-tier studies (micro- or mesocosm studies)

No higher tier studies are available

s: static; ss: semi-static; f: flow-through; nom: based on nominal concentrations; mm: based on mean measured concentrations

9.5.2

Risk assessment

The evaluation of the risk for aquatic and sediment-dwelling organisms was performed in accordance
with the recommendations of the “Guidance document on tiered risk assessment for plant protection
products for aquatic organisms in edge-of-field surface waters in the context of Regulation (EC) No
1107/2009”, as provided by the Commission Services (SANTE-2015-00080, 15 January 2015).

The relevant global maximum FOCUS Step 1, 2 PECsw for risk assessments covering the proposed use
pattern and the resulting PEC/RAC ratios are presented in the table below.

In the following table, the ratios between predicted environmental concentrations in surface water bodies
(PECsw, PECsep) and regulatory acceptable concentrations (RAC) for aquatic organisms are given per
intended use for each FOCUS scenario and each organism group.

The product CHR/F/PYRA 250 EC is classified as Aquatic Acute 1, H400 and Aquatic Chronic 2 1,

H410.
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Table 9.5-3.1: Aguatic organisms: acceptability of risk (PEC/RAC < 1) for pyraclostrobin for each organism group based on FOCUS Steps 1, 2
calculations for the use of CHR/F/PYRA 250 EC
Group Fish acute Fish prolonged Inverteb. acute L':\éfg;z%d Algae Sed. dwell. prolonged
Test species Sl;ﬁ?srshynchus Sl;ﬁ?srshynchus Daphnia magna | Daphnia magna SPjggggiI:;rt;hneriella Chironomus riparius
Endpoint LCso NOEC ECso NOEC ErCs0 NOEC
(Hg/L) 6.16 2.35 15.7 4.0 > 843 40
AF 100 10 100 10 10 10
RAC (ug/L) 0.0616 0.235 0.157 0.4 >84.3 4.0
FOCUS PEC -
Scenario '(YEB/L)
Step 1
17.03 276.461 72.468 108.471 42.575 0.202 4.258
Step 2
N-Europe 2.18 35.390 9.277 13.885 5.450 0.026 0.545




CHR/F/PYRA 250 EC/ Etiuda 250 EC, Fermata 250 EC Page 35/210
Part B — Section 9 - Core Assessment
ZRMS version

Table 9.5-4.1.1: Aquatic organisms: acceptability of risk (PEC/RAC < 1) for pyraclostrobin
for Oncorhynchus mykiss based on FOCUS Steps 3 calculations for the use of
Pyraclostrobin in cereals

Step 3- RAC= 0.0616 pg/L

Winter cereals

Scenario | Waterbody Max PECsw Dominant entry 21 d- PECsw,twa Max PECseq
(ng/L) route (Mg/L) (ng/ke)

FOCUS

D1 ditch 1.391 drainage 0.487 5.671
D1 stream 1.169 drainage 0.014 0.242
D2 ditch 1.405 drainage 0.361 5.385
D2 stream 1.213 drainage 0.288 3.780
D3 ditch 1.373 drainage 0.073 1.356
D4 pond 0.065 drainage 0.051 0.710
D4 stream 1.036 drainage 0.002 0.048
D5 pond 0.070 drainage 0.057 0.703
D5 stream 1.207 drainage 0.007 0119
D6 ditch 1.383 drainage 0.334 4.090
R1 pond 0.078 runoff 0.061 1.001
R1 stream 0.893 runoff 0.019 5.652
R3 stream 1.263 runoff 0.028 2.676
R4 stream 0.897 runoff 0.031 6.648

Spring cereals

D1 ditch 1.763 drainage 0.957 10.21
D1 stream 1.201 drainage 0.051 1.031
D3 ditch 1.373 drainage 0.075 1.383
D4 pond 0.070 drainage 0.056 0.643
D4 stream 1.152 drainage 0.010 0.1828
D5 pond 0.066 drainage 0.053 0.668
D5 stream 1.184 drainage 0.005 0.086
R4 stream 0.900 runoff 0.069 7.943




CHR/F/PYRA 250 EC/ Etiuda 250 EC, Fermata 250 EC Page 36 /210
Part B — Section 9 - Core Assessment
ZRMS version

Table 9.5-5.1.2: Aquatic organisms: acceptability of risk (PEC/RAC < 1) for pyraclostrobin
for Oncorhynchus mykiss based on FOCUS Steps 4 calculations for the use of
CHR/F/IPYRA 250 EC in cereals

Step 4- RAC=0.0616 ug/L
I(DLZC/:E")" Scenario Winter cereals Spring cereals
Nozzle \/Sigi;t?%e - -
reduction No spray 20 20
buffer (m)
None D1 ditch 0.09501 0.1191
50 % 0.04749 0.05933
None D1 stream 0.1089 0.1119
50 % 0.05442 0.05592
None D2 ditch 0.09601 -
50 % 0.04799 -
None D2 stream 0.1130 -
50 % 0.05649 -
None D3 ditch 0.09376 0.09378
50 % 0.04686 0.04687
None D4 pond 0.02607 0.02820
50 % 0.01300 0.01407
None D4 stream 0.09646 0.1073
50 % 0.04821 0.05363
None D5 pond 0.02812 0.02646
50 % 0.01403 0.01320
None D5 stream 0.1124 0.1103
50 % 0.05620 0.05512
None D6 ditch 0.09447 -
50 % 0.04722 -
None R1 pond 0.02841 Covered by winter cereals.
50 % 0.0156
None R1 stream 0.08320 Covered by winter cereals.
50 % 0.05981
None R3 stream 0.1177 -
50 % 0.05884 -
None R4 stream 0.1315 0.1344
50 % 0.1315 0.1344

PEC,w values for pyraclostrobin from STEP 4 are lower than RAC = 0.0616 ug/L (Acute toxicity for fish
O. mykiss) when using 20 m buffer zone + 20 m vegetative strip and 50 % nozzle reduction beside PECsy
for R4 stream scenario. It is not considered as relevant scenario for Poland, therefore it can be neglected.



CHR/F/PYRA 250 EC/ Etiuda 250 EC, Fermata 250 EC Page 37 /210
Part B — Section 9 - Core Assessment
ZRMS version

Table 9.5-4: Aquatic organisms: acceptability of risk (PEC/RAC < 1) for BF 500-11 for
each organism group based on FOCUS Steps 1, 2 calculations for the use of
CHR/F/PYRA EC in cereals

Group Fish acute Algae Algae
Test Oncorhynchus . Scenedesmus
species mykiss Daphnia magna subspicatus
Endpoint LCso ECso ECso
(Mg/L) > 100000 > 100000 > 100000
AF 100 100 10
EG/?_) >1000 >1000 > 10000
FOCUS jif
Scenario (Lg/L)
Step 1

14.71 |0.01471 0.01471 0.00147
Step 2
N-Europe | - - - -
Table 9.5-5: Aquatic organisms: acceptability of risk (PEC/RAC < 1) for BF 500-13 for

each organism group based on FOCUS Steps 1, 2 calculations for the use of
CHR/F/PYRA EC in cereals

Group Fish acute Algae Algae
Test Oncorhynchus . Scenedesmus
species mykiss Daphnia magna subspicatus
Endpoint LCso ECso ECso
(ng/L) > 50000 < 100000 |> 100000 > 100000
AF 100 100 10
RAC > 500 < 1000 >1000 > 10000
(ug/L)
FOCUS F:ii
Scenario g(’“g“_)
Step 1

19.45 |<0.0389 > 0.01945 |0.01945 0.001945
Step 2
N-Europe | - - - -
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Table 9.5-6: Aquatic organisms: acceptability of risk (PEC/RAC < 1) for BF 500-14 for
each organism group based on FOCUS Steps 1, 2 calculations for the use of
CHR/F/PYRA EC in cereals

Group Fish acute Algae Algae
Test Oncorhynchus . Scenedesmus
species mykiss Daphnia magna subspicatus
Endpoint LCso ECso ECso
(ug/L) > 39400 < 82600 |> 60900 > 100000
AF 100 100 10
RAC > 304 < 826 >609 > 10000
(ug/L)
Focus |7=C
Scenario ?ug/L)
Step 1

20.74 |<0.0494 >0.0236 |0.0319 0.002074
Step 2
N-Europe | - - - -

The calculated PEC/RAC ratios for the pyraclostrobin metabolites indicate an acceptable risk for all
groups of aguatic organism for the intended uses in winter and spring cereals, based on FOCUS Step 1
PECsw calculations. No further assessment is necessary for the relevant metabolites of pyraclostrobin.

Table 9.5-7: Agquatic organisms: acceptability of risk (PEC/RAC < 1) for CHR/F/PYRA
250 EC for each organism group based on Drift Calculator SWASH MODEL
ver 5.3 calculations for the use in winter cereals

Intended use Winter cereals
Formulation CHR/F/PYRA 250 EC
Application rate (g[prod]/ha) 2 x 1063.7
Entry into surface water via spraydrift (Drift alculator from SWASH)
Buffer zone (m) PECsw pg prod/L
1 6.8339
5 1.8524
10 0.9824
Entry into surface water via spray drift (Drift alculator from
SWASH)

PEC/RAC ratio
Buffer zone (m)
Daphnia magna =ECso 177 pg/L
RAC= 1.77 ( AF=100)
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1 3.86
5 1.05
10 0.555

RAC/PEC ratio

Buffer zone (m) Raphidocelis subcapitata - ErCso = 2680
ng/L
RAC=268 ( AF=10)
1 0.025
9.5.3 Overall conclusions

Based on the predicted rates of CHR/F/PYRA 250 EC, the TER values describing the risk for aquatic
species following exposure to CHR/F/PYRA 250 EC according to the GAP of the formulation
CHR/F/PYRA 250 EC achieve the acceptability criteria when using 20 m no-spray buffer zone and 20 m
vegetative filter strip and 50 % nozzle reduction.

Review Comments:

The relevant predicted environmental concentrations in water (PECsw) for risk assessments covering the
proposed use pattern are taken from Part B Section 8 (Environmental Fate). The initial risk assessment
was based on the worst case PECsw values and the results of laboratory toxicity testing. The PECs, Step
1-2 (for active substance and its the metabolites) and Step 3 and 4 (for active substance) were used.

CHR/F/PYRA 250 EC applications close to surface water pose acceptable risk to aquatic organisms with
appropriate mitigation measures (20 m no-spray buffer zones + 20 m vegetative filter strips + 50% drift
reducting technices). The risk assessment for active substance cover the risk from formulation.

9.6 Effects on bees (KCP 10.3.1)

9.6.1 Toxicity data

Studies on the toxicity to bees have been carried out with pyraclostrobin. Full details of these studies are
provided in the respective EU DAR and related documents.

Effects on bees of CHR/F/PYRA 250 EC were not evaluated as part of the EU assessment of
pyraclostrobin. New data submitted with this application are listed in Appendix 1 and summarised in
Appendix 2.

Table 9.6-1: Endpoints and effect values relevant for the risk assessment for bees
Species Substance Exposure Results Reference
System
Apis mellifera Pyraclostrobin Acute oral LCso > 73.1 ug a.s./bee SANCO/1420/2001-
48 h final
Apis mellifera Pyraclostrobin Acute contact LCso > 100.0 pg a.s./bee | SANCO/1420/2001-
48 h final
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Species Substance Exposure Results Reference
System
Apis mellifera CHR/F/PYRA 250 EC | Oral 96h LDso=38.3 ug Stalmach, M., 2020, B-
prod/bee 76-20,
Pyraclostrobin 250 EC
Honeybees (Apis
mellifera L.), Acute Oral
Toxicity Test
Apis mellifera CHR/F/PYRA 250 EC | Contact 48h LDso> 200.0 ug Stalmach, M., 2020, B-
prod/bee 77-20,
Pyraclostrobin 250 EC
Honeybees (Apis
mellifera L.), Acute
Contact Toxicity Test
Apis mellifera CHR/F/PYRA 250 EC | Larval LDso = 27.9 pg prod/larva | Orzechowska, U., 2020,
22d 0038/0012/E
LD2o= 34.1 pg prod/larva | Chronic Toxicity Test
for Honey Bee Larvae
LDso=50.1 ug prod/larva |according to OECD GD
239
NOED > 16000 pg
prod/larva
LC1 =181.1 mg prod/kg
of food
LCyo = 221.5 mg prod/kg
of food
LCso = 325.6 mg prod/kg
of food
NOEC > 104000 mg
prod/kg of food
Apis mellifera CHR/F/PYRA 250 EC | Chronic LDD1 = 6.8 ug Orzechowska, U., 2020,
10d prod/bee/day 0038/0014/E,
LDD2o= 8.6 ug Honey Bee, Chronic
prod/bee/day Oral Toxicity Test
LDDso=13.5 ug according to OECD 245
prod/bee/day Guideline
NOEDD = 4.6 ug
prod/bee/day

LC1o = 220.4 mg prod/kg
of food

LCy = 275.1 mg prod/kg
of food

LCso=420.4 mg prod/kg
of food

NOEC = 171.5 mg

prod/kg of food
Higher-tier studies (tunnel test, field studies)
N/A
9.6.2 Risk assessment

The evaluation of the risk for bees was performed in accordance with the recommendations of the
“Guidance Document on Terrestrial Ecotoxicology”, as provided by the Commission Services
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(SANCO/10329/2002 rev.2 (final), October 17, 2002).

9.6.2.1 Hazard quotients for bees
Table 9.6-2: First-tier assessment of the risk for bees due to the use of CHR/F/PYRA 250
EC in cereals
Intended use Cereals
Product CHR/F/PYRA 250 EC
Application rate (g/ha) 2 x 1063.7
Test design LDso (lab.) Single application rate QHo, QHe
(Mg/bee) (g9/ha) criterion: Qn <50
Oral toxicit 38.3 rod/bee 271.77
Y Hop 1063.7
Contact toxicity > 200.0 g prod/bee 5.32

Qro, QHc: Hazard quotients for oral and contact exposure. Qu values shown in bold breach the relevant trigger.

9.6.2.2 Higher-tier risk assessment for bees (tunnel test, field studies)

Not relevant.

9.6.3 Effects on bumble bees
Not available

9.6.4 Effects on solitary bees
Not available

9.6.5 Overall conclusions

All hazard quotients (HQ) are considerably less than 50, indicating that CHR/F/PYRA 250 EC applied at
the maximum use rate in cereals poses low acute oral and contact risk to bees. Calculations were not
performed for larvae and chronic toxicity, as there is no guidance explaining how to accomplish such risk
assessment at the moment.

Review Comments:

The evaluation of the acute risk for bees was performed in accordance with the recommendations of the
“Guidance Document on Terrestrial Ecotoxicology”, as provided by the Commission Services
(SANCO/10329/2002 rev.2 (final), October 17, 2002). The submitted risk assessment, based on
laboratory studies, has been accepted. It can therefore be concluded that there will be negligible acute risk
associated with the exposure of Apis mellifera to CHR/F/PYRA 250 EC.

The data requirements in accordance with Commission Regulation (EU) No 284/2013 for the chronic
toxicity to adult honeybees and honeybee larvae are fulfilled.
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9.7

9.71

Toxicity data

Effects on arthropods other than bees (KCP 10.3.2)

Studies on the toxicity to non-target arthropods have been carried out with Pyraclostrobin. Full details of
these studies are provided in the respective EU DAR and related documents.

Effects on non-target arthropods of CHR/F/PYRA 250 EC were not evaluated as part of the EU
assessment of Pyraclostrobin. New data submitted with this application are listed in Appendix 1 and
summarised in Appendix 2.

Table 9.7-1: Endpoints and effect values relevant for the risk assessment for non-target
arthropods
Species Substance Exposure Results Reference
System
Aphidius rhopalosiphi | CHR/F/PYRA 250 EC | Extended LRso> 425 g a.i./ha Stalmach, M., 2020, B-80-

laboratory test
barley plants
(3D)

(>1.7 L/ha)
ERso > 425 g a.i./ha
(>1.7 L/ha)

20,

An extended laboratory test
for evaluating the effects of
Pyraclostrobin 250 EC
(CHR/F/PYRA 250 EC) on
the parasitic wasp,
Aphidius rhopalosiphi (De
Stefani-Perez).

Typhlodromus pyri

CHR/F/PYRA 250 EC

Extended
laboratory test
disc leaves (2D)

LRsp=132 g a.i./ha
(0.528 L/ha)

ERso =100 g a.i./ha
(>0.4 L/ha)

Holewik, P., 2020, B-79-
20,

An extended laboratory test
for evaluating the effects of
Pyraclostrobin 250 EC
(CHR/F/PYRA 250 EC) on
the predatory mite,
Typhlodromus pyri (Sch.).

Coccinella
septempunctata

CHR/F/PYRA 250 EC

Extended
laboratory test
disc leaves (2D)

LRso = 28 g a.i./ha
(0.112 L.ha)

ERsp >20ga.i./ha
(>0.08 L.ha)
NOERmortality = 20 ¢
a.i./ha (0.08 L.ha)

Knapik, M., 2021, B-78-
20,

An extended laboratory test
for evaluating effects of
Pyraclostrobin 250 EC
(CHR/F/PYRA 250 EC) on
the ladybird beetle,
Coccinella septempunctata

(L)

Chrysoperla carnea

CHR/F/PYRA 250 EC

Extended
laboratory test
disc leaves (2D)

LRsp =48 g a.i./ha
(0.192 L.ha)

ERsy >20ga.i./ha
(>0.08 L.ha)
NOERmortaiity = 1.25 g
a.i./ha (0.005 L.ha)

Knapik, M., 2021, B-81-
20,

An extended laboratory test
for evaluating effects of
Pyraclostrobin 250 EC
(CHR/F/PYRA 250 EC) on
the green lacewing,
Chrysoperla carnea
(Steph.).

Higher tier studies- Aged residue study

Coccinella

CHR/F/PYRA 250 EC

Aged residue

The bioassays evaluating

Vaughan, R., 2021, CHR-
21-08,




CHR/F/PYRA 250 EC/ Etiuda 250 EC, Fermata 250 EC
Part B — Section 9 - Core Assessment

ZRMS version

Page 43/210

Species Substance Exposure Results Reference
System
septempunctata extended 14-day-old and 28-day- |CHR/F/PYRA 250 EC - A

laboratory test
(2D)

old foliar residues, no
unacceptable effects
were found with respect
to the survival, or the
subsequent reproductive
capacity of the ladybirds
when applied at rate 1.0
L product/ha.

series of aged-residue
extended laboratory tests
to determine effects on the
ladybird, Coccinella
septempunctata
(Coleoptera:
Coccinellidae)

9.7.2

Risk assessment

The evaluation of the risk for non-target arthropods was performed in accordance with the
recommendations of the “Guidance Document on Terrestrial Ecotoxicology”, as provided by the
Commission Services (SANCO/10329/2002 rev.2 (final)), and in consideration of the recommendations
of the guidance document ESCORT 2.

9.7.21

Risk assessment for in-field exposure

The relevant PECsqi for risk assessments covering the proposed use pattern are taken from Section 8
(Environmental Fate), Chapter 8.7.2, Table 8.7-3 to Table 8.7-6. According to the assessment of
environmental fate data, multi-annual accumulation in soil does not need to be considered for

Pyraclostrobin.

To achieve a concise risk assessment, the risk envelope approach is applied.

Table 9.7-2:

due to the use of CHR/F/PYRA 250 EC

First- and higher-tier assessment of the in-field risk for non-target arthropods

Intended use

Active substance/product

Cereals

Pyraclostrobin

Application rate (g a.s./ha) 250

MAF 1.7

Test species LRso/ERsp (lab.) PERin-field HQin-field

Tier 11 (g a.s./ha) (g a.s./ha) criterion: HQ <1
Aphidius rhopalosiphi > 425 1.0

Typhlodromus pyri 100 425 4.25

Coccinella septempunctata |20 21.25
Chrysoperla carnea 20 21.25

Additional study

N/A

MAF: Multiple application factor; PER: Predicted environmental rate; HQ: Hazard quotient; DALT: Days after last treatment.
Criteria values shown in bold breach the relevant trigger.
* If an LRso or ERso from a relevant extended laboratory test is available, it should be considered in place of the rate with

<50 % effect.
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9.7.2.2 Risk assessment for off-field exposure

To achieve a concise risk assessment, the risk envelope approach is applied.

Table 9.7-3: First- and higher-tier assessment of the off-field risk for non-target
arthropods due to the use of CHR/F/PYRA 250 EC in cereals

Intended use Cereals

Active substance/product Pyraclostrobin

Application rate (g/ha) 250

MAF 1.7

vdf 10/5 (2D)

Test species LRso (lab.) Drift rate PERoft-field CF HQoft-field

Tier 11 (9/ha) (9/ha) criterion: HQ <1

Aphidius rhopalosiphi |> 425 10.115 0.119

Typhlodromus pyri 100 0.051/0.10

Chrysoperla carnea |20 0.0238 1.0115/ 5 0.253/0.51

Corelt |

MAF: Multiple application factor; vdf: Vegetation distribution factor; (corr.) PER: (corrected) Predicted environmental rate; CF:

Correction factor; HQ: Hazard quotient. Criteria values shown in bold breach the relevant trigger.

* If an LRso or ERso from a relevant extended laboratory test is available, it should be considered in place of the rate with
<50 % effect.

9.7.2.3 Additional higher-tier risk assessment

The in-field HQ values for exposure to maximum residues on leaves for Typhlodromus pyri and
Coccinella septempunctata and Chrysoperla carnea falls above the ESCORT 2 trigger value, and
therefore triggers further assessment. Such assessment was made for CHR/F/PYRA 250 EC with aged
residues study for the most sensitive species — the ladybird beetle.

The test item in the study was CHR/F/PYRA 250 EC, an emulsifiable concentrate formulation containing
pyraclostrobin (nominally 250 g/L). The aim of this study was to evaluate the effects of both freshly-dried
and field-aged foliar residues of the test item on the ladybird beetle, Coccinella septempunctata L.
(Coleoptera: Coccinellidae), under extended laboratory test conditions.

The results of the mortality assessments are summarised below.
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Bioassay Treatment Test-item rate % pre-imaginal Corrected %
Initiated (L/ha) mortality ¥ pre-imaginal
mortality ®
0DAT  Control - 0.0 -
CHE/F/FYEA 230 EC L0 75% 97.5
Tomic reference - 100 * 100
14DAT Control - 10.0 -
CHE/F/PYEA 230 EC L0 123 28
28DAT Control - 0.0 -
CHE/F/FYFA 230 EC L0 0.0# 50.0

a) For each broassay, pre-imaginal mortality m the test item treztment and the toxic reference treatment
was compared to the control usmg Fisher's exact binommal test (one-zided, = control, @=0.05). An
astenzk (*) indicates where differences were sigmficant.

b} Comected mortalifies were caleulated using Abbott’s formula. A positrve value indicates an increase
and a negative a decreasa.

The results of the reproduction assessments are summarised below.

Bioassay  Treahment Test-1tem Mean no. Meaan Mean no.
mmutiated rate eges'D/ day % egs viable eggs/2/
(L/’ha) wiabality day
I4DAT Cootrol - 254 368 105
CHE/F/FYRA 250 EC 10 - 529 146
25DAT Coeotrel - 1.6 567 g4
CHE/E/PYRA 250 EC 1.0 213 283 6.3

Inn the 14 and 28 DAT bicassays. the mean numbers of viable egzs produced in all the
treatments evalvated was = 2.0 eggs/female/day. Thus threshold 1s currently viewed as
being indicative of no harmfol treatment effects.

Table 1.  Pre-imaginal mortality during larvae of C. septempunctata development.
in bioassays witiated 0, 14 and 28 days after treatment (DAT).

Bioassay Treatment Testitem % larvae % pupae Overall %  Corrected %
mitiated rate pupating emerging as pre-imaginal pre-imaginal
(L prod./ha) adults mortality ¥ mortality ®
0DAT  Control - 100 100 0.0 -
CHR/F/PYRA 250 EC 1.0 23 25 975 * 97.5
Toxic reference - 0 - 100 * 100
14 DAT Control - 90.0 90.0 10.0 -
CHR/F/PYRA 250 EC 1.0 87.5 875 12.5 28
28 DAT Control - 100 100 0.0 -
CHR/F/PYRA 250 EC 1.0 30.0 50.0 500 = 50.0

a) For each bioassay, pre-imaginal mortality 1n the test item treatments, and the toxic reference in the
0 DAT bioassay. was compared to the control using Fisher's exact binonual test (one sided, = control,
a=0.035). An astenisk (*) indicates where differences were sigmficant.

b) Corrected pre-imaginal mortality calculated using Abbott’s formula (Abbott, 1923). A positive value
indicates an increase i mortality compared to the control.

The effects of both fresh and aged foliar residues of CHR/F/PYRA 250 EC on the ladybird beetle,
Coccinella septempunctata, were evaluated under extended laboratory conditions. When applied at a rate
equivalent to 1.0 L product/ha, on two occasions with an 8-day interval, fresh residues (0-day-old) of
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CHR/F/PYRA 250 EC showed unacceptable effects on the survival of ladybirds. The subsequent
bioassays evaluating 14-day-old and 28-day-old foliar residues of CHR/F/PYRA 250 EC, had no
unacceptable effects on either the survival, or the subsequent reproductive capacity of the ladybirds.

The off-field HQ values do not exceed the ESCORT 2 trigger value, and therefore not trigger further
assessment, which is estimation of risk mitigation measures.

Conclusions

The risk for non-target arthropods while using CHR/F/PYRA 250 EC is acceptable without the use of
additional risk mitigation factors.

Review Comments:

Based on the results of the conducted risk assessments it can be concluded that low risk for non-target
arthropods is expected from the use of CHR/F/PYRA 250 EC according to the proposed use pattern. No
unacceptable effects on non-target arthropods are expected in in-field and off-field habitats. No mitigation
measures are required.

9.8 Effects on non-target soil meso- and macrofauna (KCP 10.4)

9.8.1 Toxicity data

Effects on earthworms and other non-target soil organisms (meso- and macrofauna) of CHR/F/PYRA 250
EC were not evaluated as part of the EU assessment of Pyraclostrobin. New data submitted with this
application are listed in Appendix 1 and summarised in Appendix 2.

Table 9.8-1: Endpoints and effect values relevant for the risk assessment for earthworms
and other non-target soil organisms (meso- and macrofauna)

Species Substance Exposure Results Reference
System

Earthworm (Eisenia |CHR/F/PYRA 250 |Reproductive toxicity | LCso > 560 mg /kg soil | Wrdbel, A., 2020, G-

andrei) EC LCso.cor > 280" mg /kg 32-20, '
soil Pyraclostrobin 250 EC
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Species

Substance

Exposure
System

Results

Reference

ECso = 162.5 mg /kg soil
ECSchorr = 8125* mg/kg
soil

NOEC,¢,=56 mg/kg dws
(13.5 mg a.s./kg dws)
NOEC.orr = 28" mg/kg
dws (6.75 mg a.s./kg
dws)

EC10 = 58.2 mg /kg soil
EC]_O]corr = 291* mg/kg
soil

Earthworm
Reproduction Test
(Eisenia andrei).

Collembolan
(Folsomia candida)

CHR/F/PYRA 250
EC

Reproductive toxicity

LCso = 84.5 mg/kg soil
LC5O,COFF = 4225* mg/kg
soil

ECso = 64.7 mg /kg soil
EC5O,COFF = 3235* mg/kg
soil

NOEC:ep=32 mg/kg dws
NOECcor = 16" mg/kg
dws

ECi0 = 21.8 mg /kg soil
(5.3 mg a.s./kg dws)
EC]_O]corr = 109* mg/kg
soil (2.65 mg a.s./kg dws)

Arendarczyk, A., 2020,
G-33-20,
Pyraclostrobin 250 EC
Collembolan (Folsomia
candida) Reproduction
Test.

Predatory mite
(Hypoaspis
(Geolaelaps)
aculeifer)

CHR/F/PYRA 250
EC

Reproductive toxicity

LCso = 350.5 mg /kg soil
LC5O,COFF> 17525* mg /kg
soil

ECso = 330.3 mg/kg soil
ECSchorr = 16515* mg/kg
soil

NOEC¢=100 mg /kg
dws (24.2 mg a.s./kg
dws)

NOEC.orr = 50" mg/kg
dws (12.1 mg a.s./kg
dws)

ECi0 = 179.6 mg /kg soil
ECloycorr = 898* mg/kg
soil

Wotany, M., 2020, G-
34-20,

Pyraclostrobin 250 EC
Predatory mite
(Hypoaspis
(Geolaelaps) aculeifer)
reproduction test in
soil.

Field studies

No field studies are available and necessary

Litter bag test

No litter bag studies are available and necessary

* Corrected value derived by dividing the endpoint by a factor of 2 in accordance with the EPPO earthworm scheme 2002.

9.8.2

Risk assessment

The evaluation of the risk for earthworms and other non-target soil organisms (meso- and macrofauna)
was performed in accordance with the recommendations of the “Guidance Document on Terrestrial
Ecotoxicology”, as provided by the Commission Services (SANCO/10329/2002 rev 2 (final), October 17,

2002).




CHR/F/PYRA 250 EC/ Etiuda 250 EC, Fermata 250 EC Page 48 /210
Part B — Section 9 - Core Assessment
ZRMS version

9.8.2.1 First-tier risk assessment

The relevant PEC,i for risk assessments covering the proposed use pattern are taken from Section 8
(Environmental Fate), Chapter 8.7.2, Table 8.7-3. According to the assessment of environmental-fate
data, multi-annual accumulation in soil does not need to be considered for pyraclostrobin.

Table 9.8-2: First-tier assessment of the acute and chronic risk for earthworms and other
non-target soil organisms (meso- and macrofauna) due to the use of
CHR/F/IPYRA 250 EC in cereals

Intended use

Chronic effects on earthworms

Product/active substance NOEC PE Cesil TER:
(mg/kg dw) (ma/kg dw) (criterion TER > 5)
CHR/F/PYRA 250 EC NOECor = 28" mg/kg dws 1.135 mg 24.7
prod/kg dw
NOECor= 6.75" mg a.s./kg 0.4713 mgas./kg |14.3
dws dw

Chronic effects on collembolan

Product/active substance ECuo PECsoil TER:

(mg/kg dw) (ma/kg dw) (criterion TER > 5)
CHR/F/PYRA 250 EC 1.135 mg

ECio.corr = 10.9" mg prod/kg dw | prod/kg dw 9.6

ECiocorr = 2.65" mg a.s./kgdw [0.4713mgas./kg |5.6
dw

Chronic effects on Predatory mite

Product/active substance NOEC PECsoil TER:t
(mg/kg dw) (mg/kg dw) (criterion TER > 5)
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CHR/F/PYRA 250 EC NOECeor = 50" mg/kg dws 1.135 mg 44.1
prod/kg dw
NOECcor= 12.1" mg a.s./kg 0.4713 mgas./kg |25.7
dws dw

TER values shown in bold fall below the relevant trigger.

9.8.2.2 Higher-tier risk assessment

Not relevant.

9.8.3 Overall conclusions

The acute and long term risk to earthworms and other non-target soil organisms (meso- and macrofauna)
was assessed as low for CHR/F/PYRA 250 EC in a first-tier risk assessment.

Review Comments:

The long-term risks of CHR/F/PYRA 250 EC to earthworms, soil meso- and macro-organisms were
assessed from toxicity exposure ratios between toxicity endpoints and maximum PECs,. The relevant
predicted environmental concentrations in soil for risk assessments covering the proposed use pattern
were taken from Part B Section 8 (Environmental Fate).

Safe use of CHR/F/PYRA 250 EC in cereals was confirmed based on TER_t calculations for formulation.

9.9 Effects on soil microbial activity (KCP 10.5)

9.9.1 Toxicity data

Studies on effects soil microorganisms have been carried out with pyraclostrobin and its relevant
metabolites. Full details of these studies are provided in the respective EU DAR and related documents as
well as in Appendix 2 of this document.

Effects on soil microorganisms of CHR/F/PYRA 250 EC were not evaluated as part of the EU assessment
of pyraclostrobin. New data submitted with this application are listed in Appendix 1 and summarised in
Appendix 2.

Table 9.9-1: Endpoints and effect values relevant for the risk assessment for soil
microorganisms
Endpoint Substance Exposure Results Reference
System
N-mineralisation BF 500-6 28 d, aerobic Nitrate formation rate | SANCO/1420/2001-
BF 500-7 loamy sand BF 500-6: final

NOEC = 1.0 mg/kg
soil dw
BF 500-7:
NOEC = 0.5 mg/kg
soil dw
(9.8% effects)
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Endpoint Substance Exposure Results Reference
System
C-mineralisation BF 500-6 28 d, aerobic CO; formation SANCO/1420/2001-
BF 500-7 loamy sand BF 500-6: final
NOEC = 1.0 mg/kg
soil dw
BF 500-7:
NOEC = 0.5 mg/kg
soil dw
(9.8% effects)
N-mineralisation CHR/F/PYRA 250 28 d, agricultural soil |NOEC =11.3 and Arendarczyk, A., 2020, G-
EC 56.7 mg prod./kg soil |35-20,
dw Pyraclostrobin 250 EC Soil
NOEC = 2.74 and Microorgani_sms: Nitrogen
13.7 ma a.s./ka soil Transformation Test.
g g
dw
(<25% effects)

9.9.2

Risk assessment

The evaluation of the risk for soil microorganisms was performed in accordance with the
recommendations of the “Guidance Document on Terrestrial Ecotoxicology”, as provided by the
Commission Services (SANCO/10329/2002 rev 2 (final), October 17, 2002).
The relevant PECsqi for risk assessments covering the proposed use pattern are taken from Section 8
(Environmental Fate), Chapter 8.7.2, Table 8.7-3 and were already used in the risk assessment for
earthworms and other non-target soil organisms (meso- and macrofauna) (see 9.8).

Table 9.9-2: Assessment of the risk for effects on soil micro-organisms due to the use of
CHR/F/PYRA 250 EC in cereals
Intended use
N-mineralisation
Product/active substance | Max. conc. with effects <25 % PE Cesil Risk acceptable?
(mg/kg dw) (mg/kg dw)
CHR/F/PYRA 250 EC NOEC = 56.7 mg prod./kg Yes
soil dw
NOEC = 13.7 mg a.s./kg soil | 1.135 mg prod/kg dw
dw 0.4713 mg a.s./kg dw
BF 500-6 NOEC = 1.0 mg/kg soil dw 0.2915 Yes
BF 500-7 NOEC = 0.5 mg/kg soil dw 0.0865 Yes
C-mineralisation
Product/active substance |Max. conc. with effects <25 % PECsoil Risk acceptable?
(mg/kg dw) (mg/kg dw)
BF 500-6 NOEC = 1.0 mg/kg soil dw 0.2915 Yes
BF 500-7 NOEC = 0.5 mg/kg soil dw 0.0865 Yes
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9.9.3 Overall conclusions

The Predicted Environmental Concentrations of the formulation CHR/F/PYRA 250 EC, pyraclostrobin
and its metabolties in soil are below the concentrations at which no unacceptable effects (< 25%)
regarding the soil microbial activity were observed indicating that the proposed use of CHR/F/PYRA 250
EC poses an acceptable risk to soil microorganisms.

Review Comments:

Based on the results of the conducted first tier risk assessment it can be concluded that no risk for soil
micro-organisms is expected from use of CHR/F/PYRA 250 EC in cereals.

9.10 Effects on non-target terrestrial plants (KCP 10.6)

9.10.1 Toxicity data

Studies on the toxicity to non-target terrestrial plants have been carried out with Pyraclostrobin and the
representative EU formulation CHR/F/PYRA 250 EC. Full details of these studies are provided in the
respective EU DAR and related documents.

Effects on non-target terrestrial plants of CHR/F/PYRA 250 EC were not evaluated as part of the EU
assessment of Pyraclostrobin. New data submitted with this application are listed in Appendix 1
summarised in Appendix 2.

The selection of studies and endpoints for the risk assessment deviates from the results of the EU review
process. Justifications are provided below.

Table 9.10-1: Endpoints and effect values relevant for the risk assessment for non-target
terrestrial plants

Species Substance Exposure Results Reference
System [g a.s./ha]
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Species

Substance

Exposure
System

Results
[g a.s./ha]

Reference
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Species Substance Exposure Results Reference
System [g a.s./ha]
Sunflower, cabbage, |[CHR/F/PYRA 250 21d D ERspemergence > | Wotany, M., 2020, G-
pea, carrot, perennial [EC Vegetative vigour 513.2 g a.s./ha 37-20,
ryegrass, oats 2 ERs plant weight > | Pyraclostrobin 250
513.2 g a.s./ha EC Terrestial Plant
3 ERs plant height > | Test:
513.2 g a.s./ha Seedling Emergence
and Seedling Growth
Test.
Sunflower, cabbage, |[CHR/F/PYRA 250 14 d D ERspemergence > | Wotany, M., 2020, G-
pea, carrot, perennial [EC Seedling emergence [513.2 g a.s./ha 36-20,
ryegrass, oats 2 ERs plant weight > | Pyraclostrobin 250
513.2 g a.s./ha EC Terrestial Plant
3 ERs plant height > | Test: Vegetative
513.2 g a.s./ha Vigour Test.

m: monocotyledonous; d: dicotyledonous

9.10.2 Risk assessment

9.10.21

Not relevant.

9.10.2.2

The risk assessment

is based on the

Tier-1 risk assessment (based screening data)

Tier-2 risk assessment (based on dose-response data)

“Guidance Document on Terrestrial

Ecotoxicology”,

(SANCO/10329/2002 rev.2 final, 2002). It is restricted to off-field situations, as non-target plants are non-
crop plants located outside the treated area.

Table 9.10-2: Assessment of the risk for non-target plants due to the use of CHR/F/PYRA 250

EC




CHR/F/PYRA 250 EC/ Etiuda 250 EC, Fermata 250 EC
Part B — Section 9 - Core Assessment

ZRMS version

Page 54 /210

Intended use Cereals
Active substance/product CHR/F/PYRA 250 EC
Application rate (g/ha) 250
MAF 1.0
Test species ERso Drift rate PERft-field TER
(g9 a.s./ha) (g a.s./ha) criterion: TER > 5
Sunflower, cabbage, |[>513.2 0.0277 6.925 >74.1

pea, carrot, perennial
ryegrass, oats

9.10.2.3

Not relevant.

Higher-tier risk assessment
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9.10.2.4 Risk mitigation measures

Not relevant.

9.10.3 Overall conclusions
The TER values describing the risk for non-target plants following exposure to CHR/F/PYRA 250 EC

according to the GAP achieve the acceptability criteria TER > 5 without use of any risk mitigations.
Default no-spray buffer zone of 1m is sufficient.

9.11 Effects on other terrestrial organisms (flora and fauna) (KCP 10.7)

No data for effects on any other terrestrial organisms is available and necessary.

9.12 Monitoring data (KCP 10.8)

No data on monitoring is available and necessary.

9.13 Classification and Labelling

Having considered risk to the human health posed by ingredients of the preparation, product is classified
as Aquatic Acute 1, H400 and Aquatic Chronic 2, H410.
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Appendix 1  Lists of data considered in support of the evaluation

List of data submitted by the applicant and relied on

Data point

Author(s)

Year

Title

Company Report No.

Source (where different from company)
GLP or GEP status

Published or not

Vertebrate
study

Y/N

Owner

KCP 10.1.2

Wanczyk, K.

2022

Magnitude of residue and degradation time (DT50) of pyraclostrobin in winter wheat (Raw Agricultural
Commodity) after one spray application of CHR/F/PYRA 250 EC in Northern France - 2021, S. Niewelt,
K. Wanczyk, DPL/37/2021, 21SGS39 Amendment 2

Chemirol

KCP 10.1.2

Wanczyk, K.

2022

Magnitude of residue and degradation time (DT50) of pyraclostrobin in winter wheat (Raw Agricultural
Commodity) after one spray application of CHR/F/PYRA 250 EC - in Hungary - 2021, S. Niewelt, K.
Wanczyk, DPL/38/2021, 21SGS40 Amendment 2

Chemirol

KCP 10.1.2

Wanczyk, K.

2022

Magnitude of residue and degradation time (DT50) of pyraclostrobin in winter wheat (Raw Agricultural
Commaodity) after one spray application of CHR/F/PYRA 250 EC - Germany — 2021, G. Paszek, K.
Wanczyk, DPL/39/2021, 21SGS41 Amendment 2

Chemirol

KCP 10.1.2

Wanczyk, K.

2022

Magnitude of residue and degradation time (DT50) of pyraclostrobin in winter wheat (Raw Agricultural
Commodity) after one spray application of CHR/F/PYRA 250 EC in Poland - 2021, M. Jedrusik, K.
Wanczyk, DPL/40/2021, 21SGS42 Amendment 2

Chemirol

KCP 10.2/01

Czarnecka, M.

2020

Pyraclostrobin 250 EC (CHR/F/PYRA 250 EC) Raphidocelis subcapitata SAG 61.81 (formerly
Pseudokirchneriella subcapitata), Growth inhibition test

W-24-20

Institute of Industrial Organic Chemistry, Branch Pszczyna, Department of Ecotoxicological Studies,
Pszczyna, Poland

GLP- Yes

Unpublished

Chemirol

KCP 10.2/02

Czarnecka, M.

2020

Pyraclostrobin 250 EC (CHR/F/PYRA 250 EC) Daphnia magna, Acute Immobilisation Test.
W-23-20

Institute of Industrial Organic Chemistry Branch Pszczyna Department of Ecotoxicology, Pszczyna,
Poland

Chemirol
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Data point

Author(s)

Year

Title

Company Report No.

Source (where different from company)
GLP or GEP status

Published or not

Vertebrate
study

Y/N

Owner

GLP- Yes
Unpublished

KCP 10.3.1/01

Stalmach, M.

2020

Pyraclostrobin 250 EC (CHR/F/PYRA 250 EC) Honeybees (Apis mellifera L.), Acute Oral Toxicity Test
B-76-20

Institute of Industrial Organic Chemistry Branch Pszczyna Department of Ecotoxicology, Pszczyna,
Poland

GLP- Yes

Unpublished

Chemirol

KCP 10.3.1/02

Stalmach, M.

2020

Pyraclostrobin 250 EC (CHR/F/PYRA 250 EC) Honeybees (Apis mellifera L.), Acute Contact Toxicity
Test

B-77-20

Institute of Industrial Organic Chemistry Branch Pszczyna Department of Ecotoxicology, Pszczyna,
Poland

GLP- Yes

Unpublished

Chemirol

KCP 10.3.1/03

Orzechowska, U.

2020

Chronic Toxicity Test for Honey Bee Larvae according to OECD GD 239.
0038/0012/E

SORBOLAB Research Laboratory LLC, Poznan, Poland

GLP- Yes

Unpublished

Chemirol

KCP 10.3.1/04

Orzechowska, U.

2020

Chronic Toxicity Test for Honey Bee Larvae according to OECD GD 239.
0038/0014/E

SORBOLAB Research Laboratory LLC, Poznan, Poland

GLP- Yes

Unpublished

Chemirol

KCP 10.3.2/01

Stalmach, M.

2020

An extended laboratory test for evaluating the effects of Pyraclostrobin 250 EC (CHR/F/PYRA 250 EC)
on the parasitic wasp, Aphidius rhopalosiphi (De Stefani-Perez).

B-80-20

Institute of Industrial Organic Chemistry Branch Pszczyna Department of Ecotoxicology, Pszczyna,

Chemirol
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Data point

Author(s)

Year

Title

Company Report No.

Source (where different from company)
GLP or GEP status

Published or not

Vertebrate
study

Y/N

Owner

Poland
GLP- Yes

Unpublished

KCP 10.3.2/02

Holewik, P.

2020

An extended laboratory test for evaluating the effects of Pyraclostrobin 250 EC (CHR/F/PYRA 250 EC)
on the predatory mite, Typhlodromus pyri (Sch.).

B-79-20

Institute of Industrial Organic Chemistry Branch Pszczyna Department of Ecotoxicology, Pszczyna,
Poland

GLP- Yes

Unpublished

Chemirol

KCP 10.3.2/03

Knapik, M.

2021

An extended laboratory test for evaluating effects of Pyraclostrobin 250 EC (CHR/F/PYRA 250 EC) on
the ladybird beetle, Coccinella septempunctata (L.)

B-78-20

Institute of Industrial Organic Chemistry Branch Pszczyna Department of Ecotoxicology, Pszczyna,
Poland

GLP- Yes

Unpublished

Chemirol

KCP 10.3.2/04

Knapik, M.

2021

An extended laboratory test for evaluating effects of Pyraclostrobin 250 EC (CHR/F/PYRA 250 EC) on
the green lacewing, Chrysoperla carnea (Steph.).

B-81-20

Institute of Industrial Organic Chemistry Branch Pszczyna Department of Ecotoxicology, Pszczyna,
Poland

GLP- Yes

Unpublished

Chemirol

KCP 10.3.2/05

Vaughan, R.

2021

CHR/F/PYRA 250 EC - A series of aged-residue extended laboratory tests to determine effects on the
ladybird beetle, Coccinella septempunctata (Coleoptera: Coccinellidae)

CHR-21-08

Mambo-Tox, Southampton, UK

GLP- Yes

Chemirol
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Data point

Author(s)

Year

Title

Company Report No.

Source (where different from company)
GLP or GEP status

Published or not

Vertebrate
study

Y/N

Owner

Unpublished

KCP 10.4/01

Wrébel, A.

2020

Pyraclostrobin 250 EC (CHR/F/PYRA 250 EC) Earthworm Reproduction Test (Eisenia andrei).
G-32-20

Institute of Industrial Organic Chemistry Branch Pszczyna Department of Ecotoxicology, Pszczyna,
Poland

GLP- Yes

Unpublished

Chemirol

KCP 10.4/02

Arendarczyk, A.

2020

Pyraclostrobin 250 EC (CHR/F/PYRA 250 EC) Collembolan (Folsomia candida) Reproduction Test.
G-33-20

Institute of Industrial Organic Chemistry Branch Pszczyna Department of Ecotoxicology, Pszczyna,
Poland

GLP- Yes

Unpublished

Chemirol

KCP 10.4/03

Wotany, M.

2020

Pyraclostrobin 250 EC (CHR/F/PYRA 250 EC) Predatory mite (Hypoaspis (Geolaelaps) aculeifer)
reproduction test in soil.

G-34-20

Institute of Industrial Organic Chemistry Branch Pszczyna Department of Ecotoxicology, Pszczyna,
Poland

GLP- Yes

Unpublished

Chemirol

KCP 10.5/01

Arendarczyk, A.

2020

Pyraclostrobin 250 EC (CHR/F/PYRA 250 EC) Soil Microorganisms: Nitrogen Transformation Test.
G-35-20

Institute of Industrial Organic Chemistry Branch Pszczyna Department of Ecotoxicology, Pszczyna,
Poland

GLP- Yes

Unpublished

Chemirol

KCP 10.6/01

Wotany, M.

2020

Pyraclostrobin 250 EC (CHR/F/PYRA 250 EC) Terrestial Plant Test: Seedling Emergence and Seedling
Growth Test.
G-37-20

Chemirol
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Title
Company Report No. Vertebrate

Data point Author(s) Year |Source (where different from company) study Oowner
GLP or GEP status Y/N

Published or not

Institute of Industrial Organic Chemistry Branch Pszczyna Department of Ecotoxicology, Pszczyna,
Poland
GLP- Yes

Unpublished

KCP 10.6/02 |Wotany, M. 2020 |Pyraclostrobin 250 EC (CHR/F/PYRA 250 EC) Terrestial Plant Test: Vegetative Vigour Test. N Chemirol
G-36-20

Institute of Industrial Organic Chemistry Branch Pszczyna Department of Ecotoxicology, Pszczyna,
Poland

GLP- Yes

Unpublished
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List of data submitted or referred to by the applicant and relied on, but already evaluated at EU peer review

Title
Company Report No. Vertebrate
Data point Author(s) Year |Source (where different from company) study Owner
GLP or GEP status Y/N
Published or not

KCP 10.1.1/01 | XXXXXXXXXX 1997 |Report BAS 500 F (Reg.No0.304 428) — Avian single-dose oral LD50 on the bobwhite quail (Colinus Y BAS
virginianus).

11W0494/96117 /BAS 97/11136
GLP- Yes

Unpublished

KCP 10.1.1/02 | XXXXXXXXX 1998 |Test Report BAS 500 F - Avian dietary LC50 test in chicks of the mallard duck (Anas platyrhynchos Y BAS
L.).

31W0494/96123/BAS 98/10933
GLP- Yes

Unpublished

KCP 10.1.1/03 | XXXXXXXXX 1998 |Test Report BAS 500 F - Avian dietary LC50 test in chicks of the bobwhite quail (Colinus Y BAS
virginianus);.
31W0494/96126/BAS 98/10932
GLP- Yes

Unpublished

KCP 10.1.1/04 | XXXXXXXXXX 1999 |BAS 500 F: A reproduction study with the northern bobwhite. Y BAS
145-175
GLP- Yes
Unpublished

KCP 10.1.1/05 | XXXXXXXXXX 1999 |BAS 500 F: A reproduction study with the mallard. Y BAS
147-176
GLP- Yes
Unpublished

KCP 10.2/01 Dohmen, G. P. 1999 | Effect of BAS 500 F on Daphnia magna Straus in a 48 hours acute toxicity test. N BAS
35806
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Data point

Author(s)

Year

Title

Company Report No.

Source (where different from company)
GLP or GEP status

Published or not

Vertebrate
study

Y/N

Owner

GLP- Yes
Unpublished

KCP 10.2/02

XXXXXXXXXXX

1998

BAS 500 F Acute toxicity study on the common carp (Cyprinus carpio L.) in a static system (96
hours).

12F0494/965178

GLP- Yes

Unpublished

BAS

KCP 10.2/03

XXXXXXXXXXX

1998

BAS 500 F Acute toxicity study on the bluegill (Lepomis macrochirus Raf.) in a static system (96
hours).

12F0494/965179

GLP- Yes

Unpublished

BAS

KCP 10.2/04

XXXXXXXXXXX

1999

Acute toxicity study on the rainbow trout (Oncorhynchus mykiss Walbaum 1792) in a static system
(96 hours).

12F0249/995035

GLP- Yes

Unpublished

BAS

KCP 10.2/05

XXXXXXXXXXX

1999

Acute toxicity study on the rainbow trout (Oncorhynchus mykiss Walbaum 1792) in a static system
(96 hours).

12F0252/995034

GLP- Yes

Unpublished

BAS

KCP 10.2/06

XXXXXXXXXXX

1999

Acute toxicity study on the rainbow trout (Oncorhynchus mykiss Walbaum 1792) in a static system
(96 hours).

12F0251/995037

GLP- Yes

BAS
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Data point

Author(s)

Year

Title

Company Report No.

Source (where different from company)
GLP or GEP status

Published or not

Vertebrate
study

Y/N

Owner

Unpublished

KCP 10.2/07

XXXXXXXXXXX

1999

Acute toxicity study on the rainbow trout (Oncorhynchus mykiss Walbaum 1792) in a static system
(96 hours).

12F0494/965180

GLP- Yes

Unpublished

BAS

KCP 10.2/08

XXXXXXXXXXX

1999

Sublethal toxic effects on the rainbow trout (Oncorhynchus mykiss Walbaum 1792) in a flow-
through system (28 days).

42F0494/965177

GLP- Yes

Unpublished

BAS

KCP 10.2/09

XXXXXXXXXXX

2000

Acute toxicity study on the rainbow trout (Oncorhynchus mykiss)after short time exposure over 0,5,
2 and 8 hours in a flow-through system followed up by a post exposure period.

12F0494/965190

GLP- Yes

Unpublished

BAS

KCP 10.2/10

XXXXXXXXXXX

1999

Early life-stage toxicity test on the rainbow trout (Oncorhynchus mykiss Walbaum 1792).
52F0494/965141

GLP- Yes

Unpublished

BAS

KCP 10.2/11

Dohmen, G. P.

1999

Effects of BAS 500 F on mortality and reproduction of Daphnia magna.
35811

GLP- Yes

Unpublished

BAS

KCP 10.2/12

Jatzek

1999

Determination on the acute effect of BF 500-14 on the swimming ability of the water flea Daphnia
magna Straus.

BAS
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Data point

Author(s)

Year

Title

Company Report No.

Source (where different from company)
GLP or GEP status

Published or not

Vertebrate
study

Y/N

Owner

99/0519/50/1
GLP- Yes
Unpublished

KCP 10.2/13

Jatzek

1999

Determination on the acute effect of BF 500-13 on the swimming ability of the water flea Daphnia
magna Straus.

99/0518/50/1

GLP- Yes

Unpublished

BAS

KCP 10.2/14

Jatzek

1999

Determination on the acute effect of BF 500-11 on the swimming ability of the water flea Daphnia
magna Straus.

99/0517/50/1

GLP- Yes

Unpublished

BAS

KCP 10.2/15

Dohmen, G. P.

1999

Effect of BAS 500 F on the growth of the green algae Pseudokirchneriella subcapitata.
35803

GLP- Yes

Unpublished

BAS

KCP 10.2/16

Reuschenbach

1999

Determination of the inhibitory effect of BF 500-14 on the cell multiplication of unicellular green
algae.

99/0519/60/1

GLP- Yes

Unpublished

BAS

KCP 10.2/17

Reuschenbach

1999

Determination of the inhibitory effect of BF 500-13 on the cell multiplication of unicellular green
algae.

99/0518/60/1

GLP- Yes

Unpublished

BAS
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Title
Company Report No. Vertebrate
Data point Author(s) Year |Source (where different from company) study owner
GLP or GEP status Y/N
Published or not

KCP 10.2/18 Reuschenbach 1999 |Determination of the inhibitory effect of BF 500-11 on the cell multiplication of unicellular green N BAS
algae.
99/0517/60/1
GLP- Yes
Unpublished

KCP 10.2/19 Dohmen, G. P. 2000 |Effects of BAS 500 F on the development of sediment dwelling larvae of Chironomus riparius in a N BAS
water-sediment system.
35966

GLP- Yes
Unpublished

KCP 10.3 Sack, D. 1999 | Effects of Reg.No. 304 428 on the Honeybee (Apis mellifera L.) in Laboratory Trials. N BAS
11457

GLP- Yes
Unpublished

KCP 10.4/01 Ebert, D. 1999 |Investigations on the release of soil-bound residues of 14C-BAS 500 F by earthworms. N BAS
1999/11289
GLP- Yes

Unpublished

KCP 10.4/02 Krieg, W. 1999 | Effect of BF 500-7 on the mortality of the earthworm Eisenia foetida. N BAS
1999/11309
GLP- Yes

Unpublished

KCP 10.4/03 Krieg, W. 1999 | Effect of BF 500-6 on the mortality of the earthworm Eisenia foetida. N BAS
1999/11308
GLP- Yes

Unpublished
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Title
Company Report No. Vertebrate
Data point Author(s) Year |Source (where different from company) study Owner
GLP or GEP status Y/N
Published or not

KCP 10.4/04 Krieg, W. 1999 | Effect of BAS 500 F on the mortality of the earthworm Eisenia foetida. N BAS
1999/10708
GLP- Yes

Unpublished

KCP 10.5 Krieg, W. 1999 | Effect of BF 500-6 and BF 500-7 on the nitrogen turnover in soil. N BAS
1999/11311
GLP- Yes

Unpublished
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Appendix 2 Detailed evaluation of the new studies

Review Comment:

In order to provide sufficient detail, where appropriate, the following studies summaries have been
adapted by the zRMS from the full tests reports provided in the dossier. zZRMS text is highlighted in grey.
The comments on individual studies are provided in grey comment boxes.

A2l KCP 10.1 Effects on birds and other terrestrial vertebrates

A211 KCP10.1.1 Effects on birds

No additional studies were performed.

A211.1 KCP10.1.1.1 Acute oral toxicity

No additional studies were performed.

A2112 KCP 10.1.1.2 Higher tier data on birds

No additional studies were performed.

A212 KCP 10.1.2 Effects on terrestrial vertebrates other than birds

Comments of zZRMS: [The calculation of DTso/DTeo methodology are considered appropriate.

As the error value for all trial is below 15%, the results were considered to be
reliable and suitable for the risk assessment.

The calculation is considered valid and acceptable for regulatory use.
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APPENDIX TO THE AMENDMENT TO FINAL REPORTS 2156539,2156540,215G541,215G6542

F. SUMMARY DATA FROM TRIALS

Magnitude of residue and degradation time (DT50) of pyraclostrobin
in winter wheat (Raw Agricultural Commodity) after one spray
application of CHR/F/PYRA 250 EC in Northern France, Hungary,
Germany and Poland — 2021

1 STUDY OBJECTIVE

The objective of the studies was the determination of residues of pyraclostrabin and residue degradation
time (DT50} in winter wheat after one spray application of CHR/F/PYRA 250 EC.

4 trails was established in :

* Northern France (study number 21SGS39)
+ Hungary (study number 21SGS40)

= Germany (study number 215GS41)

e Poland (study number 215GS42)

Table 1. Identyfication of the field trails

Tral number Study type Country (region) Trail site Zip code

215GS39-01 DCS France (Grand-est) Bourgogne 51110

Hungry (Borsod-Abalj-

Monok H-3905

21SGS40-01 DCS Zemplen)
Ge"“f"_:“’l ‘;3?“ s Fahrdorf 24857

21SGS41-01 DCS olstein)
Poland (Kujawsko- Cerekwlca 88-400

215GS42-01 DCS Pomorskie)

There were one typical for fungicide applications of CHR/F/PYRA 250 EC (batch number
04/2020).The target dose rate of the test item according to study plan was 1,0 I/ha, equivalent
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to 250 g a. s./ha and target water volume 100-400 I/ha according to Good Agricultural Practice.
Applications were performed at BBCH 25 (foliar), only trial 21SGS39 (France) at BBCH 29.

Table 2. Application data

Actual Spray
Application Actual rate Deviation | volume | Treated
number date rate (l/ha) (g a. (%) applied | area (m*)
s./ha) (I/ha)
215G39-01 | 22/03/2021 0,991 247,75 -0,9 247 6 315
0,985 246,25 -1,5 216,7 150
215G40-01 | 30/03/2021 | ) -
0,082 245,50 -1,8 216,0 150
21SG41-01 | 25/03/2021 0,058 239,5 4,2 191,67 360
218G42-01 | 30/03/2021 0,999 249,75 -0,1 299,7 360

According to the study plan there were 11 sampling event.

To determinate degradation time 50, RAC specimens for analyses (whole plants without
roots, minimum weight of samples was 100 g/ > 24 plants) were collected in intervals:

0,2,4,8,12,24,48,72,96,120,144 hours after application

RAC specimens were put in deep freezing conditions at a target temperature

of £-18° C on the day of sampling, within 15 minutes after sampling on dry ice.

All specimens remained deep frozen during storage at the test site.

The field specimens arrived at the Test Site frozen and were stored at < -18°C before analysis. After
removal from the freezer the samples were homogenized with dry ice at Test Site.

Next, there was performed specimen extraction and determination of pyraclostrobin according to the

multi-residue QUEChERS method.

Quantification was performed by use of LC-MS/MS detection. The limit of quantification (LOQ) of the

analytical method was 0.01 mg/kg.

Details of the analytical procedure are described in Section € of the Analytical Phase Reports

DPL/37-40/2021.
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Table 1. Residue concentrations of pyraclostrobin detected in analyzed field samples (Study No.:
215GS39, Trial No.: 215G539-01 Decline Curve Study), Morthern France

o Result
Timing [magikg]
1| oobBA | 20SGS39-01-1 | Wheat(wholeplant| o \auioiioiu | <LoD
without root)
N1 wheat (whole plant
2 | opaa 20SGS39-01-2 without roon | DPL/3TI2021/02T | 16.10
wheat (whole plant
3 | 2HAA 20SGS39-01-3 wthout 1000 | DPL/37/2021/03T | 15.53
01 wheat (whole plant
4 | 4HAA 20SGS39-01-4 wihout roc) DPL/37/2021/04T | 14.62
wheat (whole plant
5 | sHAA 20SGS39-01-5 peighad DPL/37/2021/05T | 11.95
§ wheat (whole plant
6 | 12HAA | 205GS39-01-6 without ooy | DPL/3712021/06T | 10.89
wheat (whole plant
7 | 2anHaA | 20sGs39-01-7 mithoutrooy | DPLIATI2021/07T | 10.75
wheat (whole plant
8 | 48HAA | 205GS39-01-8 without ooy | DPLI3TI2021/08T | 10.64
wheat (whole plant
9 | 72HAA | 205GS39-01-9 othout o0 | DPLISTI2021/08T | 833
10 | 96HAA | 208Gs39-01-10 | Wheat(wholeplant| o nzon0q40r | 559
without root)
11 | 120HAA | 208GS39-01-11 | Wheat(wholeplant| npy 3700011147 | 568
without root)
01 wheat (whole plant
12 | 144 HAA | 205GS39-01-12 without oo | DPL/3TI021/12U | <LOD
13 | 144HAA | 20sGs30-01-13 | Wheat(wholeplant| o inzonoqqar | 628
without root)

DBA — Days Before Application, DAA — Days After Application, HAA — Hours After Application
Residues are not corrected for procedural recoveries;

Calculation based on unrounded values, LOD = 0.003 mg/kg, LOQ = 0.01 mg/kg
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Table 2. Residue concentrations of pyraclostrobin detected in analyzed field samples (Study No.:
215GS40, Trial No.: 215GS40-01 Decline Curve Study), Hungary

N Timing Studly sample code | Type of commodity "-'-"-;I'if:.r[:l*‘-‘ Iraly:”tTI':;N IE
laboratory [mglkg]
1 | oosa | 20scssoor W“ﬁ&"’uht"r'go':)'a"‘ DPL/38/2021/01U | <LOD
2 | 0DAA | 20SGS40-01-2 _Whﬁh(:’u'ﬁﬁof)'a"‘ DPL/38/2021/02T | 16.45
3 | 2HAA | 20SGS40-01-3 W“ﬁ,fh(;”u'}"r'jof)'a“‘ DPLI3E/2021/03T 16.25
4| 4Han | 208Gs40014 W“iﬂ?:h(;"'u“t"r'gof)'a"‘ DPL/38/2021/04T | 16.02
5 | 8HAA | 20SGS40-01-5 w“ﬁh{:’u'}“r'gof)"""‘ DPL/38/2021/05T | 15.93
6 | 12HAA | 20SGS40-01-6 Whﬁg:‘ﬂ"ﬁfof}'a"‘ DPL/38/2021/06T | 1571
7 | 24HAA | 20SGS40-01-7 Whﬁfrf;”u*}"rfn%'a"‘ DPL/38/2021/07T | 14.76
8 | 48HAA | 20SGS40-01-8 W“ﬁﬂﬂfgﬁf}'“‘ DPL/38/2021/08T | 11.68
9 | 72HAA | 20SGS40-01-9 W“ﬁfﬂﬂf{)ﬂa"‘ DPL/38/2021/09T |  7.08
10 | 96HAA | 20SGS40-01-10 W“:ﬂ:ﬁ;"uwgo%'am DPL/38/2021/10T | 3.97
11 | 12048 | 2086540-01-11 W“ﬂ}é;"uht"r'joﬁ’;a“t DPL/38/202111T |  3.67
12 | 144HAA | 20SGS40-01-12 W“ﬁ:ﬁ:ﬂ“f‘gﬂ‘t’;a"f DPL/38/2021/12U | <LOD
13 | 144HAA | 20SGS40-01-13 whﬁ:,f‘o”u";"’rfo‘f}:a“t DPL/38/2021/13T |  3.47

DBA - Days Before Application, DAA — Days After Application, HAA — Hours After Application
Residues are not corrected for procedural recoveries;
Calculation based on unrounded values, LOD = 0.003 mg/kg, LOQ = 0.01 mg/kg
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Table 3. Residue concentrations of pyraclostrobin detected in analyzed field samples (Study No.:

215GS41, Trial No.: 215GS41-01 Decline Curve Study), Germany

Mo Timing Study sample code | Type of commodity nql::.::r: tr;;u;ﬁ:ﬂ' [:1";3::!:]
laboratory L
1 | 0DBA | 20SGS41-01-1 Whﬁmﬂ"r&f}'a”t DPL/39/2021/01U | <LOD
2 | ODAA | 20SGS41-01-2 "““ﬁrf:'hm"r'c'fof]'a“t DPL/39/2021/02T | 19.8
3 | 2HAA | 20SGS41-01-3 W“ﬁ:&;"u'l"r'jo‘t’]'a"t DPL/39/2021/03T |  28.1
4 | 4HAA | 20SGS41-01-4 W“mm"u“t"r‘go‘t’;am DPL/30/2021/04T | 239
5 | BHAA | 20SGS41-01-5 W“f;;f;"’uht"rfo*t’)'a"t DPL/30/2021/05T | 237
6 | 12HAA | 20SGS41-01-6 W“ﬁ:,f:'uht“rfo‘t’)'a"t DPL/39/2021/06T | 8.0
7 | 24HAA | 20SGS41-01-7 W“ﬁ:g;‘u’ﬁ'joﬂ’)'a"‘ DPL/39/2021/07T | 15.2
8 | 48HAA | 20SGS41-01-8 W“fj’i:rf:‘u'}‘:'go’:)'a"t DPL/39/2021/08T | 104
9 | 72HAA | 20SGS41-01-9 W“ﬁ:ﬁ;’u’;“rfo‘:)'a"‘ DPL/39/2021/09T |  10.1
10 | 96HAA | 20SGS41-01-10 Whﬁ:,f:’u'ﬁfo‘;)'a"‘ DPL/39/2021/10T | 5.27
11 | 120HAA | 20SGS41-01-11 W“ﬁzlf:’uht"rfo?;a"‘ DPL/39/2021/11T | 4.82
12 | 144 HAA | 20SGS41-01-12 Whﬁ:,f:uht"rfo‘:)'a"‘ DPL/39/202112U | <LOD
13 | 144 HAA | 205GS41-01-13 thﬁ:rf:' uht"r'su’t’)'a"‘ DPL/39/2021/13T 2.41

DBA — Days Before Application, DAA — Days After Application, HAA — Hours After Application
Residues are not corrected for procedural recoveries;

Calculation based on unrounded values, LOD = 0.003 mag/kg, LOQ = 0.01 ma/kg

Table 4. Residue concentrations of acetamiprid detected in analyzed field samples (Study No.:

215GS542, Trial No.: 215G542-01 Decline Curve Study), Poland

Sample number Result
No Timing Study sample code | Type of commodity given by the [mg/kg]
laboratory gikg
1 | opBA 208GS42-01-1 | Wheat(whole plant | 0y ) 06m05 1010 | < LoD
without root)
e wheat (whole plant
2 0 DAA 205GS42-01-2 without root) DPL/40/2021/02T 14.43
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oy wheat (whole plant
3 | 2HAA 20SGS42-01-3 ot DPL/40/2021/03T | 13.49
4 | 4HAA 205Gsa2-01-4 | Wheat(whole plant | oy 0onori0aT | 14.60
without root) )
A4 wheat (whole plant
5 | sHAA 20SGS42-01-5 ol et DPL/40/2024/05T | 12.23
wheat (whole plant
6 | 12HAA | 208GS42-01-6 wrL DPL/40/2021/06T |  12.16
7 | 24HAA | 20SGS42-017 | Wheat(wholeplant | oo 0o0og07r | 1131
without root)
wheat {whole plant
8 | 48HAA | 205GS42-01-8 el DPL/40/2021/08T |  10.50
9 | 72HAA | 20sGs42-01-9 | Wheat(wholeplant | o ioo0o10eT | 672
without root)
wheat (whole plant
10 | 96HAA | 20SGS42-01-10 ot o DPL/40/202110T | 6.10
11 | 120HAA | 20sGS42-01-11 | Wheat(wholeplant | 5o 060000117 | 540
without root)
wheat (whole plant
12 | 144 HAA | 20SGS42-01-12 o DPL/40/2021/12U | <LOD
wheat (whole plant
13 | 144 HAA | 20SGS42-01-13 oot 1o DPL/40/2021/113T | 3.46

DBA — Days Before Application, DAA — Days After Application, HAA — Hours After Application
Residues are nol corrected for procedural recoveries;
Calculation based on unrounded values, LOD = 0.003 mg/kg, LOQ = 0.01 mg/kg

5 KINETIC EVALUATION

4

On the basis of the obtained pyraclostrobin residues in wheat samples, DTso value was determined.
For this purpose CAKE (Computer Assisted Kinetic Evaluation, version 3.3) program, following single
first-order kinetics (SFO) was used. Residue decay is described by:

—kt dc _
C = Cphe — = —kC
0 dt

C — concentration at time t
Cp — initial concentration
It — rate constant

t —time
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Single first-order kinetics (SFO) is a simple exponential equation with only two parameters. The rate of
the change in pesticide concentration (dC/dt) is at any time directly proportional to the actual
concentration remaining in the system. For SFO kinetics, the time for a decrease in the concentration

by a certain percentage is constant throughout the experiment and independent of the initial
concentration of the pesticide.

The obtained results are summarized in table 5

Table 5. Determined value of DTso

Location Study number Trial number DTse[h] | DTso[days] | Error[%]
Northern France 218GS39 213GS39-01 89.1 37 9.9
Hungary 218GS40 213GS540-01 59.8 2.49 7.19
Germany 215GS41 213G341-01 457 1.90 12.9
Poland 215GS42 21SGS4_2—(; | ;8.7 3.28 5.62

In accordance with the guidance of Work Group on Degradation Kinetics of FOCUS, Single First-Order
(SFO) kinetics is the preferred option to derive degradation endpoints. However, degradation cannot
always be described by SFO kinetics. Sometimes a fast initial decrease in pesticide concentrations is
followed by a slower decline. This is usually referred to as a bi-phasic pattern of pesticide degradation.
In that case, the other model is used, for example FOMC (First-Order Multi-Compartment model) or
Hockey-stick model.

For comparison in the attached documents it was presented results obtained using four different kinetic
models:

- Single First-Order (SFQ)

- First-Order Multi-Compartment (FOMC)
- Double First-Order in Parallel (DFOP)

- Hockey-Stick Model (HS)

The objective of the studies was the determination of residues of pyraclostrobin and residue degradation
time (DT50) in winter wheat after one spray application of CHR/F/PYRA 250 EC in four location
(Northern France, Hungary, Germany, Poland). Obtained DT50 value was between 45.7 h for Germany
and 89.1 h for Northern France.

TRIAL 21SGS39
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Study date: poniedzial.,ek, 27 czerwea 2022
Report generated: poniedzial.,ek, 27 czerwca 2022

Experiment 1 (SFQ)

Model Setup:

Topology: Parent only

Optimiser: [RLS (IRLS Its. 10, IRLS Tol. 1E-05, Max. Its, 100, Tol. 1E-03)
SANN Max Iterations: 10000

Extra Solver Option: Use If Required

Initial Values of Sequence Parameters:

Parameter

Initial Value

Bounds

Fixed

Parent 0

16.1

0 to (unbounded)

k_Parent

0.1

0 to (unbounded)

No

Fit step: Final
Used Extra Solver: No

Reference Table:

Compartment

Name

Parent

pyraclostrobin
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Graphical Summary;

Observations and Fitted Model:
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Initial Values for this Step:
Parameter Initial ¥alue Bounds Fixed
Parent 0 16.1 0 10 (unbounded) No
k_TParent 0.1 0 to (unbounded)y Mo
Estimated Values:
Parameter Valne o Prob. =t Lower Upper Lower Upper
(90%) CI (90%) CI (95%) CI (95%) CT
Parent_0 14,35 06713 MN{A 1312 15.58 12.83 13.87
k_Parent 0.007782 0.001209 6.01E-605 0.005565 0.009998 0.005046 0.011
X
Parameter Error % Deprees of Freedom
All data 9.91 9
Parent —9.91 9
Decay Times:
Compartment DT50 (hours) DT90 {hours)
Parent 8.1 296
Additional Statistics:
Parameter 1, (Obs v Pred) Efficicncy
All data 0.8731 0.8724
Parent 0.8731 0.8724
Parameter Correlation:
Parent 0 k_Parent
Parent 0 | 0.552
k_Parcnt 0.552 1
Observed v. Predicted:
Compartment Parent
Time (hours) Value (me/kg) Predicted Value Residual
0 16.1 14.35 1.75
2 1553 14.13 1.402
4 14,62 13.91 0.7099
8 11.95 13.48 -1,534
12 10.89 13.07 -2.181
24 10,75 11.91 -1.155
43 10.64 9.877 0.7629
72 8.33 £.194 0.1356
96 5.59 6.798 -1208
n
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120 5.68 5.64 0.03974
144 6.28 4,679 1.601

Sequence Creation Information:
Fit generated by CAKE version 3.3 (Release)
running on R version 3.0,0 (2013-04-03)

Experiment 1 (DFOP)

Model Setup:

Topology: Parent only

Optimiser: IRLS (IRLS Its. 10, IRLS Tol. 1E-05, Max. Its. 100, Tol, 1E-05)
SANN Max Iterations: 10000

Extra Solver Option: Use If Required

Initial Values of Sequence Parameters:

Parameter Imitial Value Bounds Fixed
Parent 0 16,1 0 to (unhounded) Mo
l!_Parent 0.1 0 to {(pobounded) No
k2 Parent 0. 0 to (unbounded) Mo
g_Parent 0.5 Otol Ne

Fit step: Final
Used Extra Solver: No

Reference Table:

Compnrtment Name

Parent pyraclostrobin
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Graphical Summary:
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Initial Values for this Step:

Decay Times:

Parameter Initial Value Bounds Fixed
Parent_0 16,1 0 10 {unhounded) No
k1 Parent 01 0 o (unbouonded) Mo
k2 Parent 0.01 0 1o (unbounded} No
o_Parent 0.5 Dol Mo
Estimated Values:
Parameter Value o Prob, =t Lower Upper Lower Upper
(90%) CI {90%) CI (95%) CI (95%) CI
Parent 0 16.57 09469 NI 14.78 18,36 14,33 18.81
ki Parent 0.1911 0.1367 0.1023 -0.0678 .45 -0.132 0.514
k2_Parent 0.005605 0.001353 0.002163 0.003043 0008169 0.002408 0.009
g_Parcut 02701 0.0792 MN/A 012 0.4201 0.08279 0.4587
X
Parameter Ervor % Degrees of Freedom
All data 6,82 7
_T’arcn[ 6,82 7

Compartment DT50 (overall hours) IYT90 (overall hours) k1 DT50 {hours) k2 DTS0 (hours)
Parent 67.5 355 3.63 124
Additional Statistics:
Parameler r, (Obs v Pred) Efficiency
All data 0.9498 0.9498
Parent .9498 0.9498
Parameter Correlation:
Parent 0 k1 Parent k2 Parent g_Parent
Parent 0 ! 04864 0.1387 0.3591
k1_Parent 0.4864 1 0.6251 -0.4698
k2 Parcut 0.1387 0.6251 1 -0.7437
£ _Farent 0.3551 (L4698 -0.7437 1
Observed v. Predicted:
Compartment Parent
Time (hours) Valuc (mpg/kg) Predicted Valne Residual
] 16,1 16,57 -0.47
2 15.53 15.01 0.5165
4 14.62 13.91 0.7099
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B 11.95 12.53 -(.5844

12 10.89 11.76 -0.86596

24 10.75 10,62 0.1321

48 10.64 9,242 1.358

72 8.33 8.078 0.252

B 96 5.59 1.061 -1.471
120 5.68 6172 -0.4921

144 628 5.395 0.8849

Sequence Creation Information:
Fit generaled by CAKE version 3.3 (Release)
running on R version 3.0.0 (2013-04-03)

Experiment 1 (HS)

Model Setup:

Topology: Parent only

Optimiser: IRLS (IRLS Its. 10, IRLS Tol. 1E-05, Max, Its, 100, Tol. 1E-05)
SANN Max Iterations; 10000

Extra Solver Option: Use If Required

Initial Values of Sequence Parameters:

Parameter Initial Value Bounds Fixed
Parent_0 16.1 0 to (unbounded) No
kl1_Parent 01 0 to (unbounded) No
k2 Parent 0.01 0 to (unbounded) Mo
th_Parent Avtomatic 0 to (unbounded) Mo

Fit step: Final
Used Extra Solver: No

Reference Table:

Compartinent Name

Parent pyraclostrobin
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Graphical Summary:

Ohservations and Fitted Model:
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Initial Values for this Step:

Decay Times:

Parameter Initial Value Bounds Fixed
Parent_0) 16.1 0 to (unhounded) Mo
k1 Parent T 0.1 0 to (unbounded) No
k2 Parent 0.01 0 to {unbounded) No
tb_Parcnt 105 0 to (unbounded) Mo
Estimated Values:
Parameter Value " Prob. =t Lower Upper Lower Upper
(90%) CI {90%) CI (95%) CT (95%) CI
Parent_0 16,45 0.7405 N/A 15.05 17.85 14.7 182
k1 0.03668 0.01122 0.006839 0.01543 0.05793 0.01015 0.063
k2 0.005724 9.94E-004 3ASE-004 0.003842 0007607 0.003375 0.008
th 9.516 3213 MNIA 3.428 15.6 1.917 17.11
Xe
Parameter Error Degrees of Freedom
All data 6.09 7
Parent 6.09 7

Compartment TS0 {overall hours) DTS (overall hours) kl DTS0 (hours) k2 DTS0 (hours)
Parent G9.6 351 189 121
Additional Statistics:
Parameter r, (Obs ¥ Pred) Efficiency
All data 0.96 0.6
Parent 096 0.96
Parameter Correlation:
Purent Kl 2 th
Parent_0 1 0.721 00002988 -0.3211
k1 0.721 1 0.0001415 -1, 7468
k2 00002988 0.0001415 1 -0.4242
th -0.3211 -0. 7468 -0.4242 1
Observed v. Predicted:
Compartment Parent
Time (hours) Value (mp/kg) Predicted Value Residual
0 16,1 16.45 -0.3497
2 15,53 15.29 0.2439
4 14.02 14.21 0.4151
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8 11.95 1227 -0.3164
12 10.89 1144 -0.5493
24 10.75 10,68 0.07007
48 10.64 9.309 1.331
72 833 8114 0.216
06 5.59 7.072 -1.482

120 3.68 6.165 -0.4846
144 6.28 5373 0.9068

Sequence Creation Information:
Fit generated by CAKE version 3.3 (Release)
running on R version 3.0.0 (2013-04-03)

Experiment 1 (FOMC)

Model Setup:

Topology: Parent only

Optimiser: IRLS (IRLS Tts. 10, IRLS Tol. 1E-05, Max. Its, 100, Tol. 1E-05)
SANN Max Iterations: 10000

Extra Solver Option: Use If Required

Initial Values of Sequence Parameters:

Parameter Initial Yalue Bounds Fixed
Parent_0) 16.1 0 to (unbounded) Mo
alpha_Parent 0.1 0 to (unboundad) No
beta Parent 0.01 0 to (unbounded) Mo

Fit step: Final
Used Extra Solver: No

Reference Table:

Compartment Mame

Parent pyraclostrobin
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Graphical Summary:
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Initial Values for this Step:

Parameter Initial Yalue Bounds Fixed
Parent 0 16.1 0} to {unbounded) Mo
alpha_Parent 0.1 0 to (unbounded) Mo
beta_Parent 0.01 0 to {unbounded) No
Estimated Values:
Parameter Value [ Prob, =t Linwver Upper Lower Upper
(90%) CI (90%) C1 (95%) CI {95%) CI
Parent_0 16.2 0.9621 NIA 14,41 17,99 13.98 15.42
alpha 03202 01026 NfA 0.1385 05199 0.09269 0.566
betn R.045 6.857 MIA -4.706 208 =7.768 2386
X
Parameter Error % Degrees of Freedom
All data 7.71 8
Parent 1.71 8
Decay Times:
Compartment DTS {howurs) DTID (hours) DT90 / 3.32 (hours)
Parent 58 8.77E+03 2.64EH03
Additional Statistics:
Parameter r, (Obs v Pred) Efficiency
All data 0.,9293 0.9293
Parent 0.9293 092593
Parameter Correlation:
Parent_0 alpha beta
Pavent_0 1 -0.4761 -0.6926
alpha -0.4761 1 09334
heta =0.6926 00,9384 1
Observed v. Predicted:
Compartment Parent
Time (hours) Value (mp/kg) Predicted Yalue Residual
0 16.1 16.2 -0.09945
2 15.53 15.06 0.4723
4 14.62 14.18 0.436
& 11,95 1291 -0.9563
12 10,89 1199 =1.104
24 10.75 10.28 0.472




CHR/F/PYRA 250 EC/ Etiuda 250 EC, Fermata 250 EC
Part B — Section 9 - Core Assessment

ZRMS version

Page 87 /210

48 10.64 8.55 209
72 833 7.604 0.7261
96 559 6975 -1.385
120 3.68 6.514 -0.8344
144 6.28 6.156 0.1238

Sequence Creation Information;
Fit generated by CAKE version 3.3 (Releasc)
running on R version 3.0.0 (2013-04-03)

Report Information;

Report generated by CAKE version 3.3 (Release)
CAKE developed by Tessella Ltd, Abingdon, Oxfordshire, UK, sponsored by Syngenta
Running on .NET version 4.0.30319.42000

TRIAL 21SGS40

CAKE Kinetic Evaluation Report
Study: New Study

Study date: poniedziaL,eh 27 czerwea 2022

Report generated: poniedzial.,ek, 27 czerwea 2022

Experiment 1 (SFO)

Model Setup:

Topology: Parent only
Optimiser: IRLS (IRLS Its. 10, IRLS Tol. 1E-05, Max. Its. 100, Tol. 1E-05)

SANN Max Iterations: 10000
Extra Solver Option: Use If Required

Initial Values of Sequence Parameters:

Paramcter Initial Value Bounds Fixed
Parent_0 16,45 0 to (unbounded) No
k_Parent 0.1 0 to (unbounded) No

Fit step: Final
Used Extra Solver; No
Reference Table:
Compartment Name
Parent pyraclostrobin
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Graphical Summary:

Observations and Fitted Model:
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Initial Values for this Step:

Parameter Initial Value Bounds Fixed
Parent 0 1645 0 to (unbounded) Mo
k_Parent 0.1 0 to {unbounded) No
Estimated Values:
Parameter Value a Prob. > Lower Upper Lower Upper
{90%) CI (90%) Ct (95%) Ci (95%) CI
Parent 0 17.33 0.5475 WA 16.32 1833 16.09 18.56
__k_l"urcnl 0.01159 0.001086 L O4E-006 0.009595 0.01358 0.00913 0.014
X.
Parameter Error % Degrees of Freedom
All data 719 9
Purent 719 9
Decay Times:
Compartment TS0 (howrs) DTH (hours)
Parent 59.8 199
Additional Statistics:
Farameter r, (Obs v Pred) Lificiency
All data 0.9649 0.9644
Parent 0.964% (.9644
Parameter Correlation:
Parent 0 l_Parent
P'avent 0 1 0.5218
k_Parent 0.5218 i
Observed v, Predicted:
Compartment Parent
Time (hours) Yalue (ing/kg) Predicted Value Residual
0 16.45 17.33 (L8757
2 16.25 16.93 -0.6788
4 16.02 16,54 -0.5211
& 1593 15,79 0.138
12 1571 15.08 0.6331
24 14.76 13.12 1.64
48 11.68 9935 1.745
72 7.08 7.524 -0.4435
i 397 5.697 -1.727
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120 3,67 4314 -0,6443
144 347 3.267 0.203

Sequence Creation Information:

Fit generated by CAKE version 3.3 (Release)

running on R version 3.0,0 (2013-04-03)

Experiment 1 (DFOP)

Model Setup:

Topology: Parent only

Optimiser: IRLS (IRLS Its. 10, [RLS Tol. 1E-05, Max. Its. 100, Tol, 1E-05)

SANN Max Tterations: 10000

Extra Solver Option: Use If Required

Initial Values of Sequence Parameters:

Parameter Initial Value Bounds Fixed
Parent_0 16.45 0 to (unbounded) No
kl_Parent 0.1 0 to (unbounded) Mo
k2 Parent 0.01 0 to (unbounded) Mo
g_Parent 0.5 Otol No

Fit step: Final
Used Extra Solver: No
Reference Table:
Compartment Name
Tarent pyraclostrobin
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Graphical Summary:

Observations and Fitted Model:

b2
=

Concentration (mg/kg)

0 20 40 60 80 100 120 140
Time (hours)

W Observalions e Fit

Residuals:
2
3 ; .
E
L]
0.5
] L]
0
20 40 G0 80 100 120 140
05| ]
| |
L]
-
1,5
]

.
Time (hours)



CHR/F/PYRA 250 EC/ Etiuda 250 EC, Fermata 250 EC Page 92 /210
Part B — Section 9 - Core Assessment

ZRMS version

Initial Values for this Step:
Parameter Initial Value Bounds Fixed
Parent 0 16,45 0 to (unbounded) Mo
k1 Parent 0.1 0 to (unbounded) No
k2 Tarent 0.01 0 to {unhounded) Mo
g_Parent 0.5 Otol Mo
Estimated Values:
Parameter Value T Prob, =t Lower Upper (31%) Lower Upper (95%)
(90%) CI CI (95%) CI I
Parent 0 17.33 0.7677 NIA 15.87 18.78 15.51 19.14
k1 Parent 0.01159 4876 0.5 9237 9237 1153 115E+003
k2 Parent 0.0115% 93.09 0.5 -176.4 176.4 -220.1 22011
g_Parent 0,1603 1L6IE-HI03 NI -3092 J.09E+003 -1859 3.36E+003_|
X
Parameter Lrror % Degrees of Frecdom
All data 7.58 7
Parent 7.88 7
Decay Times:
Compartment DT50 (overall hours) DT {overall hours) k1 TS0 (hiours) k2 DTS0 {hours)
Parent 59.8 159 59.8 39.8
Additional Statistics:
Parameter r, (Obs v Pred) Efficicney
All data 0.9649 0.9644
Parent 0.9649 0.9644
Parameter Correlation:
Parent_0 k1_Parent k2 Parent g_Parent
Parent 0 I -0,3452 0.3452 0.1954
k1 _Parent 03452 | -1 0.5689
k2 Parent 0.3452 -1 1 -0.5689
g _Parent N 0.1954 0.5689 -0.5689 1
Observed v. Predicted:
Compariment Parent
Time (hours) Value (mg/kg) Predicted Value Residual
0 16.45 17.33 8757
2 16,25 16.93 -0.6788
4 16,02 16.54 -0.5211
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] 15.93 1579 0.138
12 15.71 15.08 0.6331
24 14.76 13.12 164
48 11.68 9.935 1.745
72 7.08 7.523 -0.4433
96 197 3.697 -1.727
120 1.67 4314 -0.6443
144 347 3.267 0.203

Sequence Creation Information:
Fit generated by CAKE version 3.3 (Release)
running on R version 3.0.0 (2013-04-03)

Experiment 1 (HS)

Model Setup:

Topology: Parent only

Optimiser: IRLS (IRLS Its. 10, IRLS Tol. 1E-05, Max. Its. 100, Tol. 1E-05)
SANN Max Iterations: 10000

Extra Solver Option: Use If Required

Initial Values of Sequence Parameters:

Parameter Luitinl Value Bounds Fixed
Parent 0t 16.45 0 to (unbounded) No
kI_Parent 0.1 0 to (unbounded) Mo
k2 Parent 0.0 0 to (unbounded) No
th_PParent Automatic 0 1o (unhounded) Moy

Fit step: Final
Used Extra Solver: No

Reference Table:

Compartment Name

Parent pyraclostrobin
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Graphical Summary:
Observations and Fitted Model;
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Initial Values for this Step:

Parameter Initial Value Bounds Fixed
arent 0 16.45 0 to (unbounded) No
k1_Parent 0.1 0 to (unbounded) No
k2 Parent o.M 0 to {unbounded) Mo
th_Parent 16.31 0 to (unbounded) Mo
Estimated Values:
Parameter Value T Prob._:- t Lower Upper Lower Upper
(90%) CI (90%) CI (95%) C1 (95%) CI
Parent_0 16.42 0.4003 N/A 15.66 17.18 15,47 17.37
k1 0.004289 0.002215 0.04701 9, 28E-005 0.008486 -0.0009484 0.0l
k2 0.01674 0.001856 2.10E-0035 0.01323 0.02026 0.01236 0.021
th 34,12 7604 NA 19.71 48.52 16,14 52.1
Ke
Parameter Error % Degrees of Freedom
All data 4,15 7
Parent 4,15 7
Decay Times:
Compnrtment DTS0 {overall hours) DTI0 {overall hours) kl DT50 {hours) k2 IS0 (hours)
Parent 66.8 163 162 41.4
Additional Statistics:
Parameter r, (Obs v Pred) Efficiency
All data 0.9905 0.9902
Parent 0.9905 0.9902
Parameter Correlation:
Parent 0 k1 k2 b
Parent 0 1 0.7086 -L10SE-07 0.3134
kL 0.7086 | -2 768E-06 0.6156
k2 -1.105E-07 -2.768E-06 ! 0.6086
th 0.3134 06156 0.6086 1
Observed v. Predicted:
Compartment Parent
Time (hours) Value (mpflg) Predicted Value Residual
0 16,45 16.42 0,0294
2 16.25 16.28 -0.03033
4 16,02 16,14 -0,1213
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8 1593 15.87 0.06332
12 157 15.6 0.1132
24 14.76 14,81 -0.03435
48 11.68 11.24 014373
72 7.08 7.522 -0.4423
96 197 5.033 -1.063
120 3.67 3367 0.3025
144 _ 147 2253 1.217

Sequence Creation Information:
Fit generated by CAKE version 3.3 (Release)
running on R version 3.0.0 (2013-04-03)

Experiment 1 (FOMC)

Model Setup:

Topology: Parent only

Optimiser: IRLS (IRLS Its. 10, IRLS Tol. 1E-05, Max. 1ts. 100, Tol. 1E-05)
SANN Max Iterations: 10000

Extra Solver Option: Use If Required

Initial Values of Sequence Parameters:

Parameter Initial Value Bounds Fixed
- Parent 0 16.45 0 Lo {unbounded) Mo
alpha_Parent 0.1 0 o (unbounded) Mo
heta Parent 0.01 0 to (unbounded) Mo

Fit step: Final

Used Extra Solver: Yes

Reference Table:

Compariment Name

Parent pyraclostrobin
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Graphical Summary:

Observations and Fitted Model:

[
=

Coneentration (mg'kz)

0 -
0 20 40 60 B0 100 120 140
Time (hours)
B Observations e Fit
Residuals:
— 2
% : -
&
£
g
&
L] ]
0
20 40 a0 B0 100 120 140

Time (hours)



CHR/F/PYRA 250 EC/ Etiuda 250 EC, Fermata 250 EC
Part B — Section 9 - Core Assessment

ZRMS version

Page 98 /210

Initial Values for this Step:

Parameter Initial Value Bounds Fined
Parent 0 16,45 0 to {unbounded) Mo
alpha_Parent 0.1 0 te (unbounded) Mo
beta Parent 001 0 to (unbounded) Mo
Estimated Values:
Parameter Value o Prob, =t Lower Upper Lower Upper
(20%) C1 (20%) CI (95%) CI (95%) CI
Parent_0 17.71 0.64 NI 16.52 189 16.23 19.19
alpha 38.97 nd NIA nel nd nd nd
leta 2.93E+003 il NiA nd nd nd nd

Naote: Errors and T-test values could not be calculated hecause the covariance matrix could not be created.

X
Parameter Error % Degrees of Freedom
All data 7.62 2
Parent 7.62 8
Decay Times:
(J;m[lﬂl'lnlclll TS0 (hours) DTI0 (hours)
Parent 527 179
Additional Statisties:
Parameter r, (Obs v Pred) Efficiency
All data 0.9639 {19634
Parent 0.9639 0.9634
Parameter Correlation:
Parent_0 alpha heta
Parent 0 1 nd e
alpha nd i nd
beia nd nd 1
Observed v. Predicted:
Compartment Parent
Time (hours) VYalue (mg/hg) Predicted Value Residual
0 16.45 17.34 -0L8937
2 16.25 16,94 -0.6903
4 16,02 16.55 -(0,5206
8 15.93 15.79 0.1428
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12 15371 15.06 0.6464
24 14.76 13.09 1,669
48 11.68 9.903 17717
72 7.08 7.508 -0.4283
96 397 5.705 -1.735
120 3.67 4345 0.6746
144 347 3.3]\;3_ 0.1545

Sequence Creation Information:
Fit generated by CAKE version 3.3 (Release)
running on R vetsion 3.0.0 (2013-04-03)

Report Information:

Report generated by CAKE version 3.3 (Release)

CAKE developed by Tessella Ltd, Abingdon, Oxfordshire, UK, sponsored by Syngenta
Running on .NET version 4.0.30319.42000

TRIAL 21SGS41

CAKE Kinetic Evaluation Report
Study: New Study

Study date: poniedzial.,ek, 27 czerwea 2022
Report generated: poniedzial.,ek, 27 czerwea 2022

Experiment 1 (SFO)

Medel Setup:

Topology: Parent only

Optimiser: IRLS (IRLS Jts. 10, IRLS Tol, 1E-05, Max. Its. 100, Tol. 1E-05)
SANN Max Iterations: 10000

Extra Solver Option: Use If Required

Initial Values of Sequence Parameters:

Paramcter Initial Value Bounds Fixed

Parent 0 19.8 0 to (unbounded) Mo

I Parent 0.1 0 to (unbounded) No
Fit step: Final
Used Extra Solver: No
Reference Table:

Compartment Name
Parent pyraclostrobin
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Observations and Fitted Model:
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Initial Values for this Step:

Parameter Initial Value Bounds Fixed
Parent_0 19.8 0 to (unbounded) Mo
k_Parent 01 0 to (unbeunded) Mo
Estimated Values:
Parameter Yalue @ Prob, = t Lower Upper Lower Upper
(90%) CI {(90%) CI (95%) CI (95%) CI
Parent_0 24.26 1.328 NIA 21.82 26,69 21.25 27.26
k_Parent 001518 0.002407 6.99E-005 0.01077 0.01959 0.009736 0,021
Xe
Paramcier Error % Degrees of Freedom
All data 12.9 9
Parent 129 e
Decay Times:
Compartment DTS0 (hours) DT (hours)
Parcnt 457 152
Additional Statistics:
‘Parameter r, (Obs v Pred) Efficiency
All data 0.9197 0.9196
Parcit 0.9197 0.9196
Parameter Correlation:
Parent 0 k_Parcnt
Parent_{) 1 0.5136
k Tarent 0.5136 I
Observed v. Predicted:
Compartment Parent
Time (hours) ¥alue (mg/kg) Predicted Value Residual
0 19.8 24,26 -4.458
2 28.1 23,53 4,568
4 239 22.83 1071
8 237 21,48 2216
12 18 20,22 2218
24 152 16,85 -1.651
48 10.4 1171 -1.306
12 10.1 8131 1.969
96 527 5.648 -0.3784
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120

4.82

3924

08963

144

241

2.726

-0.3156

Sequence Creation Information:

Fit generated by CAKE version 3.3 (Relcase)

running on R version 3.0.0 (2013-04-03)

Experiment 1 (DFOP)

Model Setup:
Topology: Parent only

Optimiser: IRLS (IRLS Tts. 10, IRLS Tol. 1E-05, Max. Its. 100, Tol. 1E-05)

SANN Max [terations: 10000
Extra Solver-Option: Use If Required

Initial Values of Sequence Parameters:

Parameter Initial Value Bounds Flxed
Parent 0 19.8 0 to (unbounded) Mo
k1 Parent 0.1 0 to (unbounded) Mo
k2 Parenl 0,01 0 to (unbounded) Mo
g_Parent 0.5 Otol Mo
Fit step: Final
Used Extra Solver: No
Reference Table:
Compartment Name
Farent pyraclostrobin
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Graphical Summary:

Observations and Fitted Model:
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Initial Values for this Step:

Parameter Initial Valoe Rounds Fixed
Parent 0 19.8 0o (unbounded) No
Il_Parent 0.1 0 to (unbounded) No
k2 Parent 0.01 0 to (unbounded) No
g_Parent (] 0ol Mo
Estimated Values:
Parnmeter Value o Prob, >t Lower Upper Lower Upper
{(90%) CI (90%) CI (95%) CI (95%) CI
Parent 0 24,65 2.094 NIA 2068 28.62 19.7 29.6
k1_Parent 0.03627 02338 04406 -0.4068 0.4793 -0.5167 0.589
k2 _Parent 0.01225 0.02609 03265 -0.03719 L06169 -0.04946 0074
g_lParent 0.252 2.3 MNfA -4.88% 5392 6,163 6,667
X
Parameter Error % Degrees of Freedom
All data 14 7
Parent 14 7
Decay Times:
Compariment DTS0 (overall hours) DTI0 (overall hours) lil DTS0 (hours) k2 DTS0 (hours)
Parcnt 42.3 165 191 56.6
Additional Statistics:
Parameter r, (Obs v Pred) Lificieney
All data 09212 09212
Parent 09212 0.9212
Parameter Correlation:
Parent_0 Il _Parent i2_Parent g_Parent
Parent 0 1 0.4946 0.3533 -0.3738
k1 Parvent 04946 1 0.9503 0.977
k2_Parent 0.3535 0.9503 1 -0.991
o Parent -0.3738 -0.977 -0.991 1
Observed v. Predicted:
Compariment Parent
Time (hours) Value (mg/kg) Predicted Value Residual
0 19.8 24,65 -4, 835
2 28.1 377 4,331
4 3.9 2293 0.9706
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8 237 21.37 2336
12 18 19,94 -1.938
24 15.2 16.34 -1.144
4% 10.4 11,33 09316
72 10.1 809 2m
96 527 5.58 -0.6105
120 482 4.32 0.4996
144 241 3194 -0.7839

Sequence Creation Information:
Fit generated by CAKE version 3.3 (Release)
running on R version 3,00 (2013-04-03)

Experiment 1 (HS)

Model Setup:

Topology: Parent only

Optimiser: IRLS (IRLS Its. 10, IRLS Tol. 1E-05, Max. Its. 100, Tol. 1E-05)
SANN Max Iterations: 10000

Extra Solver Option: Use If Required

Initial Values of Sequence Parameters:

Parameter Initinl Value Bounds Fixed
Parent_0 19.8 0 1o (unbounded) No
k1 _Parent 0.1 0 to (unbounded) No
k2 Parent 0,01 0 to {imbounded) No
th_Parent Automatic (o {unhounded) No

Fit step: Final
Used Extra Solver: No

Reference Table:

Compartinent Name

Parent pyraclostrobin
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Graphical Summary:

Observations and Fitted Model:
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Initial Values for this Step:

Parameter Initial Value Bounds Fixed
Parent_ 19.8 { 1o (unbounded) No
._k 1_Parent 0l 0 fo (wnbounded) Mo
k2 _Parent 0.0t 0 lo (unbounded) Mo
th Parent 26,4 0 to {unbounded) Mo
Estimated Values:
Parameter Viilue o Prol. =t Lower Upper Lower Upper
{90%) C1 (90%) 1 {95%,) CI (25%) C1
Parent_{ 239 2.81 MNIA 18.58 2922 17.26 30.54
ki 0.001057 0.08423 0.4952 -0,1585 0.1606 -0,1981 0.2
k2 0.01563 0.002929 5.37E-004 0.0101 0.02119 0.008721 0.023
th B 2013 9311 N/A -15.63 19.65 =20 24.03
X
Parameter Error % Degrees of Freedom
All data 13.5 7
Parent 13.5 7

Decay Times:

Compartment DTS0 {overall hours) DTY0 {overall hours) kI DTS0 (hours) k2 DTS0 (hours) l
Parent 46.2 149 656 443 |

Additional Statistics:

Parameter , (Obs v Pred) Efficiency
All data 09276 0.9273
Parent 092746 0.9273

Parameter Correlation:

Parent 0 Il k2 th
Parent_0 1 0.6623 -7.792E-05 -0.1836
k1 0.6623 I 0.03212 04799
k2 -7.792E-05 0.03212 | 03641
th -0.1836 0.4799 0.3641 [
Observed v, Predicted:
Compartment Parent
Time (hours) Value (mg/kg) Predicted Value Residual
1] 19.8 239 4,101
) 28.1 23,85 4,25
4 239 23,12 07796
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8 21.7 21.72 1.982
12 18 204 2.4
24 152 16.91 -1.708
4 104 11.62 -1.215
72 10,1 1979 2.121
96 527 5.481 02111

120 4,82 3.765 1.035
144 2,41 2.587 -0.1765

Sequence Creation Information;
Fit generated by CAKE version 3.3 (Release)
running on R version 3.0.0 (2013-04-03)

Experiment 1 (FOMC)

Model Setup:

Topology: Parent only

Optimiser: IRLS (IRLS Its. 10, IRLS Tol. 1E-05, Max. Its. 100, Tol, 1E-05)
SANN Max Iterations: 10000

Extra Solver Option: Use If Required

Initial Values of Sequence Parameters:

Parameter Initial Value Bounds Fixed
Parent_0 19.8 0 te {unbounded) Mo
alpha_Parent 0.1 0 o (unbounded) Mo
heta_Parent 0.01 0 1o (unbounded) Mo

Fit step: Final
Used Extra Solver: No

Reference Table:

Compartment Mame

Parcnt pyraclostrobin
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Graphical Summary:

Observations and Fitted Model:
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Initial Values for this Step:

Paramcter Inifinl ¥Value Bounds Fixed
Parent 0 19.8 0 to (unbounded} Mo
alpha_Parent 0.1 0 1o (unbounded) Mo
bela Parent 0.m ) to (unbounded) Mo
Estimated Values:
Paramecter Value ] Prob, >t Lower Upper (20%:) Lower Upper (95%)
(M%) C1 Cl (95%) C1 CI
Parent 0 24 58 1,692 NIA 21.44 21.73 20.68 28.48
alpha 4,72 1334 NIA -20.09 29.53 -26.05 35.49
beta 2089 869.3 NIA 1348 1.89E+003 -1736 227E4003
L.
Parameter Error % Degrees of Freedom
All data 13.4 8
Parcnt 13.4 3
Decay Times:
Compartment DTS (hours) DT (hours)
Parcnt 42,5 169
Additional Statistics:
Parameter r, (Obs v Pred) Lfliciency
All data 0.9200 0.9209
Parent 0.9209 0.9209
Parameter Correlation:
Tarent 0 nlpha beta
Parent 0 1 -0.5093 -0.3335
alpha -0.53093 1 0.9984
beta -0.5355 0.9984 i
Observed v. Predicted:
Compartment Parent
Time (hours) Vilue (me/kg) Predicted Value Residunl
] 19.8 24,58 -4.781
2 28.1 23.74 4,364
4 239 22,93 09739
8 23.7 21.4 2,296
12 18 20 2,003
24 152 16,42 -1.219
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48 104 132 -0.921
72 10,1 B.021 2,079
96 5.27 5.818 -0.5477
120 4.82 4307 0,5131
144 241 1246 -0.8364

Sequence Creation Information:

Fit generated by CAKE version 3.3 (Release)

running on R version 3.0.0 (2013-04-03)

Report Tnformation:

Report generated by CAKE version 3.3 (Release)

CAKE developed by Tessella Ltd, Abingdon, Oxfordshire, UK, sponsored by Syngenta
Running on NET version 4,0.30319.42000

TRIAL 21SGS42

CAKE Kinetic Evaluation Report
Study: New Study

Study date: poniedziaf.,ek, 27 czerwea 2022
Report generated: poniedzial.,ek, 27 czerwea 2022

Experiment 1 (SFO)

Model Setup:
Topology: Parent only

Optimiser: IRLS (IRLS T

SANN Max Iterations: 10000
Extra Solver Option: Use If Required

ts. 10, IRLS Tol. 1E-05, Max. Its. 100, Tol. 1E-05)

Initial Values of Sequence Parameters:

Paramcter Initial Value Bounds Tixed

Parent 1443 0 to (unbounded) No

k Parent 0.1 0 to (unbounded) Mo
Fit step: Final
Used Exira Solver: No
Reference Table:

Compartment Mame
pyraclostrobin

Parent
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Graphical Summary:

Observations and Fitted Model:
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Initial Values for this Step:

[_ Parameter

Initial Value onnds Fixed
Parent_0 14.43 ( to {unbounded) o
k_Parent L8] 0 to (unbounded) Mo
Estimated Values:
Parnmeter Value o Prob. >t Lower Upper Lower Upper
(90%) CI {90%]) C1 95%) CI {95%) C1
Parenl 0 14.11 .3592 NIA 1345 14.77 13.3 14,93
k_Parcnt 0.008804 THE-004 296E-007 0.0075 0.01011 0.007195 0.01
.
Parameter Error % Degrees of Freedom
Al dala 552 9
\_Parcnt 5.52 o I
Decay Times:
Comparbnent DTE0 (hours) DTI0 (hours)
Parent 787 262
Additional Statistics:
Parameter r, (Obs v Pred) Efficiency
All data 0.9666 0.9666
Parent 0.9666 0.9666
Parameter Correlation:
Parent 0 k_Parent
Farent 0 t 0.5414
k_I"arent 0.5414 ]
Observed v. Predicted:
Compartment Parent
Time (hours) Value (me/kg) Predicted Value Residual
0 14.43 14.11 0.3179
2 13.49 13.47 -0.3758
4 14.69 13.62 1.066
B 12.23 13.15 00224
i 12 12,16 12.7 0.5373
24 1131 11.42 -0.1143
48 10.5 9.248 1.252
72 6.72 7.487 -0.7669
96 6.1 6.061 0.03909
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Sequence Creation Information:

Fit generated by CAKE version 3.3 (Release)

running on R version 3.0,0 (2013-04-03)

Experiment 1 (DFOP)

Model Setup:

Topology: Parent only

Optimiser: IRLS (IRLS Its. 10, IRLS Tol. 1E-05, Max. Its, 100, Tol. 1E-

SANN Max [teralions: 10000
Extra Solver Option: Use If Required

Initial Values of Sequence Parameters:

Parameter Initial ¥alue Bounds Fixed —|
Parent 0 14.43 0 to {unbounded) No
k1_Parent 0.1 0 to (unbounded) Mo
k2 Parent 0.01 0 to (unbounded) No
g Parent 0.5 Dtol Mo
Fit step: Final
Used Extra Solver: No
Reference Table:
Compartment Name 1

Parent l

pyraclostrobin




CHR/F/PYRA 250 EC/ Etiuda 250 EC, Fermata 250 EC
Part B — Section 9 - Core Assessment
ZRMS version

Page 115/210

Graphical Summary:

Observations and Fitted Model:
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Initial Values for this Step:

Decay Times:

Parameter Initial Yalue Bounds Fixed
Parent 0 14.43 0 to (unbounded) No
k1 Parent 0.1 0 1o (unbounded) Mo
k2 Parcnt 0.01 0 o (unbounded) Mo
g_[larent 0.5 Otol Mo
Estimated Values:
Parameter Virlue o Prob, = & Lower Upper Lower Upper
(90%) CT (90%) CI {95%) CI (95%) CI
Parent 0 14,42 0.8123 NIA 12.88 15.90 12.5 16,35
I k!_Parent 0.2557 1.162 n.4181 -2.002 2514 -2.562 3.074
k2 Parent 0.008549 0.001134 6.66E-005 0.0064 0.0107 0.005867 0.011
g Parent 0.03935 0.07974 NiA 00116 01906 -0.1491 0.228
Ko
Parsmeter Error % Degrees of Frecdom
All data 5.94 7
Parent 594 7

Compartment

DTS0 {overall hours)

DT (overall hours)

k1 TS50 (hours)

12 TS0 (hours) l

Parent 76.4 265 27 81.1 ‘
Additional Statistics:
Parameter r, (Obs v Pred) TAficiency
All data 0.9678 0.9678
Parent 0.9678 09678
Parameter Correlation:
Parent 0 ki Farent k2_Parent g_Parent
Parent 0 1 0.4496 0.1089 00,5498
ki _Parent 0.4496 1 0.5659 -0.3296
K2 Parent 0.108% 0.5659 1 -0.6103
g_Parent 0.5498 -0.3296 -0.6103 1
Observed v. Predicted:
Compartment Parent
Time (hours) Yalue (mg/kg) Predicted Value Residual
] 14.43 14.42 0.006269
2 13.49 13.96 -0.4708
+ 14.69 13.59 1.097
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8 12.23 13.01 -D.'?!!I_S'—l
12 12,16 12,53 -0,3697
24 1131 11.29 (102463
48 10.5 9191 1309
72 672 7486 -0.766
06 6.1 6.097 0.00262

120 5.4 4,966 04337
144 3.46 4.045 -0.5851

Sequence Creation [nformation:
Fit generated by CAKE version 3.3 (Release)
running on R version 3.0.0 (2013-04-03)

Experiment 1 (HS)
Model Sctup:

Topology: Parent only

Optimiser; IRLS (IRLS Its. 10, IRLS Tol. 1E-05, Max. Its. 100, Tol. 1E-05)
SANN Max Iterations: 10000

Extra Solver Option: Use If Required

Initial Values of Sequence Parameters:

Tarameter Initial Value Bounds Fixed
Parent_{) 14.43 0 to {unbounded) Mo
k1 Parent 0.1 0 to (unbounded) No
k2_Parent 0.01 0 to (nabounded) Mo
th_Parent Automatic 0 to (unbounded) Mo

Fit step: Final
Used Extra Solver: No

Reference Table:

Compartment Name

Parent pyraclostrobin
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Graphical Summary:

Observations and Fitted Model:
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Initial Yalues for this Step:

Paramecter Initial Vilue Bounds Fixed
Parent (1 14.43 1) to (unbounded) No
k1_Parent 0.1 0to (lll;lHJllndDd] No
k2 Parent 0.0 0 to (unbounded) Mo
th_Parcnt 3.7 0 to (unbounded) HNo
Estimated Values:
Parameter Value o Prob. =t Lower Upper Lower Upper
(90%) CI {90%) C1 (95%) CI (95%) C1
Parent_) 14.48 04979 A 13,54 15.42 12.3 15.66
k1 0.41466 0.002189 1.39E-004 0.01051 00188 (00948 D.02
k2 0.008468 0.001064 4 T2E-005 0.006452 001044 0.005952 o.011
th B.O14 13.36 NIA -17.29 3332 -23.57 39.6
X
Parnmeter Error % Degrees of Freedom
All data 5.81 7
Parcnt 581 7
Decay Times:
Compartment DTS0 (overall hours) DT20 {overall hours) k1 DTS0 (hours) k2 DT50 (hours)
| Parent 76 266 473 81.9
Additional Statistics:
Parameter r, (Obs v Pred) Lificicney
All data 09692 0.9691
Parent 0.9692 1.9691
Parameter Correlation:
Parvent 0 [ k2 th
Parent_0 | 0.4252 <0137 0.5427
ki 0.4252 1 -0.2159 0.9765
k2 -0.137 -0.2159 1 -(1,332
th 0.5427 09765 0,332 1
Observed v. Predicted:
Compartment Parent
Time (honrs) Value (mg/kg) Predicted Value Residual
0 - 1443 14.48 -0,05006
2 13,49 14.06 -0.5718
4 14.69 13.66 1.034
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g 12.23 12,48 -0.6491
12 12.16 1245 -D.2882
4 11.31 11,25 0.06468
48 10.5 0.177 1.323
77 6.72 7489 -0.7692
96 6.1 6,112 -0.01178
120 54 4,988 04123
144 A6 4.07 -0.6104
Sequence Creation Information:
Fit generated by CAKLE version 3.3 (Relcase)
running on R version 3.0,0 (2013-04-03)
Experiment 1 (FOMC)
Model Setup:
Topology: Parent only
Optimiser: IRLS (IRLS Its. 10, IRLS Tol. 1E-05, Max. Its. 100, Tol. 1E-05)
SANN Max Iterations: 10000
Extra Solver Option: Use If Required
Initial Values of Sequence Parameters:
Parameter Initial Value Bounds Fixed
Parent 0 14,43 0 to {inbounded) N
alpha_Parent 0.1 0 1o (unbounded) Mo
beta Parent 0.01 0 o (urbounded) Mo
Fit step: Final
Used Extra Solver: Yes
Reference Table:
‘ Compartment Name ‘1
| Parent pyracleslmhin_'
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Graphical Summary:

Observations and Fitted Model:
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Initial Values for this Step:

Parameter [nitial Yalue Bounds Fixed
Parent 0 14.43 1 to (nnbounded}) Mo
alpha_PParent 0.1 0 to (unbounded) No
beta_Parent 0.0l 0 to (unhounded) Mo
Estimated Values:
arameter Valac o Prob, >t Lower Upper Lower Upper
{90%) CI (90%) €1 (95%) CI (95%) CI
Parent (0 14.46 0.4136 M/A 13.69 15.23 13.51 15.41
alpha 8.549 nd A nd nd nd nd
beta 840 nd N/A nd nd nd nd

Note: Errors and T-test values could not be caleulated because the covariance matrix could not be created.

L
Parameter Error % Degrees of Freedom
All data 5.84 B
Parent 5.84 8
Decay Times:
Compartment DTS0 (hiours) DTI0 {hours)
Parent 71 260
Additional Statistics:
Parameter r, (Obs v Pred) Efficiency
All data 0.9657 0.9657
Parent 0.9657 0.9657
Parameter Correlation:
Parent alpha beta
Parent 0 1 ek nd
alpha nd 1 nd
hieta nd nd 1
Observed v. Predicted:
Compartment Parent
Time (hours) Value {(mg/ke) Predicted Value Residual
0 1443 14.17 0.20626
2 13.49 13.91 -0.4151
4 14.69 13.65 1.042
8 12.23 13.15 -0.9207
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— 12 llll:)- I 12.67 -0.5134
- 24 131 11.36 0.04465

n 48 105 9156 O iam
j 7 672 | 7425 07081
- % | 6.1 | 6.054 " 0.04556
120 54 ) 4,962 0.4376

144 346 40w 06274

Sequence Creation Information:
Fit generated by CAKE version 3.3 (Release)
running on R version 3.0,0 (2013-04-03)

Report Information:

Report generated by CAKE version 3.3 (Release)

CAKE developed by Tessella Ltd, Abingdon, Oxfordshire, UK, sponsored by Syngenta
Running on .NET version 4.0.30319.4 2000

A2121 KCP 10.1.2.1 Acute oral toxicity to mammals

No additional studies were performed.

A2122 KCP 10.1.2.2 Higher tier data on mammals

No additional studies were performed.

A213 KCP 10.1.3 Effects on other terrestrial vertebrate wildlife (reptiles
and amphibians)

No additional studies were performed.
A22 KCP 10.2 Effects on aquatic organisms

A221 KCP 10.2.1 Acute toxicity to fish, aquatic invertebrates, or effects on
aquatic algae and macrophytes

A22111 Study 1

Comments of zZRMS: The study was conducted to OECD guideline 201 and according to the
principles of GLP. No deviations to the guideline were noted. All validity,
criteria were met.

The study is considered to be reliable and suitable for the risk assessment.
The results refer to nominal concentrations of formulation.

Reference: KCP 10.2/01

Report Pyraclostrobin 250 EC (CHR/F/PYRA 250 EC) Raphidocelis subcapitata
SAG 61.81 (formerly Pseudokirchneriella subcapitata), Growth inhibition
test, M. Czarnecka; Institute of Industrial Organic Chemistry Branch
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Pszczyna Department of Ecotoxicology, Pszczyna, Poland; STUDY CODE:

W-24-20
Guideline(s): OECD Guideline No. 201 (2006)
Deviations: No
GLP: Yes
Acceptability: Yes
Duplication No
(if vertebrate study)
Materials and methods
Test Item: Pyraclostrobin 250 EC (CHR/F/PYRA 250 EC); batch no. 04/2020, the

(determined) content of pyraclostrobin: 256.6 g/L; density at 20°C: 1.0623
g/cm3; manufacturing
date: April 23, 2020, expiry date: April 23, 2022.

Test Species: The unicellular freshwater green algae, Raphidocelis subcapitata (formerly
Pseudokirchneriella subcapitata (Korshikov) Hindak, Selenastrum
capricornutum Prinz) SAG 61.81 cultivated at the Lukasiewicz Research
Network — Institute of Industrial Organic Chemistry Branch Pszczyna,
Department of Ecotoxicological Studies, Laboratory of Aquatic Organisms
Toxicology. The algae were obtained from the Culture Collection of Algae at
Gottingen University, Germany.

Test Design: 72 hours of exposure; three replicates per each test item concentration; six
replicates per control; a background for each treatment; initial algal cell
density: 1 x 10* cells/mL..

Endpoints: ErC50/72 h, EyC50/72 h, NOEC/72 h, LOEC/72 h.
Test Concentration: 10, 4, 1.6, 0.64, 0.256 mg/L plus the control.

Test Conditions: Temperature: 22.0 — 22.8°C; pH of the control: 7.55 — 8.21;
mean light intensity: 6193 — 6400 lux; constant illumination
and shaking; medium: AAP.

Results and discussion

The endpoint values based on nominal test item concentrations are given below:
The ErC50/72 h value is 2.68 mg/L (95% confidence interval: 2.45 — 2.92).

The EyC50/72 h value is 1.20 mg/L (95% confidence interval: 0.99 — 1.46).
The LOEC/72 h value for yield is lower than or equal to 0.256 mg/L.

The NOEC/72 h value for yield is lower than 0.256 mg/L.

Preliminary test (non-GLP)

The recorded temperature was in the range of 20.8 — 22.8°C. The mean light intensity was in the range of
6185 — 6220 lux. The pH values were in the ranges of 7.27 — 7.33 at exposure initiation and 7.89 — 8.32 at
exposure termination.
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HD"-'i:__';?ll]tESt pH values® at pH values® at
_ exposure exposure
concentration o ) .
initiation termination
[mg/L]
Control 7.323 8.32
0.1 7.27 8.10
1.0 7.28 8.02
10 7.27 7.89

The average transmittance values were between 93.9 — 99.9% at exposure initiation and 98.8 — 100.8% at
exposure termination when compared with the control [SOP/W/12]. No growth rate inhibition was
observed in the test item concentrations of 0.1 mg/L. The growth rate inhibition after 72 hours of
exposure was 3.17% and 80.60% in the test item concentrations of 1.0 and 10 mg/L, respectively. No
yield inhibition was observed in the test item concentrations of 0.1 mg/L. The yield inhibition after 72

hours of exposure was 14.66% and 98.08% in the test item concentrations of 1.0 and 10 mg/L,
respectively. The inhibition of growth rate and yield estimated in comparison to the control after 72 hours
of exposure are given.

Nominal test item | %0 inhibition after %% inhibition after
concentration 72 h of exposure 72 h of exposure
[mg/L] {growth rate) (yield)
Control 0.0 0.0
0.1 -3.49% -13.90%
1.0 3.17 14.66
10 80.60 S98.08

Definitive test

Morphology observations of the algae cells were performed at exposure termination. In the test item

concentrations of 0.256, 0.64, 1.6, and 4 mg/L, no differences in shape, size and colour of algal cells were
reported as compared to the algae cells in the control. In the test item concentration of 10 mg/L, deformed
cells were observed as compared to the algae cells in the control.

Mominal test
ftem . Observations
concentration
[mg/L]
Control Normal colour, shape and size of the algal cells
0.256 No changes
0.64 No changes
1.6 No changes
4 No changes
i0 Deformed cells
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The average transmittance values were in the range of 93.0 — 100.0% at exposure initiation and in the
range of 99.9 — 100.4% at exposure termination when compared with the control.

Mominal test Mean transmittance [%o]
item

concentration at exposure at exposure
[mg/L] initiation termination

Control 100.0 100.0

0.256 100.0 100.0

0.64 99.5 100.4

1.6 95.4 100.1

4 98.9 100.0

10 93.0 99.9

Hence, the indirect method was adequate to determine the number of algal cells. The average specific
growth rates and yield were calculated based on the numbers of cells recalculated from absorbance values
measured at 24, 48 and 72 h for the cel number based on the standard curve. Absorbance values
recalculated for algal cell density are presented in the table below.
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Average ahsorh_anl:e Algal cell density [x10%

Nominal test measured_durlng cells/mL] recalculated
item Exposure in each according to the standard

concentration replicate, background curve formula*
[mg/L] values subtracted

24 h 48 h 72 h 24 h 48 h 72 h

0.020 D0.092 0.421 0.054 0.248 1.133

0.020 0.094 0.429 0.054 0.253 1.155

Control 0.018 0.085 0.390 0.048 0.229 1.050
0.022 0.091 0.422 0.059 0.245 1.136

0.018 0.070 0.360 0.048 0.158 0.969

0.019 0.071 0.340 0.051 0.191 0.915

mean 0.020 0.084 0.394 0.052 0.226 1.060
standard deviation 0.002 0.011 0.037 0.004 0.029 0.100
0.016 0.076 0.360 0.043 0.205 0.969

0.256 0.013 0.063 0.300 0.035 0.170 0.808
0.014 0.071 0.340 0.038 0.191 0.915

mean 0.014 0.070 0.333 0.039 0.189 0.897
standard deviation 0.002 0.007 0.031 0.004 0.018 0.082
0.018 0.065 0.294 0.048 0.175 0.791

0.64 0.016 0.059 0.280 0.043 0.159 0.754

0.015 0.064 0.310 0.040 0.172 0.834

mean 0.016 0.063 0.295 0.044 0.169 0.793
standard deviation 0.002 0.003 0.015 0.004 0.002 0,040
0.017 0.047 0.206 0.046 0.127 0.555

1.6 0.015 0.042 0.170 0.040 0.113 0.458

0.010 0.037 0.172 0.027 0.100 0.463

mean 0.014 0.042 0.183 0.038 0.113 0.492
standard deviation | 0.004 0.005 0.020 0.010 0.014 0.055
0.009 0.007 0.017 0.024 0.019 0.046

4 0.007 0.007 0.007 0.019 0.019 0.019

0.007 0.003 0.010 0.019 0.008 0.027

mean 0.008 0.006 0.011 0.021 0.015 0.031
standard deviation 0.001 0.002 0.005 0.003 0.006 0.014
0.004 0.003 0.001 0.011 0.008 0.003

10 0.004 0.001 0.002 0.011 0.003 0.005

0.005 0.001 0.000 0.013 0.003 0.000

mean 0.004 0.002 0.001 0.012 0.005 0.003
standard deviation 0.001 0.001 0.001 0.001 | 0.003 | 0.003

The average section-by-section specific growth rates and yield calculated for the whole exposure are
provided in the table below.
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Nominal test item : & Yield**
e teation Growth rate® [10° cells/mL] [10° cells/mL]
[mg/L] 0-24h | 24-48h | 48-72h | 0-72h 72 h
1.686 1.524 1.519 1.577 1.123
1.686 1.544 1.518 1.583 1.145
Control 1.569 1.563 1.523 1.551 1.040
1.775 1.424 1.534 1.578 1.126
1.569 1.365 1.640 1.525 0.959
1.629 1.320 1.567 1.505 0.205
mean 1.652 1.457 1.550 1.553 1.050
standard deviation 0.080 0,101 0.048 0.032 0.100
1.459 1.562 1.553 1.525 0.959
0.256 1.253 1,580 1,559 1.464 0.798
1.335 1.615 1.567 1.505 0.205
mean 1.349 1.586 1.560 1.498 0.887
standard deviation 0.104 0.027 0.007 0.031 0.082
1.569 1.294 1.509 1.457 0.781
0.64 1.459 1,308 1,556 1.441 0.744
1.386 1.459 1.579 1.475 0.824
mean 1.471 1.353 1.548 1.457 0.783
standard deviation a.092 0.091 0.036 0.017 0.040
1.526 1.016 1.475 1.339 0.545
1.6 1.386 1.039 1.399 1.275 0.445
0.993 1,309 1.533 1.278 0.453
mean 1.302 1.121 1.469 1.297 0.482
standard deviation 0.276 0.163 0.067 0.036 0.055
0.875 n.d. 0.854 0.509 0.036
4 0.642 0.000 0.000 0.214 0.009
0.642 m.d. 1.216 0.331 0.017
mean 0.720 n.d. 0.700 0.351 0.021
standard deviation 0.135 n.d. 0.629 0.148 0.014
0.095 n.d. m.d. n.d. n.d.
10 0.095 n.d. 0.511 n.d. n.d.
0.262 n.d. m.d. n.d. n.d.
mean 0.151 n.d. n.d. n.d. n.d.
standard deviation 0.096 n.d. n.d. n.d. n.d.

The relationship between the inhibition of growth rate and the nominal test item concentrations at 72 h is
provided in the table below.

”“"‘i:é?]'lt“t [%] inhibition after | [%] inhibition
concentration 72 h of exposure after 72 h of
[ma/L] {growth rate) exposure (yield)
Control 0.0 0.0
0.256 3.5 15.5
0.64 6.2 25.4
1.6 16.5 54.1
4 77.4 58.0
10 130.0% 100.7%
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Results of chemical determinations

The concentrations of pyraclostrobin were determined using with the validated high performance liquid

chromatographic method with DAD detection [SOP/C/164]. Samples of each treatment were collected at
exposure initiation and at exposure termination. At exposure initiation, the determined concentrations of
pyraclostrobin were in the range of 99.0 — 116.6% of the nominal concentration. The results confirm that

the test item concentrations were prepared correctly. At exposure termination, the determined

concentrations of pyraclostrobin were in the range of 82.9 — 92.7% of the nominal concentration.

Therefore, the concentrations of pyraclostrobin were stable under test conditions.

Average determined concentration of pyraclostrobin
Nominal test Mominal (n=3) in samples collected
item concentration
_ of at o
Vo | of at exposure %o ] of
concentration pyraclostrobin| exposure [ u]. post [ ]
[mg/L] L nominal termination nominal
[mg/L] initiation concentration [mag/L] concentration
[mag/L] 9
Control - < LoD - < LoD -
0.256 0.062 0.0637 102.7 0.0572 92.3
0.564 0,135 0.1533 53.0 0.1285 82.9
1.6 0.387 0.4063 105.0 0.3587 92.7
| 0.966 1.045 108.2 0.887 51.8
10 2.416 2.815 116.6 2.125 88.0
Endpoint value
The endpoint values are presented in the tables below.
Endpoint value Time of exposure:
[mag/L] 24 h 48 h 72 h
E.C 3.22 2.33 2.68
s (2.36 — 4.43) (2.07 - 2.65) (2.45 - 2.92)
EC 1.34 1.52 1.70
s (0.67 - 1.30) (1.25 - 1.74) (1.47 - 1.90)
E 0.85 1.22 1.34
Lo (0.32 - 1.33) (0.94 - 1.44) (1.11 - 1.55)
LOEC =0.256 =0.256 n.d.
NOEC <0.256 <0.256 n.d.
Endpoint value Time of exposure:
[ma/L] 24 h 48 h 72 h
E.C 1.70 1.21 1.20
¥-50 (0,96 - 3.03) (0,97 - 1.50) (0,99 - 1.46)
EC 0.44 0.49 0.52
¥-20 {0.10- 0.81) (0.32 - 0.65) (0,36 - 0.567)
E.C 0.21 0.31 0.34
y-10 (0.03 - 0.48) (0,17 - 0.44) (0,20 - 0.46)
LOEC =0.256 =0.256 =0.256
NOEC <0.256 =0.256 <0.256
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Test validity criteria

In the definitive test, the following validity criteria specified in the OECD Guideline No. 201 (2006) were
met:

- the biomass in the control increased by a factor of 106.0 within the 72-hour test period (criterion: at least
a 16-fold growth),

- the coefficient of variation of the mean specific growth rate after the 72-hour test period (exposure
initiation — exposure termination) in the control culture was 2.1% (criterion: it must not exceed 7%),

- the mean coefficient of variation for the section-by-section growth rate in the control culture was 7.5%
(criterion: it must not exceed 35%).

A22112 Study 2

Comments of zZRMS: The study was conducted to OECD guideline 202 and according to the
principles of GLP. No deviations to the guideline were noted. All validity,
criteria were met.

The study is considered to be reliable and suitable for the risk assessment.
The results refer to nominal concentrations of formulation.

Reference: KCP 10.2/02

Report Pyraclostrobin 250 EC (CHR/F/PYRA 250 EC), Daphnia magna, Acute
Immobilisation Test, M. Czarnecka; Institute of Industrial Organic
Chemistry Branch Pszczyna Department of Ecotoxicology, Pszczyna,
Poland; STUDY CODE: W-23-20

Guideline(s): OECD Guideline No. 202 (2004)
Deviations: No
GLP: Yes
Acceptability: Yes
Duplication No

(if vertebrate study)

Materials and methods

Test Item: Pyraclostrobin 250 EC (CHR/F/PYRA 250 EC); batch no.
04/2020, the (determined) content of pyraclostrobin:
256.6 g/L; density at 20°C: 1.0623 g/cm?; manufacturing date:
April 23, 2020, expiry date: April 23, 2022.

Test Species: Daphnia magna Straus (< 24 h old at exposure initiation); not
first brood progeny; neonates collected from a laboratory
culture cultivated at the Lukasiewicz Research Network —
Institute of Industrial Organic Chemistry Branch Pszczyna.

Test Design: Semi-static test (48 h of exposure with renewal after 24h);
4 replicates per each test item concentration and the control;
5 Daphnia magna in each replicate.

Endpoints: EC50/48 h, NOEC/48 h, and LOEC/48 h.

Test Concentration: 1.0, 0.5, 0.25, 0.125, 0.063, 0.031, 0.016, and 0.008 mg/L
plus the control.
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Test Conditions: Temperature: 20.5 — 21.2°C; pH of the control: 7.53 — 8.07;
dissolved oxygen concentration in the control: 8.5 - 9.4 mg/L;
daily cycle 16 h light : 8 h dark; fluorescent light source; no
feeding; no aeration; medium: Elendt M7.

Results and discussion

The endpoint values based on nominal test item concentrations are given below:

The ECs0/48 h value is 0.177 mg/L (95% confidence interval: 0.149 — 0.210).

The LOEC/48 h is 0.125 mg/L

The NOEC/48 h is 0.063 mg/L

Preliminary test (non—-GLP)

In the test, the recorded temperature was in a range of 20.3 — 21.8°C. The pH values measured in the test
item concentrations and the control were in the range of 7.42 — 7.51 at exposure initiation and in the range
of 7.49 — 7.57 at exposure termination. The measured dissolved oxygen concentrations in the test item
concentrations and the control were 8.8 mg/L at exposure initiation and in the range of 8.1 — 8.5 mg/L at
exposure termination (Table 4).

Table 4. Immobilisation of Daphnia magna, preliminary test (non-GLP)

Number of immobilised Daphnia magna Total of
Nominal test . o
item Number of 24 h 48 h immobilised
concentration Daphnia Daphf}:; :]nagna
[mg/L] magna Replicates 0
A B C D A B C D 24 h 48 h
Control 20 1 0 0 0 1 0 0 0 5 5
0.01 20 0 0 0 0 0 0 0 0 0 0
0.1 20 0 0 2 0 1 1 2 3 10 35
1.0 20 5 5 5 5 5 5 5 5 100 100

Time of exposure: 28.05.2020 - 30.05.2020

In the preliminary test, in the test item concentration of 0.01 mg/L, no immobilisation of Daphnia magna
was observed during exposure. At exposure termination, in the control, the immobilisation of Daphnia
magna was 5%, whereas in the test item concentrations of 0.1 and 1.0 mg/L, the immobilisation of
Daphnia magna was 35 and 100%, respectively (Table 5).

Table 5. Concentration and stability of pyraclostrobin, preliminary test (non-GLP)

Average determined concentration of pyraclostrobin (n=3)

Nominal in samples collected [mg/L]
test item
concentration at . ) )
[mg/L] exposure | Yo of nominal | after 24 h of | % of nominal | at exposure | % of nominal
ini?iaﬂon concentration exposure concentration | termination | concentration
Control <LoD - <LoD - <LoD -
0.1 0.1045 104.5 0.0941 94.1 0.0843 84.3

Definitive test

The measured pH values were in the ranges of 7.70 — 8.04 in fresh test item concentrations and the
control at exposure initiation and during the renewal, and in the range of 7.53 — 8.07 in spent test item
concentrations and the control at exposure termination and during the renewal. The measured dissolved
oxygen concentrations were in the ranges of 8.9 — 9.5 mg/L in fresh test item concentrations and the
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control at exposure initiation and during the renewal, and in the range of 8.3 — 9.0 mg/L in spent test item
conce trations and the control at exposure termination and during the renewal (Table 6).

Table 6. pH values and dissolved oxygen concentrations, definitive test

pH values Dissolved oxygen concentrations [mg/L]
Nominal test at at
item ) exposure after 24 h of | at exposure exposure after 24 h of at exposure
concentration o exposure termination | . .o . exposure termination
initiation initiation
[mg/L]
fresh® | spent’ | fresh® spent’ fresh® spent” | fresh® spent’
Control 7.71 8.07 8.01 7.53 9.1 8.5 9.4 9.0
0.008 7.73 8.05 8.04 7.61 9.0 8.6 9.3 8.9
0.016 7.70 8.07 8.04 7.64 8.9 8.3 9.3 9.0
0.031 7.71 8.04 8.01 7.66 9.3 8.5 9.3 8.9
0.063 7.72 8.07 8.00 7.66 9.1 8.3 9.5 9.0
0.125 7.73 8.04 8.01 7.66 9.4 8.4 9.3 9.0
0.25 7.77 a8.02 7.99 7.69 8.9 8.6 9.4 8.9
0.5 7.77 8.04 7.98 7.66 9.4 8.3 9.4 8.9
1.0 7.80 8.06 - - 9.1 8.3 - -

:‘— pH values and dissolved oxygen concentrations measured in samples before split up into replicates

- pH values and dissolved oxygen concentrations measured in samples of pooled replicates

— no value

In the control and the test item concentrations of 0.008, 0.016, 0.031, and 0.063 mg/L, no immobilisation
of Daphnia magna was observed during exposure. At exposure termination in the test item concentrations
of 0.125 and 0.25 mg/L, the immobilisation of Daphnia magna was 15 and 85%, respectively. In the test
item concentrations of 0.5 and 1.0 mg/L, the immobilisation of Daphnia magna was 100%. No abnormal
behaviour of Daphnia magna was observed during exposure. The immobilisation of Daphnia magna after
24 h and 48 h of exposure is given in Table 7.

Table 7. Immobilisation of Daphnia magna, definitive test

Number of immobilised Daphnia magna Total of
Nominal test . -
item Number of 24 h 48 h immobilised
concentration Daphnia Dame: Soanagna
[mg/L] magna Replicates
A B C D A B C D 24 h 48 h
Control 20 0 0 0 0 0 0 0 0
0.008 20 0 0 0 0 0 0 0 0 0 0
0.016 20 0 0 0 0 0 0 0 0 0 0
0.031 20 0 0 0 0 0 0 0 0 0 0
0.063 20 0 0 0 0 0 0 0 0 0 0
0.125 20 0 0 0 0 1 1 1 0 0 15
0.25 20 0 1 2 1 4 5 4 4 20 85
0.5 20 5 5 4 5 5 5 5 5 95 100
1.0 20 5 5 5 5 5 5 5 5 100 100
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Endpoint values

The endpoint values were determined based on the nominal test item concentrations. The endpoint values
were calculated with a probit method. The lowest observed effect concentration (LOEC) and the no
observed effect concentration (NOEC) were estimated on the basis of statistical analysis. To make
calculations and to conduct statistical analysis, the ToxRat Professional commercial software was used
[SOP/W/68]. The endpoint values are presented in Table 9.

Table 9.| Endpoint values based on the nominal test item concentrations,

definitive test

Endpoint values Time of exposure
[mg/L] 24 h 48 h
0.316 0.177
ECso
(0.271 - 0.373) (0.149 - 0.210)
0.250 0.134
ECao
(0.196 - 0.290) (0.102 - 0.158)
0.222 0.116
ECio
(0.162 - 0.261) (0.081 - 0.139)
LOEC 0.250 0.125
NOEC 0.125 0.063

Calculations were made according to [7], [SOP/W/68].
( - ) - 95% confidence interval

The median concentration causing 50% immobilisation of Daphnia magna after 24 h of exposure, i.e. the
EC50/24 h value is 0.316 mg/L (95% confidence interval 0.271 — 0.373). The EC20/24 h value is 0.250
mg/L (95% confidence interval 0.196 — 0.290). The EC10/24 h value is 0.222 mg/L (95% confidence
interval 0.162 — 0.261). The median concentration causing 50% immobilisation of Daphnia magna after
48 h of exposure, i.e. the EC50/48 h value is 0.177 mg/L (95% confidence interval 0.149 — 0.210). The
EC20/48 h value is 0.134 mg/L (95% confidence interval 0.102 — 0.158). The EC10/48 h value is 0.116
mg/L (95% confidence interval 0.081 — 0.139). The data on immobilisation of the Daphnia magna at
exposure termination were analysed using Step-down Cochran-Armitage Test Procedure, which showed
significant differences between the nominal test item concentrations in the range of 0.125 — 1.0 mg/L and
the control. Therefore, the LOEC/48 h value was 0.125 mg/L and the NOEC/48 h value was 0.063 mg/L.

Test validity criteria

In the definitive test, the validity criteria were met according to the OECD Guideline No. 202 (2004) and
EU Method C.2.:

- the percentage of immobilisation of Daphnia magna in the control was 0% (criterion: not more than
10%),

- the dissolved oxygen concentrations in the test vessels were within the range of 8.3 — 9.5 mg/L
(criterion: not less than 3 mg/L).

A222 KCP 10.2.2 Additional long-term and chronic toxicity studies on
fish, aquatic invertebrates and sediment dwelling organisms

No additional studies were performed.

A223 KCP 10.2.3 Further testing on aquatic organisms
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No additional studies were performed.

A23 KCP 10.3 Effects on arthropods
A23.1 KCP 10.3.1 Effects on bees
A2311 KCP 10.3.1.1 Acute toxicity to bees
A23111 KCP 10.3.1.1.1 Acute oral toxicity to bees
Comments of zZRMS: The study was conducted to OECD guideline 213 and according to the

principles of GLP. No deviations to the guideline were noted. The study is
considered to be reliable and suitable for the risk assessment.

Reference
Report

Guideline(s):

Deviations:

GLP:
Acceptability:
Duplication

(if vertebrate study)

Materials and methods
Test Item:

Test Species:

Test Design:

KCP 10.3.1/01

Pyraclostrobin 250 EC (CHR/F/PYRA 250 EC), Honeybees (Apis mellifera
L.), Acute Oral Toxicity Test, M. Stalmach; Institute of Industrial Organic
Chemistry Branch Pszczyna Department of Ecotoxicology, Pszczyna,

Poland; STUDY CODE: B-76-20

OECD Guideline for the Testing of Chemicals No. 213 (1998)
and the EU Method C.16. (2008)

No
Yes
Yes
No

Pyraclostrobin 250 EC (CHR/F/PYRA 250 EC)
content: 253.1 g/L of pyraclostrobin

batch no.: 04/2020

production date: 23.04.2020

expiry date: 23.04.2022

the honeybee, Apis mellifera L., strain: carnica

—age:
approximately 3 weeks
— source:

an apiary at the Lukasiewicz Research Network — Institute of Industrial

Organic Chemistry, Branch Pszczyna,

— the test item:

- exposure duration: 96 hours

- number of doses: 5 doses and a control
- number of replicates: 3 replicates

- number of bees: 10 bees/replicate

— the reference item:
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- exposure duration: 24 hours

- number of doses: 3 doses

- number of replicates: 3 replicates

- number of bees: 10 bees/replicate \

Endpoints: — honeybee mortality after 24, 48, 72 and 96 hours of the exposure,
—the oral LD50 of the test item after 24, 48, 72 and 96 hours of the exposure,
— the oral LD50/24 h of the reference item (dimethoate).

Test Concentration: 12.5, 25.0, 50.0, 100.0 and 200.0 pg test item/bee and a control (0.0 pug/bee)

Test Conditions: temperature:
24.0 - 27.0°C
— relative air humidity:
58.0 - 64.0%

Preliminary test

Mortality results obtained in the preliminary experiment are presented in Tables 1 and 2. Mortality of the
control group after 48 hours of exposure was 0.0%. After 48 hours the percentages of mortality of the
bees treated with the test item at the doses of 8.0, 40.0 and 200.0 pg/honeybee were 20.0, 10.0 and 30.0%,
respectively. No abnormal behavioural effects were observed during the test.

Definitive test

Mortality of the treated insects is presented in the tables below. They contain raw data which were then
converted to percentages in order to calculate the LD50.

After 4 hours of exposure, mortality of the control group was 0.0% and for the treated groups’ mortality
percentages at the doses 12.5, 25.0, 50.0, 100.0 and 200.0 ug/bee, were 3.3, 6.7, 13.3, 3.3 and 13.3%,
respectively (Table 3).

Table 3. Honeybee mortality after 4 hours of exposure — definitive test

Mortality
D Nutml:tre:luf Mumber of dead
ose este
bees [no.] Total
[ng/bee] bees replicates o
[no.] p

I II III [no.] [%o]
0.0 (control) 30 0 0 0 0 0.0
12.5 30 1 0 li] 1 3.3
25.0 30 1 0 1 2 6.7
50.0 30 1 2 1 4 13.3
100.0 30 1 0 0 1 3.3
200.0 30 0 2 2 4 13.3

After 24 hours of exposure, mortality of the control group was 0.0% and for the treated groups’ mortality
percentages at the doses 12.5, 25.0, 50.0, 100.0 and 200.0 pg/bee, were 13.3, 10.0, 26.7, 60.0 and 96.7%,
respectively (Table 4).
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Table 4. Honeybee mortality and the LDsps after 24 hours of exposure — definitive
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test
Mortality
D Nutm:':e:I of Number of dead LD
ose este bees [no.] Total 50
b b ota b
[pg/bee] [ees replicates [pa/bee]
no.]
I II III [no.] %]
0.0 (control) 30 0 o 0 0 0.0
12.5 30 d s 0 4 13.3
25.0 30 2 0 1 3 10.0 67.2%
50.0 30 5 2 1 8 26.7 | (203 -4582.7)
100.0 30 3 & ] 18 60.0
200.0 30 9 10 10 29 96.7

*1 oral LDso value (with 95% confidence limits) was estimated with the log-probit method (ToxRat Proffesional

3.3.0 computer software}, [9]

After 48 hours of exposure, mortality of the control group was 0.0% and for the treated groups’ mortality
percentages at the doses 12.5, 25.0, 50.0, 100.0 and 200.0 pg/bee, were 20.0, 20.0, 43.3, 66.7 and 100.0%,
respectively (Table 5).

Table 5. Honeybee mortality and the LDsp after 48 hours of exposure — definitive

test
Mortality
Numhe:luf NMumber of dead
Dose teste bees [no.] Total LDso
[wg/bee] Fl'?::; replicates [pg/bee]
I II III | [ne.] [%]
0.0 (control) 30 0 0 1] 0 0.0
12.5 30 2 3 1 6 20.0
25.0 30 4 ] 2 B 20.0 48.7*
(16.0 - 142.8)
50.0 30 5 3 5 13 43.3
100.0 30 3 6 9 20 66.7
200.0 30 10 10 10 30 100.0

*,

3.2.0 computer software), [9]

i oral LDy value (with 95% confidence limits) was estimated with the log-probit method (ToxRat Proffesional

After 72 hours of exposure, mortality of the control group was 0.0% and for the treated groups’ mortality
percentages at the doses 12.5, 25.0, 50.0, 100.0 and 200.0 pg/bee, were 23.3, 20.0, 43.3, 76.7 and 100.0%,
respectively (Table 6).
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Table 6. Honeybee mortality and the LDso after 72 hours of exposure — definitive

test
Mortality
"'—"“he"'j“f Mumber of dead

Dose teste bees [no.] Total LDso

b b b

[wo/bee] [r?:s] replicates [pa/bee]
I II III [no.] [%a]
0.0 (control) 30 0 0 0 0 0.0
12.5 30 2 3 2 7 23.3
25.0 30 2 0 4 B 20.0 43.9*
(11.5- 130.9)

50.0 30 5 3 5 13 43.3
100.0 30 5 8 10 23 76.7
200.0 30 10 10 10 30 100.0

+*

2.2.0 computer software), [9]

i oral LDe value (with 95% confidence limits) was estimated with the log-probit method (ToxRat Proffesional
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After 96 hours of exposure, mortality of the control group was 3.3% and for the treated groups’ mortality
percentages at the doses 12.5, 25.0, 50.0, 100.0 and 200.0 ug/bee, after Abbott’s correction, were 34.5,
17.2,51.7, 75.9 and 100.0%, respectively (Table 7).

Table 7. Honeybee mortality and the LDsg after 96 hours of exposure — definitive

test
Mortality
o "“tm:':e:l“f Number of dead D
ose este bees [no.] Total 50
[pa/bee] bees — [po/bee]
[no.] replicates
I IT IIT | [no.]| [%] | [%]¢
0.0 (control) 30 0 1 0 1 3.3 -
12.5 30 5 4 2 11 36.7 34.5
25.0 30 4 ] 2 5] 20.0 i7.2
38.3
50.0 30 7 4 3 16 53.3 51.7
100.0 30 5 B 10 23 7e.7 75.9
200.0 30 10 10 10 30 100.0 | 100.0

The definitive experiment was conducted between 08 - 12.07.2020.

< mortality corrected according formula of Abbott's [6]

The median lethal dose LD50/24 h is 67.2 pg/honeybee (with 95% confidence limits: 20.9 — 482.7
pg/honeybee) of the test item. The median lethal dose LD50/48 h is 48.7 pg/honeybee (with 95%
confidence limits: 16.0 — 142.6 pg/honeybee) of the test item. The median lethal dose LD50/72h is 43.9
pg/honeybee (with 95% confidence limits: 11.5 — 130.9 pg/honeybee) of the test item. The median lethal
dose LD50/96 h is 38.3 ug/honeybee of the test item.

During the definitive test abnormal behavioural effects as paralysis were observed after 4 hours of
exposition at the doses 50.0, 100.0 and 200.0 pg/honeybee (Table 8).
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Table 8. Behavioural effects — definitive experiment

- Exposure ah | 24h | ash 72 h 96 h

Dose X

[o/beel | e behavious? | mamber of i bocs

I 0/10 0/10 0/10 0/10 0/10
0.0 (control) 11 0/10 0/10 0/10 0/10 0/9
I 0/10 0/10 0/10 0/10 0/10
I o/e 0/8 o/8 0/8 0/s
12.5 11 0/10 0/8 0/7 0/7 0/6
I 0/10 0/10 o/e 0/8 0/8
I o/e 0/8 0/6 0/8 0/6
25.0 11 0/10 0/10 0/10 0/10 0/10
I o/9 0/9 0/8 0/8 0/s
I 2d/9 0/5 0/s 0/5 0/3
50.0 11 o/8 0/8 0/7 0/7 0/6
I o/9 0/9 0/s 0/5 0/s
I 1d/9 0/7 0/s 0/5 0/s
100.0 11 0/10 0/4 0/4 0/4 0/2
I 4d/10 0/1 0/1 0/0 0/0
I 8d/10 0/1 0/0 0/0 0/0
200.0 11 2d/8 0/0 0/0 0/0 0/0
I 2d/8 0/0 0/0 0/0 0/0

*; sublethal toxic effects were:

a- uncoordinated movements

b- increased activity
c- intensive cleaning
d- paralysis

Definitions of the endpoints
The LD50 (median lethal dose) oral is a statistically derived single dose of a test or reference item that
can cause death in 50 per cent of biological test systems when administered by the oral route. The LD50
is expressed in pug of the test item per bee or in pg of the active ingredient contained in the reference item
per bee. It was calculated with the log-probit method using ToxRat Proffesional software, Version 3.3.0

[SPO/B/67]. Mortality: a honeybee is considered dead if it is completely immobile.

Validity of the study

The following validity criteria were met during the test:
- the average mortality for the total number of controls was 3.3% at the end of the experiment (criterion: it

must not exceed 10%).

- the LD50/24 h of the reference item (dimethoate) was 0.28 ug a.i./bee (criterion: 0.10 — 0.35 pg

a.i./bee).
A23112 KCP 10.3.1.1.2 Acute contact toxicity to bees

Comments of zZRMS: The study was conducted to OECD guideline 214 and according to the
principles of GLP. One deviation to the guideline was noted. The
immobilization of the bees to apply the test item instead of anaesthesia with
CO2. The mentioned change had not effect on the results of the study.
The study is considered to be reliable and suitable for the risk assessment.

Reference: KCP 10.3.1/02
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Report

Guideline(s):

Deviations:

GLP:
Acceptability:
Duplication

(if vertebrate study)

Materials and methods

Test Item:

Test Species:

Test Design:

Endpoints:

Test Concentration:

Test Conditions:

Preliminary test

Pyraclostrobin 250 EC (CHR/F/PYRA 250 EC), Honeybees (Apis
mellifera L.), Acute Contact Toxicity Test, M. Stalmach; Institute of
Industrial Organic Chemistry Branch Pszczyna Department of
Ecotoxicology, Pszczyna, Poland; STUDY CODE: B-77-20

OECD Guideline for the Testing of Chemicals No. 214 (1998)
and the EU Method C.17. (2008)

No
Yes
Yes
No

Pyraclostrobin 250 EC (CHR/F/PYRA 250 EC)
content: 253.1 g/L of pyraclostrobin

batch no.: 04/2020

production date: 23.04.2020

expiry date: 23.04.2022

Biological test system:

the honeybee, Apis mellifera L., strain: carnica

—age:

approximately 3 weeks

— source:

an apiary at the Lukasiewicz Research Network — Institute of Industrial
Organic Chemistry, Branch Pszczyna

— the test item:

- exposure duration: 48 hours

- number of doses: 5 doses and a control
- number of replicates: 3 replicates

- number of bees: 10 bees/replicate

— the reference item:

- exposure duration: 24 hours

- number of doses: 3 doses

- number of replicates: 3 replicates

- number of bees: 10 bees/replicate

— honeybee mortality after 24 and 48 hours of the exposure,
— the contact LD50 of the test item after 24 and 48 hours of the exposure,
— the contact LD50/24 h of the reference item (dimethoate).

12.5, 25.0, 50.0, 100.0 and 200.0 ug test item/bee and a control (0.0 pg/bee)

Test conditions:

24.0 - 26.0°C

— temperature:

58.0 - 63.0%

— relative air humidity:

16 hours light : 8 hours dark
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Mortality results obtained in the preliminary experiment are presented in Tables 1 and 2. Mortality of the
control group after 48 hours of exposure was 0.0%. After 24 and 48 hours the percentages of mortality of
the bees treated with the test item at the doses of 8.0, 40.0 and 200.0 pg/honeybee were 0.0, 0.0 and
10.0%, respectively. No abnormal behavioural effects were observed during the test.
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Definitive test

Mortality of the treated insects is presented in Tables 3 — 5. They contain raw data which were then
converted to percentages in order to calculate the LD50. Mortality of the control group after 4, 24 and 48
hours of the test were 0.0%. After 4 and 24 hours the percentages of mortality of the bees treated with the
test item at the doses of 12.5, 25.0, 50.0, 100.0 and 200.0 pg/honeybee were 0.0%. After 48 hours the
percentages of mortality of the bees treated with the test item at the doses of 12.5, 25.0, 50.0, 100.0 and
200.0 pg/honeybee were 0.0, 3.3, 3.3, 0.0 and 0.0%, respectively.

The median lethal doses (LD50/24 h and LD50/48 h contact) are higher than the highest dose used in the
test, i.e. 200.0 pg/honeybee. No abnormal behavioural effects were observed during the test (Table 6).

Table 6. Behavioural effects — definitive experiment

H\“‘a Exposure 4 h | 24 h | 48 h
Dose .y
[pg/bee] S Number of bees showing adverse
™ behaviour*/ number of living bees
Replicates T 9
I 0/10 0/10 0/10
0.0 (control) 1I 0/10 0/10 0/10
II1 o0/10 0/10 0/10
I 0/10 0/10 0/10
12.5 1I o0/10 0/10 0/10
III 0/10 0/10 0/10
I o0/10 0/10 0/9
25.0 II o/10 0/10 0/10
III 0/10 0/10 0/10
I o/10 0/10 0/10
50.0 II 0/10 0/10 0/9
III 0/10 0/10 0/10
I 0/10 0/10 0/10
100.0 II 0/10 0/10 0/10
III o0/10 0/10 0/10
I 0/10 0/10 0/10
200.0 II o0/10 0/10 0/9
111 o/10 0/10 0/9

*: sub-lethal tovic effects were:

a- uncoordinatad movements
b- increased activity

c- intensive cleaning

d- paralysis

Mortality of the bees treated with the reference item after 4 and 24 hours are presented in the tables
below.

The median lethal dose of dimethoate (LD50/24 h) determined with the log-probit method is 0.21 pg/bee
(95% confidence limits: 0.18 — 0.24 pg a.i./bee). The LD50/24 h is presented in Table 8.

Table 7. Honeybee mortality after 4 hours of exposure — dimethoate

Mortality
Number of [ Number of dead
Dose tested bees [no.] Total
[pag a.i./bee] bees .
replicates
[no.]
I II | 1oz [no.] [%0]
0.0 (control) 3o 0 0 0 0 0.0
0.1 30 0 lu] 0 0 0.0
0.2 30 0 0 0 0 0.0
0.4 30 0 lu] 0 0 0.0
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Table 8. Honeybee mortality and the LDsy after 24 hours of exposure -

dimethoate

Mortality
D H'-::'“I-::‘EL‘:'f Number of dead LD
ose este 50
bees [no.
[pg a.i./bee] bees _ [no.] Total [po/bee]
[no.] replicates
I I | 1 [no.] [%]
0.0 (control) 30 0 0 0 0 0.0
0.1 30 0 1 0 1 3.3 0.21%*
0.2 30 5 8 0 13 43.3 (0.18 - 0.24)
0.4 30 9 10 10 29 096.7

** contact LDss value (with 95% confidence limits) was estimated with the log-probit method (ToxRat

Proffesional 3.3.0 computer software)

Definitions of endpoints

The LD50 (median lethal dose) contact, is a statistically derived single dose of a substance that can cause
death in 50 per cent of animals when administered by contact route. The LD50 is expressed in pg test
item/bee or pg a.i./bee. It was calculated with the log-probit method.

Mortality: a honeybee is dead if it is completely immobile.

Validity of the study

The following validity criteria were met during the test:

- the average mortality for the total number of controls was 0.0% after 48 h (criterion: it must not exceed
10%),

- the LD50/24 h of the reference item (dimethoate) was 0.21 ug a.i./bee (criterion: 0.10 — 0.30 pg
a.i./bee).

A2312 KCP 10.3.1.2. Chronic toxicity to bees

Comments of zZRMS: The study was conducted to the guideline and according to the principles of
GLP. All validity criterions were met. Some deviations to the OECD GD
239 were noted. During the first 8 days of definitive test, temperature
decreased, as an effect average temperature for this period was 32.582°C. In
course of the range-finding and definitive test, periodic decreases of
temperature (required: 34-35°C) and humidity (required: 50-100%) occurred.
It resulted from daily feedings and observations. These drops were short-
termed, did not affect the condition of the test system. Nevertheless, those
deviations had no effect of the test results.

The study is considered to be reliable and suitable for the risk assessment.

Reference KCP 10.3.1/03

Report Chronic Toxicity Test for Honey Bee Larvae according to OECD GD 239,
U. Orzechowska; Institute of Industrial Organic Chemistry Branch Pszczyna
Department of Ecotoxicology, Pszczyna, Poland; STUDY CODE:
0038/0012/E

Guideline(s): OECD GD 239
Deviations: No
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GLP:
Acceptability:

Duplication
(if vertebrate study)

Materials and methods
Test design

Test cages

Exposition time
Duration of the test

Tested concentrations

Yes
Yes
No

stability test:

tested concentrations and control in one
replicate

range-finding, definitive, reference test:

tested concentrations and control in one
replicate; 36 larvae per replicate

stability test:

volumetric flask of 250 mL volume
range-finding, definitive, reference test:
48-well breeding plates with queen-cell cups
placed in the dissector and placed in incubator;
from day 8 dissectors placed in test room; from
day 15 of the test — transparent plastic boxes
placed in test room

4 days (from day 3 to day 6)

stability test:

72 hours

range-finding, definitive, reference test:

22 days

stability test:

control, 0.05 g/L corresponding to 0.65 mg/kg
of food; 50 g/L corresponding to 650 mg/kg of
food

range-finding test:

control; 0.65 mg/kg; 6.5 mg/kg; 65 mg/kg; 650
mg/kg of food

definitive test:

control; 16.64 mg/kg; 41.6 mg/kg; 104 mg/Kg;
260 mg/kg; 650 mg/kg of food

reference test:

control; dimethoate 48 mg/kg of food
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Test conditions stability test:

average temperature 5.516°C (minimal
temperature 4.9°C; maximal temperature
7.0°C); darkness

range-finding test:

average temperature 33.986°C (minimal
temperature 32.2°C; maximal temperature
35.2°C); average humidity: 81.527% (minimal
humidity 45.0%; maximal humidity 98.8%);
darkness

definitive test and reference test:

average temperature 33.882°C (minimal
temperature 24.7°C; maximal temperature
35.7°C); average humidity: 83.715% (minimal
humidity 40.0%; maximal humidity 99.9%);
darkness

Final results
In course of the experiment, the test item has shown apitoxic effect in mortality of following
developmental stages of bees after 22 days of the test.

Table 19. Larval mortality — definitive test

Time
o 1 [day]
[mglkg of 3 4 5 8 7 8
food] Introduced larvae | Dead larvag™ | Intoxication |Dead larvae® | Intoxication |Dead larvaes®™| Intoxication | Dead larvae® | Intoxication |Dead larvae™ | Intoxication
[pes.] [pes.] signs [pes.] signs [pes.] signs [pes.] signs [pes.] signs
Control 36 0 none 0 none 0 stun dev -1 0 stun, dev -2 0 stun dev -1
16.64 36 0 none ] none 0 stun. dev. - 2 0 stun, dev. - 1 1 stun, dev. - 1
M8 36 0 none 0 none 0 stun. dev. - 2 0 stun, dev. - 3 ] stun, dev. - 2
104 36 0 stun. dev. - 2 0 stun. dev. - 3 0 stun. dev. - 4 1 stun. dev. -4 1 stun. dev. - 5
260 36 0 stun. dev. -5 1 stun. dev. - 7 5 stun. dev. - / 7 stun. dev. -5 ] stun. dev. - 8
650 36 5 stun. dev. - 11 9 stun. dev. - 15 15 stun. dev. - 11 21 stun. dev. -9 28 stun. dev. -6
cumutativ amount
stun. dav - stunted devalopment
Table 20. Final larval mortality results — definitive test
Concentration 4 5 6 7 8
[mglkg offood] |0 iy | Statistioal Mortality Statistical Mortality Statistical Wortality Statistical Mortality Statistical
[%] significance® %] significance*! [%] significance*! [%] significance*! %] significance*!
Control 00 nol applicabl 00 not applicabl 00 nol applicable 00 nol applicabl 00 nol applicabl
16.64 00 not determined 0.0 00 00 28
416 0.0 not determined 0.0 00 00 0.0
104 00 not determined 00 00 28 - 28 -
260 0.0 not determined 28 139 + 194 + 250 +
650 139 + 250 + 417 + 583 + 778 +

slalisbeally nsgnificant
"l values caloulaled wsing ToxHal Professonal using Chi2 252 Test afler Bonlemom cormechon and Slep-Down Cochran-Armitage Test with ssgmificance level p=0.05

slalisteally signicant
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Table 21. Pupal mortality — definitive test

Time
_ [day]
Concentration
[mglkg of food] 8 15 22
Alive larvae [pes.] e Intoxication signs RERINRe
[pes.] [pes.]
Control 36 7 stunted development — 2 9
16.64 35 6 stunted development — 3 8
416 36 4 none 7
104 35 6 stunted development — 4 7
260 27 8 stunted development — 2 9
650 8 5 stunted development — 2 6
Table 22. Final pupal mortality results — definitive test
Time
d
Concentration [day]
[mglkg of food] 15 22
Mortality Statistical Mortality Statistical
[%] significance® [%] significance®
Control 194 not applicable 250 not applicable
16.64 171 229
41.6 111 194
104 171 200
260 296 333
650 62.5 75.0

statistically insignificant
values calculated using ToxRat Professional using Chi2 2x2 Table with Bonferroni correction with significance level p>0.05

Table 23. Number of emerged adults — definitive test

Time
[day]
Concentration 3 22
[mglkg Number of
of food Introduced Emerged Number of Unemerged -
) larvae adults emerged adults adults uneLneIrged _Ste_u;_lstlcal "
[pcs] [pos] [%] [pes] adults significance
[%]
Control 36 27 750 9 250 not applicable
16.64 36 27 750 9 250
41.6 36 29 806 7 194
104 36 28 778 8 222
260 36 18 500 18 50.0 +
650 36 2 56 34 944 +

stafistically insignificant
statistically significant
values calculated using ToxRat Professional using Step-Down Cochran-Armitage Test with significance level p>0.05

At the end of the study, the concentration and the dose causing 50% mortality of the population in the test
(LC50 and LD50 values) were determined, as well as NOEC and NOED values at 22 day.
The final results of the experiment are presented in Table 1.
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Parameter e Parameter s
[mg/kg of food] [Mgllarva]

181.105 27862

LC1o (130.399 — 220 934)* LD1o (20.061 - 33 990)*
221501 34077

LCz (171528 — 262 797)" LDz (26.389 — 40 430)*
305584 50.090

LCs (275.892 — 384.725) LDso (42.445 — 59 189)"
NOEC =104.000 NOED >16.000

*

LG
LCap
LCss
NOEC
L Do
L D=0
LDsp
NOED

upper and lower confidence limits (35%) given in the brackets
test item concentration causing reduction by 10%
test item concentration causing reduction by 20%
test item concentration causing reduction by 50%
the highest test item concentration not causing statistically significant differences in relations to the control
test item dose causing reduction by 10%
test item dose causing reduction by 20%
test item dose causing reduction by 50%
the highest test item dose nof causing statistically significant differences in relations fo the conrol

Reference test
Observations of mortality of honey bee in reference test were conducted parallel to the observations of
intoxication of test item.
As a result of exposition to reference item, larval mortality on days 4-8 was 69.4%.
The reference item in the course of the present study showed apitoxic effects on the honey bee (Apis
mellifera, L.). The results obtained are in accordance with the requirements of the OECD GD 239
Guideline (required >50%) and confirm the correct reaction of the test system.
Statistical analysis was performed using statistical software ToxRat Professional.
Results of mortality during the reference test are shown in the table below.

Table 24. Larval mortality — dimethoate — definitive reference test

Time
Concent [day]
ration 4 5 6 7 []
[malkg
of food] IE:::' Intoxication | Statistical I:ri::* Intoxication |Statistica IE;:::, Intoxication | Statistica Ifri::‘ Intoxication | Statistical IE;:‘:‘ Intoxication | Statistical
[pcs.] signs sign." [pcs] signs I sign. ™ pes) signs I sign. " [pcs] signs sign. " [pes)] signs sign. ™
Control 0 none na. 0 none na. 0 none na. 0 none n.a. 0 none na.
stunted stunted stunted stunted stunted
48 6 development + 1" development + 17 development + 20 development + 25 development +
-8 -10 -11 -9 -7
* cumulative amount
na. not applicable
statistical sign. stafistical significance

+

stafistically significant
values calculated using ToxRat Professional using Fisher Test with significance level p=0.05

Validity criteria
The test met the validity criteria of the experiment listed in OECD GD 239 Guideline:
- cumulative larval mortality in control on days 4-8 was 0.0% (required: <15%),
- the adults emergence rate in control on day 22 was 75.0% (required: >70%),

- larval mortality in reference test on days 4-8 was 69.4% (required: >50%),
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A23.13 KCP 10.3.1.3 Effects on honey bee development and other honey bee
life stages

Comments of zZRMS:

The study was conducted to the guideline and according to the
principles of GLP. Some deviations to the OECD GD 245 were noted.
During the range-finding test, periodic, humidity fluctuations of short
duration were recorded as an effect of feedings and observations
record. During the definitive test, slight increase of temperature above
35°C was noted (required: 33+2°C). The average air humidity was
78.616% (required: 50-70%). The changes were minor, which did not
affect the condition of the research system. All validity criterions were
met. The study is considered to be reliable and suitable for the risk
assessment.

Reference
Report

Guideline(s):
Deviations:

GLP:
Acceptability:
Duplication

(if vertebrate study)

Materials and methods
Test design

Test cages

Duration time

Tested concentrations

KCP 10.3.1/04

Honey Bee, Chronic Oral Toxicity Test according to OECD 245 Guideline,
U. Orzechowska; Institute of Industrial Organic Chemistry Branch Pszczyna
Department of Ecotoxicology, Pszczyna, Poland; STUDY CODE:
0038/0014/E

OECD GD 245
No
Yes
Yes
No

stability test:

tested concentrations and control in one
replicate

range-finding, definitive and reference test:
tested concentrations and control in three
replicates, 10 bees per replicate

stability test:

storage conditions: plastic containers of 100
mL volume

test conditions: plastic syringe of 2 mL volume
range-finding, definitive and reference test:
cages 20 x 20 x 20 cm

stability test:

storage conditions: 48 hours

test conditions: 24 hours

range-finding, definitive and reference test:
10 days

stability test:

control; 2.5 mg/kg; 2500 mg/kg of food
range-finding test:

control; 2.5 mg/kg; 25 mg/kg; 250 mg/kg;
2500 mg/kg of food

definitive test:

control; 95.26 mg/kg; 171.47 mg/kg; 308.64
mg/kg; 555.56 mg/kg; 1000 mg/kg of food
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reference test:
control; dimethoate: 0.5 mg/kg of food

Study conditions stability test:
storage conditions: average temperature
5.227°C (minimal temperature 3.5°C; maximal
temperature 6.3°C); darkness
test conditions: average temperature 34.476°C
(minimal temperature 33.4°C; maximal
temperature 35.1°C); average humidity:
60.740% (minimal humidity 54.7%; maximal
humidity 70.0%); darkness
range-finding test:
average temperature 34.399°C (minimal
temperature 33.4°C; maximal temperature
34.5°C); average humidity: 70.292% (minimal
humidity 32.7%; maximal humidity 78.2%);
darkness
definitive test and reference test:
average temperature 34.5815°C (minimal
temperature 33.6°C; maximal temperature
35.5°C); average humidity: 78.616% (minimal
humidity 57.1%; maximal humidity 87.6%);
darkness

Final results
In the course of the study, test item has shown apitoxic effect in honey bee mortality after 10 days of the
test.
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Table 8. Martality of the bees — definitive test

Eanceniraion ) day | day 2 day 3 day 4 day 5 day § doyT day8 day day 18 e S
PF | | e | soemtior: | ot | i | o |t | ctc | smicin | st | emici | e || e | i | i | e | it | s | s || W0 |
1] 0 0 ] 0 ] ] 0 o ] o B
Control (2] O none 0 none ] none 0 none i none 1] norE 0 none 0 nong 1] none 0 noreE 13 na.
il 0 0 ] 0 1 1 1 1 1 1
i] 0 1 ] 1 ] 1] 0 o o o
8326 0 none 0 none ] none 0 RomE ] none ] noRE 0 nonge ] none ] norE 1 noRE 33
il 0 0 ] 0 ] a 0 o 1] o
1] 0 0 ] 0 ] ] 0 o ] o
1747 21 0 none 0 none ] none 0 none i none 1] norE 0 none 0 nong 1] none 0 noreE 6.7
il 0 0 ] 0 ] ] 0 o 2 2
i] 0 1 ] 1 ] 1] 0 1 2 3
308.64 0 none 0 none ] none 0 RomE ] none ] noRE 1 nonge 1 none 1 2ap 1 ET 33 +
1| 0 0 ] 0 i 1] 0 2 3 3
i] 0 1 2 2 2 3 3 5 g8
355.56 21 0 nonge i none ] none i none ] none 1] none 1 2ap 4 2ap ] Jap 9 dap BET +
il 0 0 1 2 3 4 5 ] 9
1] 0 1 2 4 7 g 8 9 9 9
1000 0 none 0 none 1 none 3 RomE 7 none T dap ¥ Jap 8 Jap 9 Jap 9 dap Bo.o +
I 1 1 4 3 B F) 8 9 9 9
i reglicate
na. not applicakie
- siatistical insignificant
+ siatistical significarnt
* abloraviabions explained in point 4.2.4.3.
*

statistical caloulations wsing Cochran-Armitage Test using ToxRat Professional software
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Table 9. Amount of consumed food - definifive test

Concentration day 1 day 2 day 3 day 4 day 5 day 6 day 7 day B day 9 day 10
of test item |1
[mgikg of food] R* | B | R* | R«™* | R*™ | R&™* R | R»™ | R*® | Ra™ | R® R** | R* | R«™ | R* |Rv™ | R* | RB»™ | R* | Ra™
1| 2% 3335 4485 4198 2564 805 557 8 2144 181.7 4061
Control 2| MTE | 25313 | 521.3 | 35480 | 426.5 | 36137 | 3894 | 46490 | 3314 | 18887 | 4796 | 29070 | 1527 | 23833 3934 | 22843 | 2221 (25960 | 254.8 | 26400
3| 268 4132 407 6312 1606 437 8 1426 2341 528.5 2596
1| 3302 2605 478 5055 4011 Jraa 2009 4103 3943 3062
95 26 2| 9531 | 3917 | 4439 | 33583 | 5118 | 43393 | 3895 | MA7T | 4352 | 35937 | 2953 | 26193 | 4683 | 30300 | 1184 | 20210 | 3758 | 29250 | 2419 [ 30763
3| 3352 LY. 49386 415 4336 2419 s 2330 2409 5033
1| 3459 437 2 5238 2003 4175 2178 2205 6276 k] 1306
17147 2| 382 | 30550 (5144 | 36440 | 5184 | 46033 | 5017 | 30237 | 2866 | 26280 | 2341 | 17270 2593 | 17440 | 276 [ 378.70 | 3421 | 13657 | 2034 | 93.03
3| 296 3652 4704 2708 2764 1920 1815 3823 1232 [EL
1| 24559 6706 36949 4305 4933 408.6 4755 4179 3100 2639
308 64 2| 2353 | 23670 | 5427 | 47080 | 3916 | 31347 | 370 | 42143 | 7641 | 25680 | 2059 |30V.73 | 3089 | 32117 | 3965 | 32997 | 1069 | 18357 | 3241 (24593
3| 3399 421 3105 515 2048 4345 3682 3309 2573 2583
1| 3304 3203 M5 5521 24990 45T 1628 2727 1873 1878
55556 2| 3625 | 30703 [ 4636 | 39467 | 3333 | 23307 | 3138 | 4BAST | 4323 | 26970 | 1947 | 26273 [ 2902 | 14470 | 2789 (19177 [ 1256 | 91.00 | 509 | 5513
3| 3392 623.7 1525 634 4 2936 2936 1192 1791 1136 55.2
1| 1687 hM7 2675 140.1 L1 733 58.1 [N 505 631
1000 2| 2144 | 22083 | 3697 | 43573 | 3613 | 19813 | 336 | 17633 | 4640 (13660 2787 | 14140 | 2309 | 11583 [ 1385 | 6237 | 811 | 630 | 436 | 723
3| 721 6269 472 11856 6210 19810 1% 6 1293 214 315
" repliate
R+ ritake of food [ma]
Ratt average intake of food comected by evaporated food [ma)
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Table 10. Data concerning food intake per bee — definifive test

Concentration Average daily intake of Average daily intake of | Average intake of test
of test item food test item item

[mg'kg] [mg/beel/day] [Hg/bee/day] [mg/bee]
Control 2955 0 0.0000
95 26 32.91 3.135 0.0313
171.47 26 67 L4574 0.0457
30864 32.70 10.092 0.1009
555.56 33.09 18.383 0.1838
1000 33.26 33.259 0.3326
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Table 11. Average daily intake of food per bee for each replicate of tested concentrafion

Concentration

e . day 1 day 2 day 3 day 4 day 5 day & day T day 8 day 9 day 10 Average
[mfgf:g]ﬂf R R R™ R™ R™ R R R* R R™ [
1 29 a0 3535 44 85 41598 2004 8105 5578 21144 1617 40 &1 3205
Control , M6 5213 42 b5 3894 3514 47 96 1527 39 2221 2548 3519
K] 22 5 4132 407 B5.12 1784 45 b4 15.64 26.01 5872 20.84 59
1 3302 2605 42 80 50.55 4011 3744 2009 4103 3943 30 62 3611
9526 2 553 44 39 42 80 3895 4352 2953 46 83 11.84 758 26 88 376
K] 3352 5267 4936 4150 4336 2419 KT 2330 2409 5033 B0
1 359 4372 5238 2003 N7 2178 2205 62 76 [ 1306 399
171.47 2 3820 5144 5.8 5017 26 b 234 25493 2118 MM 20 3514
3 2996 Jo 52 47 4 27108 2704 19.20 18.15 3923 1540 5.20 2694
1 24 59 &7 (6 3659 4305 4933 40 66 4255 4643 75 40 56 43.02
3038 .64 2 2353 M 3918 700 20 41 2059 310 44 (ia 11.68 36.01 270
3 33499 421 3105 52 95 2048 43 45 642 4135 3819 3650 3775
1 3304 3559 38.33 69.01 3363 532 23.26 36.96 3346 9390 45.24
555.56 2 36.25 4636 333 3138 4323 1947 3224 46 48 2512 5050 3648
3 3342 6237 169 T2 T 45 41.94 19.87 35.82 113.60 55.20 48,98
1 18.70 5938 3344 2335 2520 3665 2905 7410 5050 69.10 4200
1000 i 2144 3T 4014 Br.20 19467 G290 To.47 69.25 81.10 4360 68.42
3 4134 B9 BE TBA 23772 1h50 6. 5830 12930 2140 KT 5189
Hr" mhmﬁ of food per bee for 2ach day (mgles), calcuiated for rumiber of alive bees

Rt total average intake of food per bee for each day per replicate dudng the st (malkeeday)
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On the basis of data analysis, value LC50=420.3721 mg/kg and LDD50=13.4649 pg/bee/day were
determined for mortality. Values NOEC=171.47 mg/kg and NOEDD=4.574 ng/bee/day were also
determined.
The final results of the test are presented in Table 1.

Table 1. Final results of the study

Final results calculated using ToxRat Professional software

Parameter [ﬁgzﬁge'gﬁggg] Parameter [mﬁﬁmﬂ
LCu (55.230%%431.2955.3999:* LDD1o [4.91055?—?;?1326}*
LCa (1011 oo :?Sg.ssm* LDDzn (6. cost 10 2181y
LCs: (255_11132[:0;3;5;_3[351 p LDDs0 (1 1 4367 'ﬁ‘isg.scﬁn*

NOEC 17147 NOEDD 4574
LOEC 308 B4 LOEDD 10.092

LCo
LCzo
L=
MOEC
LOEC
LD Dz
LD Dz
LDDsz
NOEDD
LOEDD

test item concentration cawsing 10% reduction
test item concentration causing 20% reduction
test item concentration cawsing 50% reduction
the highest test item concentration not causing stafistically significant differences in comparison to the control
the lowest tect item concentration causing statistically cignificant differences in comparizon to the control

daily dictary teet item dose causing 10% reducton
daily distary test item dose causing 20% reduction
daily distary teet item doge causing 50% reduction
the highest daily dietary test item dose nof causing statistically significant differences in comparison to the contro
the lowest dadly dietary test item dose causing statistically significant diferences in comparison to the control

Reference test
During the test, tested concentration of reference item 0.5 mg/kg of food caused mortality 73.3% of
population.
The reference item in the course of the study showed apitoxic effects on the honey bee (Apis mellifera,

L.). The results obtained are in accordance with the requirements of the OECD Guideline 245 (required: >
50%) and confirm the correct response of the test system.

Results of bee mortality during the reference test are shown Table 12.

Table 12. Mortality of the bees — reference test

= day1 day 2 day3 day 4 days day 6 day7 ay B days day 10 == rseinn
ooy || st | ot | soncor | e | sigmor |t | swor | M | sgmot | mume | smor |Momeer | oot |Wmber | soncor | eter | Sgwor | mmeer| s "‘E:“" signfsane "
1] o 0 0 0 [ [ 0 0 0
Contral 2 a nane [ none 1] Nang [} none [ none 1] nang ] none o none 0 none a nong 33 na.
3| o [ ) ) 1 1 1 1 1 1
1| o [ ) ) 0 [ [ 2 3 P
05 2] o nane [ noe | 0 1ap 0 tap 0 1ap 2 fap B fap ) ap 8 2ap 3 Zp 733 *
3| o [} 0 2 3 2 4 5 3 3
g repiicate
na. mot applicable
+ statistical significant

abbreviatons exp@ined in point 42.4.3,
statstical caloulations using Fisher Test using TexRat Professional sofware

Validity criteria
The test met the validity criteria of the experiment:
- bee mortality in control after 10 days was 3.3% (required: <15%),
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- bee mortality in the reference test after 10 days was 73.3% (required: >50%)

A2314 KCP 10.3.1.4 Sub-lethal effects

No additional studies were performed.

A23.15 KCP 10.3.1.5 Cage and tunnel tests

No additional studies were performed.

A23.16 KCP 10.3.1.6 Field tests with honeybees

No additional studies were performed.

9.14 KCP 10.3.1.7 Non target arthropods studies
Study 1
Comments of zRMS: The study was conducted to the guidelines and according to the principles of

GLP. All validity criterions were met. The study is considered to be reliable
and suitable for the risk assessment.

Reference:
Report

Guideline(s):

Deviations:
GLP:
Acceptability:

Duplication
(if vertebrate study)

Materials and methods

KCP 10.3.2/01

An extended laboratory test for evaluating the effects of Pyraclostrobin 250
EC (CHR/F/PYRA 250 EC) on the parasitic wasp, Aphidius rhopalosiphi
(De Stefani-Perez), M. Stalmach, 2020; Institute of Industrial Organic
Chemistry Branch Pszczyna Department of Ecotoxicology, Pszczyna,
Poland; STUDY CODE: B-80-20

ESCORT 1 (Barrett K.L. et al., 1994) and the ESCORT 2 (Candolfi M.P. et
al., 2001) guidance documents and the guidelines developed by the 10BC,
BART, and EPPO Joint Initiative (Mead-Briggs M.A. et al., 2000; Mead-
Briggs M.A. et al., 2010)

Yes
Yes
Yes
No
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Test Item: Name:
Pyraclostrobin 250 EC (CHR/F/PYRA 250 EC)
Active substance: 256.6 g/L of pyraclostrobin
Batch number: 04/2020
Manufacture date: 23.04.2020
Expiry date: 23.04.2022

Test Species: the parasitic wasp, Aphidius rhopalosiphi (De Stefani-Perez); Hymenoptera:
Braconidae, Aphiidinae
—age:
adult females (24 — 48 hours after emerging from mummies)
—source:
the culture was obtained from a commercial breeder (BiasLabts Ltd., London,
UK)
Test Design: 5 study groups:
e acontrol group (0.0 L/ha)
—0.425 L/ha
-0.85 L/ha
-1.7 L/ha

o Reference item: Bi 58 Top 400 EC at the rate of 5.0 mL/ha
mortality assessment: 6 replicates/group; 5 females/replicate
fecundity assessment: 15 replicates/group; 1 females/replicate

Endpoints: — wasp mortality after 48 hours of exposure,
— determination of the LR50 and the NOERmortality,
— determination of the ER50 and the NOERfecundity.
— reduction in fecundity (Pr) of the surviving female wasps exposed to
Pyraclostrobin 250 EC (CHR/F/PYRA 250 EC), 12 days after the oviposition
pe riod

Test Conditions: — temperature:
18 —21°C
- relative air humidity:
64 —73%
— photoperiod:
16 hours light : 8 hours dark
— light intensity:
mortality and oviposition assessment: 2696 Ix
fecundity phase: 5109 Ix

Results and discussion

In the definitive test, after 48 hours mortality of the control wasps was 0.0%. Morality, in the groups
treated with Pyraclostrobin 250 EC (CHR/F/PYRA 250 EC) at the rates of 0.425, 0.85 and 1.7 L/ha were
0.0, 3.3 and 0.0%, respectively.

At the significance level of 0.05, there were no statistically significant differences in mortality between
the wasps exposed to the test item at the rates of 0.425, 0.85 and 1.7 L/ha and the control group (Multiple
Sequentially-rejective Fisher Test After Bonferroni-Holm, p>0.05).

Based on the obtained results the LR50 value could not be estimated. It could be assumend that LR50 is
higher than 1.7 L/ha. The NOER mortality is higher than or equal to 1.7 L/ha.

Mortality of the wasps exposed to Bi 58 Top 400 EC at the rate of 5.0 mL/ha was 80.0% after 48 hours.
Therefore, the validity criterion specified in the Method description was met [6]. The results showed that
the test organisms were sensitive to dimethoate.
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The fecundity assessment showed that the mean number of mummies per female in the control group was
15.5 (after 12 days after oviposition). As for the wasps treated with Pyraclostrobin 250 EC
(CHR/F/PYRA 250 EC) at the rates of 0.425, 0.85 and 1.7 L/ha the mean number of mummies per female
were 14.4, 11.7 and 8.5, respectively. Fecundity reduction (Pr) in the group treated with the test item at
the rates of 0.425, 0.85 and 1.7 L/ha were 6.9, 24.6 and 44.8%, respectively.

At the significance level of 0.05, there were no statistically significant differences in fecundity between
the wasps exposed to the test item at the rate of 0.425 L/ha and the control group. There were statistically
significant differences in fecundity between the wasps exposed to the test item at the rates of 0.85 and 1.7
L/ha and the control group (Williams Multiple Sequential t-test Procedure, p>0.05).

Based on the obtained fecundity results it could be assumed that the ER50 value is higher than 1.7 L/ha
and the NOERfecundity is equal to 0.425 L/ha of the test item.

The effects of the test item, Pyraclostrobin 250 EC (CHR/F/PYRA 250 EC) on mortality and fecundity of
Aphidius rhopalosiphi in the extended laboratory test are summarized below.

Parametr (endpoint)

Mortality Fecundity
Mean no. Fecundity
Test item Total LRso Test item of reduction ERs=n
[Lfhal [%a] [L/ha] [L/ha] mummies Pr [L/hal
female [%a]
Control 0.0 Control 15.5 -
0.425 0.0 0.425 14.4 6.9
1.7 =1.7
0.85 3.3 0.85*% 11.7 24.6
1.7 0.0 1.7+ 8.5 44.8
NOERmotaity = 1.7 [L/hal NOER fecundity 0.425 [L/ha]
Reference item: Bi 58 Top 400 EC
Reference
item 5.0
[mL/ha]
Mortality (after 24 h)
Total [%%] 80.0

*: statistically significant differences

Repellent effects

The results of the assessments of settling behaviour are presented in Table 2. Three hours after the
introduction of the insects into the test units, the mean percentages of wasps settled on the plants were
56.0% in the control group, 38.0, 29.8 and 6.3% in the groups treated with Pyraclostrobin 250 EC
(CHR/F/PYRA 250 EC) at rates of 0.425, 0.85 and 1.7 L/ha, and 23.2% in the reference item group.
Repellent properties of the test item and the reference item were assessed. For the control group and
groups treated with the test item at the rates of 0.425, 0.85 and 1.7 L/ha and the reference item group the
calculated p-values (0.759, 0.925, 0.468, 0.074 and 0.324) are greater than the significance level of 0.05
(Shapiro-Wilk’s test, p > 0.05). At the significance level of 0.05, there were no evidence to reject the null
hypothesis assuming a normal data distribution is sufficient. All data distribution of the treated groups is
consistent with a normal distribution. Levene’s test (p > 0.05) confirmed variances homogenity in all the
study groups (p=0.227).

There were statistically significant differences in the mean percentages of wasps settled on the plants
between the all test item groups, the group treated with the reference item at the control group (Duncan
test procedure, alpha = 0.05).

Mortality

After 48 hours of exposure, there was no dead wasp in the control group. Morality of the wasps after 48
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hours in the groups treated with Pyraclostrobin 250 EC (CHR/F/PYRA 250 EC) at the rates of 0.068, 0.34
and 1.7 L/ha were 0.0, 0.0 and 10.0%, respectively.
Wasp mortality recorded in the definitive test are presented in Tables 3 - 5.

Table 3. Mortality of A. rhopalosiphi after 2 hours - definitive test

Mortality
Tested Dead wasps [no.]
Study group I
[L/ha] wasps ] Tota
[no.] Replicates
I II III | IV v VI [no.] [%%]
Control 30 0 0 lu] 0 0 0 0 0.0
0.425 30 0 0 lu] 0 0 0 0 0.0
0.85 30 0 0 lu] 0 0 0 0 0.0
1.7 30 0 ] 1] 0 0 0 0 0.0
— _ _ _ _ _ _ _
[mL/ha] Bi 58 Top 400 EC
5.0 30 | 0 | 0 ‘ lu] ‘ 0 | 0 | 0 | 0 0.0
Table 4. Mortality of A. rhopalosiphi after 24 hours - definitive test
Mortality
study group Tested Dead wasps [no.]
Wasps Total
[L/ha] [no.] Replicates
I IT IIT | IV v VI [no.] [%a]
Control 30 0 0 0 0 0 ] 0.0
0.425 30 ] ] 0 0 0 ] (1] 0.0
0.85 30 ] ] 0 0 0 ] 1] 0.0
1.7 30 ] ] 0 0 0 ] 1] 0.0
[mL/ha] Bi 58 Top 400 EC
5.0 30 | 1 | 0 | 2 | 2 | 3 | 3 | 11 36.7
Table 5. Mortality of A. rhopalosiphi after 48 hours - definitive test
Mortality
Study group Tested Dead wasps [no.]
[ wasps Total
[L/ha] [no.] Replicates
I II IIT | IV v VI [no.] [%]
Control 30 0 ] ] 0 1] o 0.0
0.425 30 0 0 0 0 0 0 0 0.0
0.85 30 ] 1 0 0 0 0 1 3.3
1.7 30 ] 0 0 0 0 0 o 0.0
MO ER martality = 1.7 [L/ha]
MNOER recundity 0.425 [L/ha]
[mL/ha] Bi 58 Top 400 EC
5.0 30 | 4 | 3 | 5 | 3 | 5 | 4 | 24 80.0

The definitive test was performed between 20.10 - 04.11.2020

After 2, 24 and 48 hours of exposure, there were no dead wasps in the control group. Mortality of the
wasps after 48 hours in the groups treated with Pyraclostrobin 250 EC (CHR/F/PYRA 250 EC) at rates of

0.425, 0.85 and 1.7 L/ha morality there was equal to 0.0, 3.3 and 0.0%, respectively.



CHR/F/PYRA 250 EC/ Etiuda 250 EC, Fermata 250 EC Page 158 /210
Part B — Section 9 - Core Assessment
ZRMS version

At the significance level of 0.05, there were no statistically significant differences in mortality between
the wasps exposed to the test item at the rates of 0.425, 0.85 and 1.7 L/ha and the control group Multiple
Sequentially-rejective Fisher Test After Bonferroni-Holm, p>0.05).

Based on the obtained results the LR50 value could not be estimated. It could be assumend that LR50 is
higher than 1.7 L/ha. The NOERmortality is higher than or equal to 1.7 L/ha

Wasp mortality after 48 hours of exposure to Bi 58 Top 400 EC was 80.0%. The relation between Bi 58
Top 400 EC and wasp mortality showed that the insects were sensitive to dimethoate.

Fecundity

All wasps survived the 24-hour oviposition period. The fecundity assessment showed that the mean
number of mummies per female in the control group was 15.5. The mean number of mummies per female
in the group treated with Pyraclostrobin 250 EC (CHR/F/PYRA 250 EC) at the rates of 0.425, 0.85 and
1.7mL/ha were 14.4, 11.7 and 8.5 respectively. Reduction in wasp fecundity (Pr) caused by
Pyraclostrobin 250 EC (CHR/F/PYRA 250 EC) at the rates previous mentioned was 6.9, 24.6 and 44.8%,
respectively.

At the significance level of 0.05, there were no statistically significant differences in fecundity between
the wasps exposed to the test item at the rate of 0.425 L/ha and the control group. There were statistically
significant differences in fecundity between the wasps exposed to the test item at the rates of 0.85 and 1.7
L/ha and the control group (Williams Multiple Sequential t-test Procedure, p>0.05).

Based on the obtained fecundity results it could be assumed that the ER50 value is higher than 1.7 L/ha
and the NOERfecundity is equal to 0.425 L/ha of the test item, [SOP/B/67].

Table 9. Fecundity of A. rhopalosiphi - definitive test

Mummies per female 12 days after oviposition [no.]
Pyraclostrobin 250 EC
Replicates (CHR/F/PYRA 250 EC)
(isolator number) Control Study group
[L/ha]
0.0 0.425 0.85% 1.7+
I 10 16 10 g8
1I 16 13 11 5
III 13 15 15 =]
v 17 15 13 12
v 12 10 14 15
VI 14 18 17 10
VII 13 11 9 4
VIII 16 14 12 7
IX 15 13 10 5
x 17 11 8 4
X1 20 15 10 13
XII 14 17 12 11
XIIT 16 15 10 9
XIv 19 13 10 =]
XV 20 17 14 11
Mean number
mummies per 15.5 + 2.9 14.4 £ 2.6 11.7 £ 2.5 8.5 £ 3.7
female + SD
Fecundity reduction
relative to the - 6.9 24.6 44.8
control (Pr) [%]
ERso > 1.7 [L/ha]
NOER facundity 0.425 [L,fha]

SD: standard deviation
*1 sratistically significant differences

Test validity criteria
The following validity criteria were met during the study:
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— after 48 hours, mortality of the control group was 0.0% (criterion: a maximum of 10.0%),

— after 48 hours, mortality of the group treated with the reference item at the rate of 5.0 mL/ha was 80.0%
(criterion: a minimum of 50%),

— all wasps survived the 24-hour oviposition period (criterion: only wasps that survive oviposition can be
examined for fecundity),

— the mean number of mummies per female in the control group was 15.5 (criterion: a minimum of 5.0
mummies/female),

—all wasps in the control group gave offspring (criterion: a maximum of 2 females giving no offspring).

Deviations in the study

The experiment was performed according to the ESCORT 1 and the ESCORT 2 guidance documents, the
guidelines developed by the IOBC, BART, and EPPO Joint Initiative, the Standard Operating Procedure
SOP/B/28: ‘An extended laboratory test for evaluating the effects of plant protection products on the
parasitic wasp, Aphidius rhopalosiphi (De Stefani-Perez.)’, other references given in section 9 and the
SOP’s listed in section 10 of the report and the Study Plan.

In the Study Plan B-80-20 there were an editorial errors regarding to the duration of the mortality
assessment in the group exposed to the reference item and required mortality range. According to the
guidelines developed by the 10BC, BART, and EPPO Joint Initiative (Mead-Briggs M.A. et al., 2000;
Mead-Briggs M.A. et al., 2010) mortality of the wasp should be assessed within 48 hour and it should not
be lower than 50%. In the definitive test mortality of the group exposed to the test item lasted 48 hours
and was not lower than 50%. This deviation had no impact on the obtained results.

Study 2

Comments of zRMS: The study was conducted to the guidelines and according to the principles of
GLP. All validity criterions were met. The study is considered to be reliable
and suitable for the risk assessment.

Reference: KCP 10.3.2/02

Report An extended laboratory test for evaluating the effects of Pyraclostrobin 250
EC (CHR/F/PYRA 250 EC) on the predatory mite, Typhlodromus pyri
(Sch.)., P. Holewik, 2020; Institute of Industrial Organic Chemistry Branch
Pszczyna Department of Ecotoxicology, Pszczyna, Poland; STUDY CODE:
B-79-20

Guideline(s): ESCORT 1 (Barrett K.L. et al., 1994)
and the ESCORT 2 (Candolfi M. P. et al., 2001) guidance documents
and the guidelines developed by the IOBC, BART, and EPPO Joint Initiative
(Blumel S. et al., 2000))

Deviations: Yes

GLP: Yes

Acceptability: Yes

Duplication No

(if vertebrate study)

Materials and methods
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Test Item: Name: Pyraclostrobin 250 EC (CHR/F/PYRA 250 EC)
Active substance: 256.6 g/L of pyraclostrobin
Batch number: 04/2020
Manufacture date: 23.04.2020
Expiry date: 23.04.2022

Test Species: Biological test system:
the predatory mite, Typhlodromus pyri (Sch.) (Acari: Phytoseiidae)
—age:
24-hour-old protonymphs
—source:
a laboratory culture at the Lukasiewicz Research Network — Institute of
Industrial Organic Chemistry, Branch Pszczyna; the culture was augmented
from a commercial breeder

Test Design: 7 study groups:
- a control group (0.0 L/ha)
-0.026 L/ha
- 0.064 L/ha
-0.16 L/ha
-0.4 L/ha
-1.0L/ha
- reference item: Bi 58 Top 400 EC at the rate of 9.0 mL/ha
- number of replicates: 3
number of mites in each replicate: 20

Endpoints: — mite mortality after 7 days of the treatment
— LR50 and NOERmortality
— reproduction reduction (Pr) after 14 days of the treatment
— ER50 and NOERreproduction

Test Conditions: temperature:
23 -25°C
— relative air humidity:
61— 78%
— photoperiod:
16 h light : 8 h dark
— light intensity:
809 lux

Results and discussion

In the definitive test, mortality of the control group after 7 days of exposure was 0.0%. After 7 days of
exposure to Pyraclostrobin 250 EC (CHR/F/PYRA 250 EC) at rates of 0.026, 0.064, 0.16, 0.4 and 1.0
L/ha, the percentages of T. pyri, mortality were 0.0, 1.7, 6.7, 31.7 and 81.7%, respectively.

There were no statistically significant differences in mortality between group treated with the test item at
the rates of 0.026 and 0.064 L/ha and the control group. There were statistically significant differences in
mortality between group treated with the test item at the rates of 0.16, 0.4 and 1.0 L/ha and the control
group (Step-down Cochran-Armitage Test Procedure, p(trend)>a).

The LR50 value is equal to 0.528 L/ha of Pyraclostrobin 250 EC (CHR/F/PYRA 250 EC) (95%
confidence limits: 0.444 - 0.640). NOERmortality is 0.064 L/ha of Pyraclostrobin 250 EC
(CHR/F/PYRA 250 EC).

After 7 days of exposure to Bi 58 Top 400 EC at the rate of 9.0 mL/ha mortality was 81.7%. Therefore,
the validity criterion specified in the Method description was met. The results obtained in the reference
item group showed that the test organisms were sensitive to dimethoate.

Reproduction of the surviving mites from the control group and the groups treated with Pyraclostrobin
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250 EC (CHR/F/PYRA 250 EC) at the rates of 0.026, 0.064, 0.16 and 0.4 L/ha, was assessed since
mortality of these groups was < 50.0%.

The mean reproduction rate (Rr) in the control group was 7.0 eggs/female. The mean Rr after 14 days of
exposure to Pyraclostrobin 250 EC (CHR/F/PYRA 250 EC) at the rates of 0.026, 0.064, 0.16 and 0.4 L/ha
were 6.5, 5.5, 5.6 and 4.7 eggs/female, respectively. The percentages of reproduction reduction (Pr)
caused by test item at the rates of 0.026, 0.064, 0.16 and 0.4 L/ha were 7.0, 22.0, 19.5 and 32.2 %,
respectively.

There were no statistically significant differences in reproduction between group treated with the test item
at the rates of 0.026, 0.064 and 0.16 L/ha and the control group. There were statistically significant
differences in reproduction between group treated with the test item at the rate of 0.4 L/ha and the control
group (Williams Multiple Sequential t-test Procedure,|t|>[t*]).

On the basis of the obtained mortality results, it could be assumend that the ER50 value is above 0.4 L/ha
of Pyraclostrobin 250 EC (CHR/F/PYRA 250 EC). NOERreproduction is equal to 0.16 L/ha of
Pyraclostrobin 250 EC (CHR/F/PYRA 250 EC).

The effects of Pyraclostrobin 250 EC (CHR/F/PYRA 250 EC) on mortality and reproduction of
Typhlodromus pyri in the definitive test are summarized in the table.

Parameter (endpoint)
Mortality Reproduction
Test item Mean R _
rate Test number of epro
[L/ha] Total [%0] LRs0 item eqqs/ rgtllll(:atrlt(i)cl:n ERs0
[L/ha] rate female pr [L/ha]
[L/ha] (Rr) [%]
[no.]
Control Control
(0.0) 0.0 (0.0) 7.0 -
0.026 0.0 0.026 6.5 7.0
0.064 1.7 0.064 5.5 22.0
0.528 > 0.4
_ *
0.16% 6.7 (0444 - 0.640) 0.16 5.6 19.5
0.4+ 31.7 0.4* 4.7 32.2
1.0% 81.7 T TTT—
NO ERmortaIity 0.064 [L,lla] NOE Rreprodudion 0.160 [L/lla]
—
Reference item: Bi 58 Top 400 EC
Reference item [mL/ha] 9.0
Mortality
Total [%] 81.7

“: mortality corrected according formula of Abbott [1]

*: statistically sianificant differences between control and aroups exposed to test item: ToxRat Professional 3.3.0.
software [12], [SOP/B/67]

*: 95%-confidence limits

Mortality

In the preliminary test, mortality of the control group after 7 days of exposure was 0.0%. After 7 days of
exposure the mortality percentages, of the groups treated with Pyraclostrobin 250 EC (CHR/F/PYRA 250
EC) at the rates of 0.068, 0.34 and 1.0 L/ha, were 30.0, 57.5 and 100.0%, respectively.
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Table 1. Mortality of T. pyri after 7 days of exposure —preliminary range-
finding test (non-GLP)

Mortality
NHumber | Number of dead &
f escaped® mites
Study group h P Total
[L/ha] l:es.ited [no.]
mites Replicates
[no.]
1 II [no.] [2@]
Control 40 o o 0 0.0
0.068 40 4 a8 12 30.0
0.34 40 13 3 23 57.9
1.7 40 20 20 40 100.0

There were no escaped mites in group exposed to the test item and the control group in preliminary test.
In the definitive test, mortality of the control group after 7 days of exposure was 0.0%. After 7 days of
exposure to Pyraclostrobin 250 EC (CHR/F/PYRA 250 EC) at the rates of 0.026, 0.064, 0.016, 0.4 and
1.0 L/ha, the percentages of T. pyri, mortality, 0.0, 1.7, 6.7, 31.7 and 81.7%, respectively.

Table 2. Mortality of T. pyri after 7 days of exposure — definitive test

Mortality
Numbear Number of dead &
Study group of tested escaped® mites Total
[Lfha] mites [ne.]
[no.] Replicates
I II III [mo.] [®a]
Control &0 0 0 i) i] 0.0
0.026 &0 0 Q o o 0.0
0.064 &0 0 1 o 1 1.7
D.16* &0 0 2 2 4 6.7
0.4 &0 [ 3 7 19 31.7
1.0% &0 18 15 16 49 81.7
LRe 0.528 [L/ha]
(O.d=kf — D.640)*
NOERmortality 0.064 [L/ha]
- -
[mL/ha] Bi 58 Top 400 EC
9.0 &0 | 17 | 13 | 19 | 49 81.7

The definitive test was performed between 05 - 19.11.2020
+: statistically significant differences
*: 95%-confidence limits

There were no statistically significant differences in mortality between group treated with the test item at
the rates of 0.026 and 0.064 L/ha and the control group. There were statistically significant differences in
mortality between group treated with the test item at the rates of 0.16, 0.4 and 1.0 L/ha and the control
group (Step-down Cochran-Armitage Test Procedure, p(trend)>a).

On the basis of the obtained mortality results, the LR50 value with 95% confidence limits was calculated.
It was 0.528 L/ha of Pyraclostrobin 250 EC (CHR/F/PYRA 250 EC) (95% confidence limits: 0.444 —
0.640). NOERmortality was 0.064 L/ha of Pyraclostrobin 250 EC (CHR/F/PYRA 250 EC), [SPO/B/67].
After 7 days of exposure to Bi 58 Top 400 EC at the rate of 9.0 mL/ha, mortality was 81.7%. Therefore,
the validity criterion specified in the Method description was met. The results obtained in the reference
item group showed that the test organisms were sensitive to dimethoate.

Reproduction
The sex ratio after 7 days of exposure is presented in Table 3 and the values met the criteria.
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Table 3. Sex ratio after 7 days of exposure — definitive test

Males and females [no.]
Replicat

Study Mo. of eplicates

group testad I II I1I
[Lfha] mites

Q | g |sre| @ | g |sre| Q| g |ore

cc’;fj’“' 60 15 5 |0.75| 14 & |0.70| 14 & | 070
0.026 Lil1] 13 7 0.65 135 3 0.75 1z 8 0.60
0.0G64 50 14 B 0.70 13 B 0.68 12 b} 0.60
0.16 56 13 7 0.65 10 a8 0.56 iz 11 0.67

0.4 41 10 4 0.71 9 3 0.64 7 -1 .54

SR*: sex ratio - the number of fermales divided by the total number of fermales and makes per replicate after

7 days of exposure
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Table 4. Reproduction of T. pyri — definitive test

" | | Observation period
w | Developmenta
Study group | .2 X Pr
[L/ha] (=1 stageg of the DAT DAT DAT RrXx Rr [of'o]
g ] mites 8 11 14
Eggs 13 36 38
I Larvae 0 4 1 . 5
Males 5 5 4
Females 15 15 14
Eggs 17 40 37
Control Larvae 0 2 3
= 7.1 _ _
0.0 Males 5 5 5 7.0
Females 14 14 14
Eggs 19 45 42
Larvae 0 0 0
I Males 6 6 6 7.7
Females 14 14 13
Eggs 11 41 35
Larvae 0 0 0
! 7.2
Males 7 6 6
Females 13 12 11
Eggs 6 34 33
Larvae 0 2 0
0.026 I 'Males 5 5 5 2.0 6.5 7.0
Females 15 15 15
Eggs 18 40 30
Larvae 0 0 0
ITI 7.3
Males 8 7 6
Females 12 12 12
Eggs 11 35 29
Larvae 0 1 3
! Males 6 6 6 6.0
Females 14 13 12
Eggs 5 27 24
Larvae 0 2 0
0.064 = Males 5 5 5 2.0 5.5 22.0
Female 12 12 10
Eggs 7 24 26
Larvae 0 2 2
III - 5.4
Males 8 6 6
Females 12 11 11

continued on next page
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Table 4. cont. Reproduction of T. pyri — definitive test.

= Observation period
% | Developmental
Study group ] 5 Pr
[L/ha] % - stag:l?tz: the DAT DAT DAT RrX Rr [%]
v 8 11 14
o
Eggs 18 40 28
Larvae 0 1 1
I 7.2
Males 6 5 5
Females 13 12 11
Eggs 5 20 24
Larvae 0 0 0
I1 5.6
0.16 Males E 6 s 5.6 19.5
Females ] 9 8
Eggs 5 19 17
Larvae
I11 0 1 2 4.1
Males 6 6 6
Females 11 11 9
Eggs 5] 21 20
Larvae 0 1 0
I 5.3
Males 3 3 3
Females 9 9 9
Eggs 4 19 13
Larvae 0 2 1
+
0.4 T ales . . p 4.3 4.7 | 32.2
Females g 0 Q
Eggs 4 12 10
Larvae
I 0 2 0 4.6
Males 4 4 3
Females 5 6 5
ERso > 0.4 [L/ha]
NOER-reproduction 0.16 [L/ha]

DAT: days after treatment
Rr: the reproduction rate for each replicate (X) of a given study group after 14 days, calculated according to

equation no. 1 (section. 5.2. Reproduction)

Rr: the mean reproduction rate in a given study group after 14 days
Pr: the percentage of reproduction reduction calculated according to equation no. 2 (section. 5.2. Reproduction)
*: statistically significant differences between control and groups exposed to test item; ToxRat Professional

3.3.0. software [12], [SOP/B/67]

Reproduction of the surviving mites from the control group and the groups treated with Pyraclostrobin
250 EC (CHR/F/PYRA 250 EC) at the rates of 0.026, 0.064, 0.16 and 0.4 L/ha, was assessed since
mortality of these groups was < 50.0%. Reproduction of the surviving mites from groups treated with
Pyraclostrobin 250 EC (CHR/F/PYRA 250 EC) at the rate of 1.0 L/ha were not assessed due to mortality
higher than 50% [SOP/B/36].
The mean reproduction rate (Rr) in the control group was 7.0 eggs/female. The mean Rr after 14 days of
exposure to Pyraclostrobin 250 EC (CHR/F/PYRA 250 EC) at rates 0.026, 0.064, 0.16 and 0.4 L/ha a
were, 6.5, 5.5, 5.6 and 4.7 eggs/female, respectively. The percentages of reproduction reduction (Pr)
caused by at the rates of 0.026, 0.064, 0.16 and 0.4 L/ha were 7.0, 22.0, 19.5 and 32.2%, respectively.



CHR/F/PYRA 250 EC/ Etiuda 250 EC, Fermata 250 EC Page 166 /210
Part B — Section 9 - Core Assessment
ZRMS version

There were no statistically significant differences in reproduction between group treated with the test item
at the rates of 0.026, 0.064 and 0.16 L/ha and the control group. There were statistically significant
differences in reproduction between group treated with the test item at the rate of 0.4 L/ha and the control
group (Williams Multiple Sequential t-test Procedure,|t|>[t*|) [12], [SPO/B/67].

Test validity criteria

The following validity criteria were met during the study:

- mortality of the control group was 0.0% on day 7 of exposure (criterion: a maximum of 20%),

- mortality of the mites exposed to the reference item at the rate of 9.0 mL/ha was 81.7% on day 7 of
exposure (criterion: from 50 to 100%),

- the mean number of eggs per female in the control group was 7.0 (required: > 4 eggs per female).

Deviations in the study

The experiment was performed according to the ESCORT 1 and the ESCORT 2 guidance documents, the
guidelines developed by the IOBC, BART, and EPPO Joint Initiative, the Standard Operating Procedure
SOP/B/36: ‘An extended laboratory test for evaluating the effects of plant protection products on the
predatory mite, Typhlodromus pyri (Sch.)’, other references given in section 9 and the SOP’s listed in
section 10 of the report and the Study Plan. According to the guideline developed by the IOBC, BART,
EPPO Joint Initiative, as a food source only pollen was used. However, in the experiment additional food
in the form of the two-spotted spider mite (T. urticae) eggs, was used. Another food source prevents the
mites from escaping from discs.
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Study 3

Comments of ZRMS: The study was conducted to the guidelines and according to the principles of
GLP. All validity criterions were met. The study is considered to be reliable
and suitable for the risk assessment.

Reference: KCP 10.3.2/03

Report An extended laboratory test for evaluating effects of Pyraclostrobin 250 EC
(CHR/F/PYRA 250 EC) on the ladybird beetle, Coccinella septempunctata
(L), M. Knapik, 2021; Institute of Industrial Organic Chemistry Branch
Pszczyna Department of Ecotoxicology, Pszczyna, Poland; STUDY CODE:
B-78-20

Guideline(s): ESCORT 1 (Barrett K.L. et al., 1994) and the ESCORT 2 (Candolfi M.P. et
al., 2001) guidance documents and the guidelines developed by the 10BC,
BART, and EPPO Joint Initiative (Schmuck et al., 2000)

Deviations: Yes

GLP: Yes

Acceptability: Yes

Duplication No

(if vertebrate study)

Materials and methods

Test Item:

Test Species:

Test Design:

Endpoints:

Pyraclostrobin 250 EC (CHR/F/PYRA 250 EC)
content: 256.6 g/L of pyraclostrobin

batch no.: 04/2020

production date: 23.04.2020

expiry date: 23.04.2022

Biological test system:

the ladybird beetle, C. septempunctata L. (Arthropoda: Coccinellidae)
—age:

4-day-old larvae

— source:

Beetles was obtained from commercial breeder (BiasLabs Ltd., London UK)

7 study groups:

— a control group (0.0 L/ha)

— Pyraclostrobin 250 EC (CHR/F/PYRA 250 EC) at the rates of:
-0.013 L/ha

-0.032 L/ha

-0.08 L/ha

-0.2 L/ha

-0.5L/ha

— Bi 58 Top 400 EC at the rate of 8.0 mL/ha

number of replicates: 40 replicates/group

number of larvae: 1 larva of Coccinella septempunctata /replicate

— preimaginal mortality of the ladybird beetles
- LR50
— NOERmortality
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— reproductive performance of the moulted beetles over a period of 14 days
(the mean number of fertile eggs/female/day) reproduction reduction (Pr)
- ER50

Test Conditions: — temperature:
23.0-27.3°C
— relative air humidity:
60.0 — 79.2%
— photoperiod:
16 hours light : 8 hours dark
— light intensity
1701 Ix
Statistical analysis:
Probit analysis using linear max. likelihood regression,
Step-down Cochran-Armitage Test Procedure

Results and discussion
The effects of the test item, Pyraclostrobin 250 EC (CHR/F/PYRA 250 EC) on mortality and reproductive
capacity of the ladybird beetle, Coccinella septempunctata L. in the laboratory test are summarized below.

Study group Parameters (endpoints)
Mortality Reproduction
> 2 > -
. B £ 3 £ &
o ~— [T 8 =
; 2 - 2 ta
. o
Test item [%] (%] LRso £ E ° E 3c ERso
[L/ha] [Lfha] c g o o o B [L/ha]
(= == . £
U ~ - o
E [ | =] a =3
o mm € T
o a4 m o
L] T @ -
Control (0.0) 20.0 - 5.0 4.0 -
0.013 35.0 i8.8 5.6 4.6 15.0
0.032 35.0 158.8 0.112 4.6 4.1 2.5
(0.01 - > 0.08
0.08 37.5 21.9 115.514%) 5.7 4.5 -12.5
0.2 70.0 62.5
0.5 95.0 93.8
NOERmortality 0.08 [L/'ha]
Bi 58 Top 400 EC
Reference
item
[mL/ha] 87.5 84.4 -
8.0

a; mortality was comected according Abbott's equation [1]
*; statistically significant differences
* - confidence limits

The validity criterion concerning mortality was met, because mortality of the ladybird beetle, Coccinella
septempunctata L. in the control group was equal to 20.0% (< 30.0%). The corrected mortality of the
ladybird beetles exposed to the test item at the rates of 0.013, 0.032, 0.08, 0.2 and 0.5 L/ha, after Abbott’s
correction, were 18.8, 18.8, 21.9, 62.5 and 93.8%, respectively.

At the significance level of 0.05, there were statistically significant differences in mortality between the
ladybirds exposed to the test item at the rates of 0.2 and 0.5 L/ha of Pyraclostrobin 250 EC
(CHR/F/PYRA 250 EC) and the control group (Step-down Cochran-Armitage Test Procedure, (0=0.05)).
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The LR50 value is equal to 0.112 L/ha (confidence limits: 0.01 — 115.514) of Pyraclostrobin 250 EC
(CHR/F/PYRA 250 EC). The NOERmortality is equal to 0.08 L/ha of Pyraclostrobin 250 EC
(CHR/FIPYRA 250 EC).

The corrected mortality of the ladybird beetles exposed to the reference item at the rate of 8.0 mL of Bi
58 Top 400 EC/ha, after Abbott’s correction, was equal to 84.4%. Therefore, the validity criterion was
met. The results showed that the insects were sensitive to dimethoate.

The mean number of fertile eggs/female/day in the control group was 4.0 (criterion: > 2 eggs/female/day).
The mean numbers of fertile eggs/female/day in the group treated with the of Pyraclostrobin 250 EC
(CHR/F/PYRA 250 EC) at the rates of 0.013, 0.032 and 0.08 L/ha were equal to 4.6, 4.1 and 4.5 it refers
to -15.0, -2.5 and -12.5% reproduction reduction. The negative values means that in the tested rates there
were higher mean numbers of fertile eggs per viable female per day than in the control group.

It can be concluded that Pyraclostrobin 250 EC (CHR/F/PYRA 250 EC) at the rates of 0.013, 0.032 and
0.08 L/ha had no adverse effect on the reproduction capacity of the ladybird beetle. The ER50 value is
above 0.08 L/ha of Pyraclostrobin 250 EC (CHR/F/PYRA 250 EC).

Mortality

In the preliminary non-GLP range finding test, mortality of the control group was 0.0% and the groups
treated with the test item at all the rates i.e. 0.106, 0.425 and 1.7 L/ha, were 20.0, 100.0, 100.0%,
respectively.

Table 1. Mortality of C. septempunctata — non-GLP preliminary test

Stud Number of Mortality
=tudy tested Number of dead
group o Total
[L/ha] beetles individuals [no.]
a
[no.] larvae | pupae | adults [no.] [%&]

Control 10 0 0 0 0 0.0
0.106 10 2 0 0 2 20.0
0.425 10 9 1 0 10 100.0

1.7 10 10 0 0 10 100.0

In the definitive test mortality in the control group was 20.0%. The corrected mortality of Coccinella
septempunctata exposed to the test item at the rates of 0.013, 0.032, 0.08, 0.2 and 0.5 L/ha, after Abbott’s
correction, were 18.8, 18.8, 21.9, 62.5 and 93.8%, respectively.
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Table 2. Mortality of C. septempunctata - definitive test

Number of Mortality
Study group tested Number of dead
I Total
[L/ha] beetles individuals [no.]
[ne.] larvae | pupae | adults [no.] [%] [20]®
Control 40 8 v] 0 g8 20.0 -
0.013 40 11 3 0 14 35.0 18.8
0.032 40 9 5 0 14 35.0 18.8
0.08 40 i5 W] 0 15 37.5 21.9
0.2 40 25 3 0 28 70.0 62.5+
0.5 40 37 1 0 38 95.0 93.8*
0.112 [L/ha]
i Reo (0.01 - 115.514)
NOER martality 0.08 [L/ha]
[mL/ha] Bi 58 Top 400 EC
8.0 40 35 0 0 35 87.5 84.4

At the significance level of 0.05, there were no statistically significant differences in mortality between
the ladybirds exposed to the test item at the rates of 0.013, 0.032 and 0.08 L/ha and the control (Step-
down Cochran-Armitage Test Procedure).

At the significance level of 0.05, there were statistically significant differences in mortality between the
ladybirds exposed to the test item at the rates of 0.2 and 0.5 L/ha and the control (Step-down Cochran-
Armitage Test Procedure).

Based on the obtained mortality results, it could be assumed that the LR50 value (the application rate at
which 50% mortality of the test system is observed) is equal to 0.112 L/ha (confidence limits: 0.01 —
115.514) of Pyraclostrobin 250 EC (CHR/F/PYRA 250 EC). The NOERmortality is equal to 0.08 L/ha of
Pyraclostrobin 250 EC (CHR/F/PYRA 250 EC).

The percentage of mortality of C. septempunctata (L.) exposed to Bi 58 Top 400 EC at rate of 8.0 mL/ha,
after Abbott’s correction, was 84.4%. The results obtained in the reference item group indicated that the
biological test system was sensitive to dimethoate.

At the rates of 0.2 and 0.5 L/ha the development of ladybirds were delayed compared to the control group
and group exposed to the test item at the rates of 0.08, 0.2 and 0.5 L/ha. Additionally, in each group
exposed to the test item there were observed pupae that did not stick to the substrate.

Reproduction
Sex of the beetles at the pre-oviposition period is presented in Table 4, whereas the detailed results of the
reproduction test are presented in Table 5.

Table 4. Sex of the C. septempunctata (L.} — pre-oviposition period

Number of males and females N b ‘
Study group [ne.] umber o
[L/ha] tested

Q ) insects [no.]
Control 21 11 32
0.013 15 g -4
0.032 15 11 -5
0.08 12 13 oe
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Table 5. Reproduction of C. septempunctata

Laid Viable Hatched i Fertile
DAT Eggs/female Hatching
eggs | females /day larvae rate [%] eggs/female
[no.] [no.] [no.] /day
Control [0.0 L/ha]
30 235 21 11.2 116 49.4 5.5
34 30 21 1.4 25 83.3 1.2
35 0 21 0.0 0 0.0 0.0
36 67 19 3.5 52 77.6 2.7
37 B4 18 4.7 77 91.7 4.3
38 138 18 7.7 127 92.0 7.1
39 45 18 2.5 42 93.3 2.3
10 110 18 5.1 102 92.7 5.7
12 148 18 8.2 128 86.5 7.1
MEAN 5.0 74.3 74.1 1.0
0.013 [L/ha]
30 245 15 16.3 166 57.8 11.1
34 24 15 1.6 24 100.0 1.6
35 81 15 5.4 72 88.9 4.8
36 34 14 2.4 25 73.5 8
37 101 14 7.2 91 90.1 6.5
38 0 14 0.0 0 0.0 0.0
39 40 14 2.9 35 87.5 2.5
40 89 14 6.4 87 97.8 6.2
42 111 14 7.9 101 91.0 7.2
MEAN 5.6 66.8 77.4 4.6
Laid Viable Hatched B Fertile
DAT f ) Eggs/female | Hatching p |
eggs emales /day arvae rate [%] eggs female
[no.] [no.] [no.] Jday
0.032 [L/ha]
30 98 15 6.5 79 80.6 5.3
31 22 15 8.1 110 90.2 7.3
35 0 15 0.0 0 0.0 0.0
36 24 15 1.6 22 91.7 1.5
37 46 15 3.1 31 67.4 2.1
38 3s 15 2.3 34 97.1 2.3
39 134 15 8.9 129 96.3 8.6
40 78 15 5.2 76 97.4 5.1
a2 85 15 5.7 78 91.8 5.2
MEAN 4.6 62.1 79.2 4.1
0.08 [L/ha]
30 210 12 17.5 133 63.3 11.1
34 0 12 0.0 0 0.0 0.0
35 0 12 0.0 0 0.0 0.0
36 47 11 4.3 32 68.1 2.9
37 103 11 9.4 73 70.9 6.6
38 33 11 3.0 33 100.0 3.0
39 66 11 6.0 65 98.5 5.9
40 89 11 8.1 86 96.6 7.8
42 33 1 3.5 31 81.6 2.8
MEAN 5.7 50.3 64.3 4.5
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In the definitive test reproduction of the ladybird beetles from the control group and the groups treated
with the test item at the rates of 0.013, 0.032 and 0.08 L/ha were assessed, since the mortality were < 50%
after Abbott’s correction. However, the reproduction in the group treated with the test item at the rates of
0.2 and 0.5 L/ha were not assessed due to mortality > 50% after Abbott’s correction.

At the rate of 0.013 L/ha there were two adult beetles with deformations that could not make
identification of their sex.

The mean number of fertile eggs/female/day in the control group was 4.0 (criterion: > 2 eggs/female/day)
The mean numbers of fertile eggs/female/day in the groups treated with the Pyraclostrobin 250 EC
(CHR/F/PYRA 250 EC) at the rates of 0.013, 0.032 and 0.08 L/ha were equal to 4.6, 4.1 and 4.5 and it
refers to -15.0, -2.5 and -12.5% reproduction reduction, respectively (Table 5 and 6). The negative values
means that in the tested rates there were higher mean numbers of fertile eggs per viable female per day
than in the control group

The mean number of fertile eggs per viable female per day were above 2 in the groups treated with the
test item at the rates of 0.013, 0.032 and 0.08 L/ha, therefore there is no treatment related effect on the
reproductive performance in mentioned rates. It can be concluded that Pyraclostrobin 250 EC
(CHR/F/PYRA 250 EC) at the rates of 0.013, 0.032 and 0.08 L/ha has no adverse effect on the
reproduction capacity of the ladybird beetle The ER50 value is above 0.08 L/ha of Pyraclostrobin 250 EC
(CHR/F/IPYRA 250 EC).

Other information on reproductive performance of Coccinella septempunctata (mean number of
eggs/female/day and mean hatching rate [%]) are presented in Table 6.

Table 6. Effect of Pyraclostrobin 250 EC (CHR/F/PYRA 250 EC) on

C. septempunctata reproduction

Mean no. of

Study Mean no. of Mean fertile Reproduction ERso
group eggs /female hatching eggs [ reduction Pr [L/ha]
[Lfha] Sday* rate [%%]* female /day [%]®**

* %

Control 5.0 74.1 4.0 -

0.013 5.6 77.4 4.6 -15.0

> 0.08

D.032 4.6 79.2 4.1 -2.5

0.08 3.7 64,3 4.5 -12.5

mean value of 9 assessment days (details are presented in Table 5)
mean number of fertile eggs/female/day was calculated according to eguation ne. 2 (5.2, Reproduction
performance)

*¥**¥, The percentage of reproduction reduction (Pr] was calculated according to  eguation
no. 3 (5.2, Reproduction performance). The negative values means that in the tested rates there were
higher mean numbers of fertile eggs per viable female per day than in the control group

Test validity criteria

The following validity criteria were met during the study:

— pre-imaginal mortality of the control group was 20.0% (criterion: a maximum of 30.0%),

— mean corrected mortality of the reference item group was 84.4% (criterion: a minimum of 40%),

— fertility (the mean number of fertile eggs/female/day) in the control group was 4.0 (criterion: > 2 fertile
eggs/female).

Deviations in the study

The experimental part of the study was conducted according to the ESCORT 1 (Barrett K.L. et al., 1994)
and the ESCORT 2 (Candolfi M.P. et al., 2001) guidance documents and the guidelines developed by the
IOBC, BART and EPPO Joint Initiative (Schmuck V. et al., 2000), SOP/B/63 and other procedures
related with the study and the Study Plan.

In the experimental part of the study a deviation from the guidelines developed by the IOBC, BART and
EPPO Joint initiative (Schmuck V., et al., 2000) occurred. This deviation is to use leaf discs as a surface
instead of plastic discs. This method was described in the Study Plan and the SOP/B/63.
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During the definitive test there were short term deviations (below one hour) in the temperature, which
was above range from SOP/B/63 and the guideline developed by IOBC, BART and EPPO Joint Initiative
(Schmuck V., et al. 2000).

According to the Study Plan the source of organisms was from a laboratory culture at the Lukasiewicz
Research Network — Institute of Industrial Organic Chemistry, Branch Pszczyna, however the definitive
study was performed on the beetles obtained from commercial breeder (BiasLabs Ltd., London UK).
Mentioned deviations had no effect on the obtained results.

Study 4

Comments of zZRMS: The study was conducted to the guidelines and according to the principles of
GLP. All validity criterions were met. The study is considered to be reliable
and suitable for the risk assessment.

Reference: KCP 10.3.2/04

Report An extended laboratory test for evaluating effects of Pyraclostrobin 250 EC

(CHR/F/PYRA 250 EC) on the green lacewing, Chrysoperla carnea (Steph.),
M. Knapik, 2020; Institute of Industrial Organic Chemistry Branch Pszczyna
Department of Ecotoxicology, Pszczyna, Poland; STUDY CODE: B-81-20

Guideline(s): ESCORT 1 (Barrett K.L. et al., 1994) and the ESCORT 2 (Candolfi M.P. et al.,
2001) guidance documents and the guidelines developed by the IOBC, BART,
and EPPO Joint Initiative (Vogt H. et al., 2000)

Deviations: Yes
GLP: Yes
Acceptability: Yes
Duplication No

(if vertebrate study)

Materials and methods

Test Item: Pyraclostrobin 250 EC (CHR/F/PYRA 250 EC)
content: 256.6 g/L of pyraclostrobin
batch no.: 04/2020
production date: 23.04.2020
expiry date: 23.04.2022

Test Species: Biological test system:
the green lacewing, Chrysoperla carnea (Steph.), Neuroptera: Chrysopidae
—age:
first instars’ larvae (3 days old)
—source:
a laboratory culture at the Lukasiewicz Research Network — Institute of
Industrial Organic Chemistry, Branch Pszczyna; the culture was augmented
by commercial breeder

Test Design: 7 study groups:
— a control group (0.0 L/ha)
— Pyraclostrobin 250 EC (CHR/F/PYRA 250 EC) at the rates of
- 0.005 L/ha
-0.013 L/ha
-0.032 L/ha
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Endpoints:

Test Conditions:

Results and discussion

-0.08 L/ha

-0.2 L/ha

— Bi 58 Top 400 EC at the rate of 38.0 mL/ha

number of replicates: 30 replicates/group

number of larvae: 1 larva of Chrysoperla carnea /replicate
— cumulative mortality of larvae, pupae, and adults after emergence
— LR50 value

— reproduction of the lacewings:

— fecundity (mean number of eggs/female/day)

— fertility (mean hatching rate)

— ER50

— temperature:

22.6 —27.3°C

— relative air humidity:

60.2 —79.2%

— photoperiod:

16 hours light : 8 hours dark
— light intensity

1793 lux

Statistical analysis:

Probit analysis using linear max. likelihood regression, Step-down Cochran-
Armitage Test Procedure

The effects of the test item, Pyraclostrobin 250 EC (CHR/F/PYRA 250 EC) on mortality and reproductive
capacity the green lacewings, Chrysoperla carnea (Steph.) in the laboratory test are summarized below.

Study group Parameter (endpoints)
[application
rate] Mortality Reproduction
Mean Mean
Test item [%] LRso number of hatching ERso
[L/ha] [L/ha] eggs /female rate [L/ha]
/day [no.] [%]
Control (0.0) 0.0 40.6 90.8
0.005 6.7 34.8 79.6
+ - - -
0.013 16.7 0.192 25.8 71.2 = 0.08
0.032% 16.7 (0.101 - 0.7537) 35.5 78.7
0.08% 30.0 28.9 67.5
—— —
0.2+ 56.7 — ~—
NOERmartality 0.005 [L/ha] T~
Reference
item Bi 58 Top 400 EC
[mL/ha]
38.0 66.7 -

*1 statistically significant differences

" - confidence limits

The validity criterion concerning mortality was met, because mortality of the green lacewings,
Chrysoperla carnea (Steph.) in the control group was 0.0%. The mortality of the green lacewings exposed
to the test item at the rates of 0.005, 0.013, 0.032, 0.08 and 0.2 L/ha of Pyraclostrobin 250 EC
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(CHR/F/IPYRA 250 EC) was 6.7, 16.7, 16.7, 30.0 and 56.7%, respectively.

There were statistically significant differences in mortality of the green lacewings in the groups treated
with the test item at the rates of 0.013, 0.032, 0.8 and 0.2 L/ha in comparison to the control group. There
were no statistically significant differences in mortality of the green lacewings in the groups treated with
the test item at the rate of 0.005 L/ha in comparison to the control group (Step-down Cochran-Armitage
Test Procedure, p(trend)> a, (a=0.05)).

The LR50 value is equal to 0.192 L/ha (confidence limits: 0.101 — 0.753). The NOERmortality value is
equal to 0.005 L/ha.

The percentage of mortality of Ch. carnea (Steph.) exposed to Bi 58 Top 400 EC at rate of 38.0 mL/ha,
was 66.7%. The results obtained in the reference item group indicated that the biological test system was
sensitive to dimethoate.

The reproduction in the group treated with the test item at the rate of 0.2 L/ha were not assessed due to
mortality higher than 50%.

The mean number of fertile eggs/female/day in the control group was equal to 40.6 (criterion: > 15.0).
The mean numbers of fertile eggs/female/day in the groups treated with Pyraclostrobin 250 EC
(CHR/F/PYRA 250 EC) at the rates of 0.005, 0.013, 0.032 and 0.08 L/ha were equal to 39.0, 35.8, 35.5
and 28.9, respectively. The mean hatching rate in the control group was 90.8% (criterion: > 70%). The
mean hatching rate in the groups treated with the test item at the rates of 0.005, 0.013, 0.032 and 0.08
L/ha were 79.6, 71.2, 78.7 and 67.5%, respectively.

Fecundity reduction (Pr) in the group treated with the test item at the rates of 0.005, 0.013, 0.032 and 0.08
L/ha were 12.3, 21.6, 13.3 and 25.7%, respectively.

Based on the results, it can be presumed that Pyraclostrobin 250 EC (CHR/F/PYRA 250 EC) at the rate of
0.08 L/ha had an adverse effect on the reproductive performance of the lacewings and the ER50 value is
above 0.08 L/ha.

Mortality
In the preliminary range-finding test, mortality of the control group was 0.0% and the groups treated with
the test item at all the rates i.e. 0.106, 0.425 and 1.7 L/ha, were 90.0, 90.0 and 100.0%, respectively
(Table 1).

Table 1. Mortality of Chrysoperla carnea — preliminary test

Number of Mortality
tested
Study group _Nu!'n!:per of dead Total
green individuals [no.]
[L/ha] -
lacewings
[no.] larvae pupae adults [no.] [%]
Control 10 0 0 1] 0 0.0
0.106 10 9 0 li] 9 90.0
0.425 10 9 0 0 9 90.0
1.7 10 10 0 1] 10 100.0

Mortality of the lacewings recorded in the definitive test is presented in Table 2. In the definitive test
mortality of in the control group was 0.0%. The mortality of Chrysoperla carnea (Steph.) exposed to the
test item at the rates of 0.005, 0.13, 0.32, 0.08 and 0.2 L/ha of Pyraclostrobin 250 EC (CHR/F/PYRA 250
EC) was 6.7, 16.7, 16.7, 30.0 and 56.7%, respectively (Table 2).

There were statistically significant differences in mortality of the green lacewings in the groups treated
with the test item at the rates of 0.013, 0.032, 0.8 and 0.2 L/ha in comparison to the control group. There
were no statistically significant differences in mortality of the green lacewings in the groups treated with
the test item at the rate of 0.005 L/ha in comparison to the control group (Step-down Cochran-Armitage
Test Procedure, p(trend)> a, (0=0.05)).

The LR50 is equal to 0.192 L/ha (confidence limits: 0.101 — 0.753). The NOERmortality value is equal to
0.005 L/ha (Table 2).

The percentage of mortality of Ch. carnea (Steph.) exposed to Bi 58 Top 400 EC at rate of 38.0 mL/ha,
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was 66.7%. The results obtained in the reference item group indicated that the biological test system was
sensitive to dimethoate (Table 2).

Table 2. Mortality of Chrysoperfa carnea — definitive test

Number of Mortality
tested
Study group Number of dead individuals
[L/ha] green [no.] Total
lacewings -
[no.] larvae pupae adults [no.] [%%]
Control 30 0 1] 0 0 0
0.005 30 2 0 0 2 b.7
0.013% 30 5 0 0 5 16.7
0.032% 30 5 0 ] 5 16.7
0.08* 30 8 1 0 9 30.0
0.2* 30 17 0 0 17 56.7
0.192 [L/ha]
LRso (0.101 - 0,753}
N ER mortaiity 0.005 [L/ha]
[mL/ha] Bi 58 Top 400 EC
38.0 30 i7 3 0 20 B6.7

Reproductive

Reproduction of the lacewings from the control group and the groups treated with the test item at the rates
of 0.005, 0.013, 0.032 and 0.08 L/ha was assessed, since the mortality were < 50%. However, the
reproduction in the group treated with the test item at the rate of 0.2 L/ha were not assessed due to
mortality higher than 50%.

Sex of the lacewings at the pre-oviposition period is presented in Table 4, whereas the results of the
reproduction test are presented in Table 5. The mean number of fertile eggs/female/day in the control
group was equal to 40.6 (criterion: > 15.0). The mean numbers of fertile eggs/female/day in the groups
treated with Pyraclostrobin 250 EC (CHR/F/PYRA 250 EC) at the rates of 0.005, 0.013, 0.032 and 0.08
L/ha were 39.0, 35.8, 35.5 and 28.9 respectively. The mean hatching rate in the control group was 90.8%
(criterion: > 70%). The mean hatching rate in the groups treated with the test item at the rates of rate of
0.005, 0.013, 0.032 and 0.08 L/ha were 79.6, 71.2, 78.7 and 67.5% (Table 5).

Fecundity reduction (Pr) in the group treated with the test item at the rates of 0.005, 0.013, 0.032 and 0.08
L/ha were 12.3, 21.6, 13.3 and 25.7%, respectively (Table 5).

Based on the obtained results, it can be presumed that the Pyraclostrobin 250 EC (CHR/F/PYRA 250 EC)
had an adverse effect on the reproductive performance of the green lacewing, Chrysoperla carnea (Steph.)
at rate of 0.08 L/ha. At the rates of 0.005, 0.013 and 0.032 L/ha Pyraclostrobin 250 EC (CHR/F/PYRA
250 EC) had no adverse effect on the reproductive performance of the green lacewing, Chrysoperla
carnea (Steph.) and the ER50 value is above 0.08 L/ha.



CHR/F/PYRA 250 EC/ Etiuda 250 EC, Fermata 250 EC Page 177 /210
Part B — Section 9 - Core Assessment
ZRMS version

Table 4. Sex of the green lacewings Chrysoperla carnea — pre-oviposition

period
Number of males and females Number of
S“}T} E;?llp [no-] tested insects
Q a [no.]
Control 16 14 30
0.005 13 15 28
0.013 14 11 253
0.032 12 13 253
0.08 11 10 21

Table 5. Reproduction of Chrysoperfa carnea

@ Number of [no.] 2 .E —
S Hid £ 0 EE
el - Loy £
g £ — = = 'E “:: .Ei o :
= O :I'U E o " T s £ = =1 . - o
= = — k-] =g = =
Sex PN 8 | E8| 32| s |2E2| 2 |f.-|B5 223
o M= = == 2w -4 3| S53 |8 | =0 -
35 - 4= o—- ) wm oo 2 £ Yms — c &
&2 & | SE| w§ Z |g=g| 88 | "7 § SS9
: g7 8 I R A A
29 634 15 42.3 491 467 95.1
Control 40.6 90.8 -
33 584 15 38.9 281 243 86.5
29 624 13 48.0 350 280 80.0
0.005 39.0 79.6 12.3
33 359 12 29.9 279 221 79.2
29 610 14 43.6 550 376 68.4
0.013 35.8 71.2 21.6
33 392 14 28.0 254 188 74.0
29 430 11 39.1 351 300 85.5
D.032 35.5 78.7 13.3
33 351 11 31.9 284 204 71.8
29 337 11 30.6 276 173 62.7
0.08 28.9 67.5 | 25.7
33 271 10 27.1 250 181 72.4
ERso > 0.08 L/ha

DAT: day after the treatment

Test validity criteria

The following validity criteria were met during the study [5]:

— pre-imaginal mortality of the control group was 0.0% (criterion: a maximum of 20.0%),

— mean mortality of the reference item group was 66.7% (criterion: a minimum of 50%),

— the mean number of eggs per female per day in the control group (fecundity) was 40.6 (criterion: >
15.0),

— the mean hatching rate in the control group (fertility) was 90.8 (criterion: > 70%).

Deviations

The study was conducted according to the ESCORT 1 (Barrett K.L. et al., 1994) and the ESCORT 2
(Candolfi M.P. et al., 2001) guidance documents and the guidelines developed by the IOBC, BART and
EPPO Joint Initiative (Vogt H. et al., 2000), SOP/B/62 and other procedures related to the study and the
Study Plan.

In the experimental part of the study a deviation from the guidelines developed by the IOBC, BART and
EPPO Joint initiative (Vogt H. et al., 2000) occurred. This deviation is to use leaf discs as a surface
instead of plastic discs. This method was described in the Study Plan and the SOP/B/62.

During the definitive test there were short term deviations (below one hour) in the temperature, which
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was out of range from SOP/B/63 and the guideline developed by IOBC, BART and EPPO Joint Initiative
(Schmuck V., et al. 2000).

Study 5

Comments of zZRMS: The study was conducted to the guidelines and according to the principles of
GLP. All validity criterions were met. The study is considered to be reliable
and suitable for the risk assessment.

Reference: KCP 10.3.2/05

Report CHR/F/PYRA 250 EC — A series of aged-residue extended laboratory tests to

determine effects on the ladybird beetle, Coccinella septempunctata
(Coleoptera: Coccinellidae), Vaughan, R., 2021; Mambo-Tox, Southampton,
UK; STUDY CODE: CHR-21-08

Guideline(s): Schmuck et al. (2000). A laboratory test system for assessing effects of plant
protection products on the plant-dwelling insect Coccinella septempunctata L.
(Coleoptera: Coccinellidae).

Deviations: No

GLP: Yes
Acceptability: Yes
Duplication No

(if vertebrate study)

Materials and methods

Test Item: Pyraclostrobin 250 EC (CHR/F/PYRA 250 EC)
content: 253.1 g/L of pyraclostrobin
batch no.: 04/2020
production date: 23.04.2020
expiry date: 23.04.2022

Test Species: For each bioassay, a cohort of eggs of the ladybird beetle, C. septempunctata,
were obtained from an in-house culture maintained at the Test Facility
(originally obtained from a commercial source - Katz Biotech AG, Baruth,
Germany). They were stored in 9-cm-diameter plastic Petri dishes and, once
larvae had emerged, pea aphids (Acyrthosiphon pisum (Harris)) were
provided ad libitum for food. Ladybird larvae hatching over a 24-h period
were set aside for each bioassay. The test commenced when these were 3-5
days old (0 DAT, 14 DAT and 28 DAT bioassays).

Test Design: A single treatment rate of the test item, which was applied on two separate
occasions with an 8-day interval, was evaluated and compared to a water-
treated control and, for the initial bioassay, a toxic reference treatment. All
treatments were applied to sufficient pots of dwarf French bean plants to
provide leaves for bioassays initiated 0 14, and 28 days after treatment
(DAT).

Endpoints: The endpoints of the individual bioassays were an assessment of pre-imaginal
mortality and the subsequent assessment of the reproductive capacity of adult
ladybirds that survived their initial exposure. The fecundity assessments were
only made for the control and test-item treatment in bioassays where the latter
had resulted in < 50% corrected mortality.
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Test Conditions:

Bioaszay Temperature Lighting

0 DAT 23.8-25.0°C 16 h photoperiod (2700-3200 Iux)
14 DAT 24.0-25.5°C 16 h photoperiod (2300-2500 Iux)
28DAT 242.254°C 16 h photoperiod (1700-3000 Iux)

Introduction

The test item in this study was CHR/F/PYRA 250 EC an emulsifiable concentrate formulation containing
pyraclostrobin (nominally 250 g/L).

The aim of the study was to determine under extended laboratory test conditions the effects of both
freshly-dried and field-aged foliar residues of CHR/F/PYRA 250 EC on the seven-spot ladybird beetle,
Coccinella septempunctata L. (Coleoptera: Coccinellidae). C. septempunctata is considered to be a
suitable species for determining the effects of pesticides on non-target species of foliar-dwelling
arthropods in the agricultural ecosystem (Barrett et al., 1994).

The test method was based on the laboratory test guideline of Schmuck et al. (2000), but with leaves of
the French bean (Phaseolus vulgaris L.) being used as a test substrate, rather than glass. In addition to the
main objective to identify any harmful effects of the test item, a check was also made for sub-lethal
treatment effects on the reproductive performance of the surviving insects. The test design was in line
with current European guidance documents (Barrett et al., 1994 and Candolfi et al., 2001), which
themselves meet the relevant requirements of Commission Regulations (EU) No. 283/2013 and 284/2013
(EU, 2013).

CHR/F/PYRA 250 EC was evaluated at a single application rate, equivalent to 1.0 L product/ha. The
treatment was applied to the test plants on two occasions with an 8-day spray-interval.

Results and discussion

The intention of the bioassay programme was to demonstrate that residues of the test item did not result in
unacceptable effects in two consecutive bioassays (i.e. demonstrating that corrected pre-imaginal
mortality was < 50% and that certain fecundity and fertility criteria were met).

The results of the mortality assessments are summarised below.

Bioassay Treatment Test-item rate % pre-imaginal Comrected %a
initiated (L/ha) mortality ¥ pre-imaginal
mortality ®
0DAT  Control - 0.0 -
CHR/E/FYFA 230 EC 1.0 075 873
Toxic reference - 100 * 100
14DAT Control - 10.0 -
CHR/EFYFA 250 EC 1.0 125 28
28DAT Control - 0.0 -
CHR/FFYFA 250 EC 1.0 300 50.0

a) For each broassay, pre-imamnal mortality m the test item treztment and the toxe reference treatment
was compared to the control usmg Fisher's exact binommal test {one-sided. = control, @=0.05). An
astenizk (¥) indicates where differences were sigmficant

b} Comrected mortalihes were caleulzted nsing Abbott’s formula. A positrve value indicates an increase
and a nezative a decrease.

The results of the reproduction assessments are summarised below.
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Bioassay  Treahment Test-rtem Mean no. Mezan Mean no.
mmutiated rate eges'D/ day % egs viable eggs/2/
(L'ha) viability day
14DAT Cootel - B4 368 105
CHE/FPYRA 250 EC 1.0 LN 5209 146
28DAT Contrel - 16.6 56.7 24
CHE/FPYEA 230 EC 1.0 13 283 6.3

Inn the 14 and 28 DAT bicassays. the mean numbers of viable eggs produced in all the
treatments evalvated was = 2.0 eggs/female/day. Thus threshold 1s currently viewed as

being indicative of no harmfol treatment effects.

Validity criteria

According to the guideline of Schmuck et al. (2000), for the test to be considered valid:

a) Pre-imaginal mortality (this includes dead larvae, pupae and adults dying during emergence from their
pupae) in the control treatment should not exceed 30%.

b) The level of mortality in the toxic reference treatment should be > 50%.

c) Mean egg production should be > 2 viable eggs/female/day in the control treatment.

All of these criteria were met throughout the study, where applicable.

Conclusions

The effects of both fresh and aged foliar residues of CHR/F/PYRA 250 EC on the ladybird beetle,
Coccinella septempunctata, were evaluated under extended laboratory conditions. When applied at a rate
equivalent to 1.0 L product/ha, on two occasions with an 8-day interval, fresh (0-day-old) foliar residues
of CHR/F/PYRA 250 EC showed unacceptable effects on the survival of ladybirds. The subsequent
bioassays evaluating 14-day-old and 28-day-old foliar residues, no unacceptable effects were found with
respect to the survival, or the subsequent reproductive capacity of the ladybirds.

A24 KCP 10.4 Effects on non-target soil meso- and macrofauna

A241 KCP 104.1 Earthworms

A241.1 KCP 10.4.1.1 Earthworms - sub-lethal effects

Study 1

Comments of ZRMS: The study was conducted to the OECD guideline 222 and according to the

principles of GLP. All validity criterions were met. The study is considered
to be reliable and suitable for the risk assessment.

Reference: KCP 10.4/01

Report Pyraclostrobin 250 EC (CHR/F/PYRA 250 EC) Earthworm
Reproduction Test (Eisenia andrei); A. Wrébel; Institute of Industrial
Organic Chemistry Branch Pszczyna Department of Ecotoxicology,
Pszczyna, Poland; STUDY CODE: G-32-20

Guideline(s): OECD Guideline No. 222 (2016)
Deviations: No
GLP: Yes

Acceptability: Yes
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Duplication No
(if vertebrate study)

Materials and methods

Test Item: Pyraclostrobin 250 EC (CHR/F/PYRA 250 EC)
batch no.: 04/2020
Active substance:
pyraclostrobin: 256.6 g/L

Acrtificial soil: 10% sphagnum peat, 20% kaolin clay, 70% air-dried quartz sand

Test Species: the earthworm, Eisenia andrei obtained from a standard laboratory culture
cultivated at the Lukasiewicz Research Network — Institute of Industrial
Organic Chemistry, Branch Pszczyna, Department of Ecotoxicological
Studies, Laboratory of Soil Toxicology

Test Design: test duration: 8 weeks; number of replicates: 4 replicates/concentration + 8
replicates/control; number of earthworms: 10 earthworms/replicate

Endpoints: EC10, EC20, EC50, NOEC, LOEC (reproduction), LC50, NOEC, LOEC (survival)

Concentrations: control, 3.2, 5.6, 10.0, 18.0, 32.0, 56.0, 100.0, 180.0, 320.0 and 560.0 mg/kg
dry weight of the artificial soil

Test Conditions: temperature: 20.0 — 22.0°C;
pH at the beginning of the experiment: 5.44 — 5.73;
pH at the end of the experiment: 5.52 - 5.77;
soil moisture content at the beginning of the experiment: 22.4 — 28.1% (42.7 -
53.6% of the maximum water holding capacity);
soil moisture content at the end of the experiment: 22.8— 26.4% (43.5 — 50.3%
of the maximum water holding capacity);
light-dark cycle: 16h : 8h;
light intensity at the beginning of the experiment: 568 — 625 lux
light intensity at the end of the experiment: 584 — 607 lux

Mortality
The impact of the test item on mortality of the earthworms is presented in table below.
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Table 1. The preparation of the water emulsions.

Total
Quantity volume of
Concentration | of the test Volume emulsion
of the test item [mg/ | Concentration | Volume of of introduced
item [mog/kg 3000 g of water water o to the
B . deionized
of dry dry emulsion emulsion water sample
artificial soil] artificial [mg/mL] [mL] weight of
N [mL] o
soil ] artificial
soil
[mL]
0.0
{control) - 848.00
3.2 9.6 16 0.60 508.40 509
5.6 16.8 16 1.05 507.95 509
10 30.0 16 1.88 507.12 509
18 54.0 16 3.38 505.62 509
32 96.0 16 6.00 503.00 509
56 168.0 16 10.50 498,50 509
100 300.0 16 18.75 490.25 509
130 340.0 16 33.75 475.25 509
320 960.0 16 60.00 449,00 509
560 1680.0 16 105.00 404.00 509

After 4 weeks of the experiment, at the control group mortality of adult earthworms was not observed. At
concentrations ranging from 3.2 to 560 mg of the test item/kg dry weight of artificial soil, after 4 weeks of

exposure to the test item, mortality of the adult earthworms was between 0.0 — 30.0%.

The concentration of the test item causing 50% mortality of the adult earthworms (LC50) is above 560
mg of the test item/kg dry weight of artificial soil (135.3 mg of pyraclostrobin/kg dry weight of artificial

soil).

Observations of the earthworms
The results of the observations of the earthworms for changes in behaviour and in morphology are
presented in table below.
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Table 6. Results of the observations of the adult earthworms (Eisenia andrei) for

changes in behavior and in morphology.

Concentration of the Replicate Mumber of tested Changes in
test item earthworms [no.] behaviour and in
[ma/kg dry weight of morphology
the artificial soil]
1 10 10 MNc
2 10 10 MNc
3 10 10 Nec
0.0 4 10 10 Mc
(control) 5 10 10 Nc
& 10 10 Nec
7 10 10 MNe
=] 10 10 MNc
1 10 10 MNc
2 = 1D, % Nc
3.2 3 10 10 Mc
4 10 10 Mc
1 10 10 MNc
2 10 10 MNc
5.6 3 10 10 MNc
4 10 10 Mc
1 10 10 Mc
2 10 10 Nc
10 3 10 10 Nec
4 10 10 Mc
1 10 10 MNc
2 10 10 MNc
1s 3 10 10 MNc
4 10 10 Mc
1 10 10 Mc
2 10 10 MNc
32 k: 10 10 MNe
4 10 10 Nc
1 10 10 Mc
2 10 10 MNc
56 3 10 10 Nc
4 10 10 MNe
1 10 10 MNc
2 10 10 MNc
100 3 10 10 MNc
4 10 10 Nc
1 10 10 Mc
2 10 10 Mc
180 3 10 10 Nec
4 10 10 Ne
1 10 10 MNc
2 10 10 Mc
320 3 g 2 D, 8 Nc
4 10 10 Nc
1 5 50,5 Nc
2 g 2D, 8 Nc
560 3 9 1D, % Nc
4 6 4 D, 6 Nc

After 4 weeks of the experiment, the treated alive earthworms did not exhibit any changes in appearance
and behaviour.

Body weights of the living adult earthworms

Table 7 illustrates body weights of the living adult earthworms, whereas Table 8 presents the average
body weight and body weight increase recorded after 4 weeks of the experiment.

After the application of the test item at the concentrations ranging from 3.2 to 560 mg/kg dry weight of
artificial soil, the body weight increase was between 19.6 and 32.7%. As for the control group, the body
weight increase was equal to 23.9%.
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Table 7. Body weights of the living adult earthworms (Eisenia andrei).

Concentration of Weight of living Weight of living
the test item earthworms at the earthworms after 4
[ma/kg dry weight | Replicate heglnnln_g of the weeks_of the
of the artificial soil] experiment experiment
[mag] [mg]
1 3110 3650
2 3300 4120
3 3100 4160
1] 4 3090 3800
(control) 5 3000 3530
6 3170 4020
7 3100 3870
i) 3060 3740
1 3170 3560
2 2030 3060
3.2 3 2880 3810
4 2080 3970
1 3090 3770
2 3100 3780
5.6 3 2700 3790
4 2710 3340
1 2940 3580
2 3030 3620
10 3 2800 3910
4 2730 3620
1 2920 3630
2 2960 3790
18 3 2860 3690
4 2710 3480
1 3000 3780
2 3030 3530
32 3 2800 3710
4 2620 3600
1 3140 4270
2 3130 4180
56 3 2830 3660
4 2670 3520
1 3040 3570
2 3000 3950
100 3 2900 3720
4 2680 3840
1 2780 3380
2 2880 3860
180 3 2920 3650
4 2530 3050
1 2640 3080
2 3080 3690
320 3 3000 2960
4 2900 3440

Concentration of
the test item
[ma/kg dry weight
of the artificial soil]

Replicate

Weight of living
earthworms at the
beginning of the
experiment

Weight of living
earthworms after 4
weeks of the
experiment

[mg] [mag]

1 2700 1800

z 3090 3100

260 3 2900 3270
4 3060 2280
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Table 8. Body weight increase in the adult earthworms (Eisenia andrei).

Concentration @ Mean weight of Mean weight Body Mean body
of the test =] 1 earthworm of weight weight
item {E at the beginning | 1 earthworm increase increase
[mg/kg dry = of the after 4 weeks of
weight of the g experiment the experiment | mg i mg Ui
artificial soil] [mag] [mg]
1 311 365 54 17.4
2 330 412 B2 24.8
3 310 416 106 | 34.2
0 4 309 380 71 23.0
(control) 5 300 353 53 17.7 74.5 23.9
=] 317 402 85 26.8
7 310 387 77 24.8
8 306 374 68 22.2
1 317 356 39 12.3
2 293 340 47 16.0
3.2 69.5 23.5
3 288 381 93 32.3
4 298 397 99 33.2
1 309 377 68 22,
2 310 378 68 21.9
5.6 77.0 26.9
3 270 379 109 | 40.4
4 271 334 63 23.2
1 294 358 64 21.8
2 303 362 59 19.5
10 3 280 391 111 | 39.6 80.8 | 28.4
4 273 362 89 32.6
1 292 363 71 24.3
2 296 379 83 28.0
18 3 286 369 83 29.0 78.5 27.4
4 271 348 77 28.4
1 300 378 78 26.0
2 303 353 50 16.5
32 3 280 371 91 32.5 79.3 28.1
4 262 360 98 37.4
1 314 427 113 | 36.0
2 313 418 105 | 33.5
6 3 283 366 83 29.3 96.5 32.7
4 267 352 85 31.8
1 304 357 53 17.4
2 300 395 95 31.7
100 3 290 372 82 | 28.3 86.5 | 30.2
4 268 384 116 | 43.3
1 278 338 60 21.6
2 288 386 98 34.0
180 3 292 365 73 25.0 70.8 25.3
4 253 305 52 20.6
1 264 308 44 16.7
2 308 369 61 19.8
320 57.3 19.6
3 300 370 70 23.3
4 290 344 54 18.6
Concentration ® Mean weight of Mean weight Body Mean body
of the test = 1 earthworm of weight weight
item u | at the beginning 1 earthworm increase increase
[mog/kg dry - of the after 4 weeks of
weight of the g experiment the experiment | mg U mg Yo
artificial soil] [mig] [mg]
1 270 360 90 33.3
2 309 388 79 25.4
560 3 290 363 73 25.3 79.0 27.1
4 306 380 74 24.2
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Impact of the test item on reproduction of the earthworms

The number of juveniles at the end of the experiment is presented in Table 9, whereas the results
concerning the impact of the test item on reproduction are shown in Table 11.

Table 9. Number of juvenile earthworms (Eisenia andrei) after 8 weeks

experiment.

of the

Concentration of
the test item
[mag/kg dry weight
of the artificial soil]

Replicate

Mumber
of
juveniles

[no.]

Mean
5D

Comparison
to the control
[%0]

cv*
[%e]

0.0
(control)

74
53
68
85
63
54
73
44

66 £ 13

19.1

3.2

79
68
58
70

69 £ 9

103.8

5.6

77
63
33
66

65 £ 9

98.5

14.0

10

&0
68
&0
84

68 £ 11

102.6

16.6

18

82
63
36
52

63 £ 13

95.5

32

59
76
539
37

63 £ 9

94.7

14.

]

56

63
72
53
38

62 £ 8

92.8

13.

]

100

54
58
52
39

23T+ 12

80.4

[ ]
[
LN ]

180

23
13
12
34

22+ 9

33.2

41.8

320

12
i0
11
32

16* £ 11

24.5

64.8

560

I T N O Y I X e I o Y X N IR R I = ¥ Y KRy ¥ AT S N T U S Y SR Y KRS N ST R (N ROV R [ Y R TR T R

1
15
13

2

11.7

93.9
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(Fisenia andrei).

Page 187 /210

Value
Value
Parameter [mg test item kg dry [mg of
weight of artificial soil] pyraclostrobin/kg dry
9 weight of artificial soil]
58.2 14.0
EC10 (34.9 - 77.7) (B.2 - 1B.8)
82.8 20.0
EC20 (57.2 - 103.5) [13.8 - 25.0)
162.5 39.2
ECsn
{135.0 - 195.5) (32.6 - 47.2)
NOEC
(reproduction) =& 13.5
LOEC o
(reproduction) 100 4.2
LCso =560 »>135.3
N(]!EC 320 77.3
(survival)
LDFC 560 135.3
(survival)

After the application of the test item at the concentrations ranging from 3.2 to 560 mg/kg dry weight of
the artificial soil, the mean number of juveniles was between 8 and 69 per replicate. The mean number of
juveniles in the control group was equal to 66 per replicate.

After 8 weeks of the experiment, it was concluded that Pyraclostrobin 250 EC (CHR/F/PYRA 250 EC)
had a statistically significant impact on reproduction of the earthworms at the concentrations ranging
from 100 to 560 mg/kg dry weight of artificial soil.

The concentration of the test item causing a 10% reduction in the number of juveniles produced within
the exposure period (EC10) is equal to 58.2 mg/kg dry weight of the artificial soil (14.0 mg of
pyraclostrobin/kg dry weight of artificial soil).

The concentration of the test item causing a 20% reduction in the number of juveniles produced within
the exposure period (EC20) is equal to 82.8 mg/kg dry weight of the artificial soil (20.0 mg of
pyraclostrobin/kg dry weight of artificial soil).

The concentration of the test item causing a 50% reduction in the number of juveniles produced within
the exposure period (EC50) is equal to 162.5 mg/kg dry weight of the artificial soil (39.2 mg of
pyraclostrobin/kg dry weight of artificial soil).

The highest concentration at which the test item is observed to have no statistically significant effects on
reproduction (NOEC) is equal to 56 mg/kg dry weight of the artificial soil (13.5 mg of pyraclostrobin/kg
dry weight of artificial soil).

The lowest concentration at which the test item is observed to have a statistically significant effect on
reproduction (LOEC) is equal to 100 mg/kg dry weight of the artificial soil (24.2 mg of pyraclostrobin/kg
dry weight of artificial soil).

Observations of the juveniles of earthworms
After 8 weeks of the experiment, the juveniles of earthworms did not exhibit any changes in appearance
and behaviour.
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Results of the reference test

Table 12 shows the number of juveniles hatched from the cocoons during the reference test, the NOEC,
and the LOEC.

According to the OECD Guideline No. 222, the LOEC should be between 1 — 5 mg/kg dry weight of the
artificial soil; hence, it may be concluded that the sensitivity of the test organisms was proper.

Table 12. Reference substance — carbendazim. NMumber of juvenile earthworms

(Eisenia andrei).

Number of Comparison

[= trati cw
[mol}ni:cendrra I:;;l] Replicate juveniles Mean t SD to the [%]
9/Hg dry [no.] control [%]

147
143
127
136
134
145
174
1232
138
166
160
154
162
172
144
127
148
151
136
121
135
120
145
135
ip2
105
123
132
a8
130
91
&0
39
3
is
27

0.0
[control with
acetone)

141.6 + 16.0 - 11.3

0.0

153.0 £ 15.4 108.0 10.1
(control)

139.0 £ 13.6 58.1 5.8

1.5 135.0 £ 11.0 95.2 2.1

2.25 116.5% £ 13.5 82.3 i1.6

3.37 92.3% +£ 28.8 65.1 31.2

3.0 28.8% + 8.7 20.3 30.4

T X T T Y Y R e TR SR I SOV X O Y U - TR T [ Y I T I R R O Y

ma kg
MNOEC dry 1.50
weight
of the
LOEC |artificial 2.25
sail

Validity criteria

The results are considered valid because the following criteria were satisfied in the controls:

- each replicate produced from 44 to 85 juveniles (66.3 mean) at the end of the experiment (criterion: > 30
juveniles by the end of the experiment),

- the coefficient of variation of reproduction was 19.1% (criterion: < 30%),

- adult mortality over the initial 4 weeks of the experiment was 0.0% (criterion: < 10%).
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A24.1.2 KCP 10.4.1.2 Earthworms - field studies

No additional studies were performed.

A24.2 KCP 10.4.2 Effects on non-target soil meso- and macrofauna (other
than earthworms)

Study 2
Comments of zZRMS: The study was conducted to the OECD guideline 232 and according to the
principles of GLP. All validity criterions were met. The study is considered
to be reliable and suitable for the risk assessment.
Reference: KCP 10.4/02
Report Pyraclostrobin 250 EC (CHR/F/PYRA 250 EC) Collembolan
(Folsomia candida) Reproduction Test; A. Arendarczyk; Institute of
Industrial Organic Chemistry Branch Pszczyna Department of
Ecotoxicology, Pszczyna, Poland; STUDY CODE: G-33-20
Guideline(s): OECD Guideline No. 232 (2016)
Deviations: Yes
GLP: Yes
Acceptability: Yes
Duplication No
(if vertebrate study)

Materials and methods

Test Item: Pyraclostrobin 250 EC (CHR/F/PYRA 250 EC)
batch no.: 04/2020
Active substance:
pyraclostrobin: 256.6 g/L

Acrtificial soil: 5% sphagnum peat, 20% kaolin clay, and 75% air-dried industrial sand

Test Species: the collembolan, Folsomia candida obtained from a standard laboratory
culture at the Lukasiewicz Research Network — Institute of Industrial Organic
Chemistry Branch Pszczyna, Laboratory of Soil Toxicology. The
collembolans used in the study were 9 — 11 days old.

Test Design: test duration: 28 days
number of replicates: 4 replicates / concentration + 8 replicates / control;
number of collembolans: 10 / replicate

Endpoints: EC10, EC20, EC50, NOEC
LC10, LC20, LC50, NOEC

Concentrations: a control, 5.6, 10, 18, 32; 56; 100; 180; 320; 560; 1000 mg of the test item/kg
of dry weight of the artificial soil

Test Conditions: temperature: 19.0 — 21.0°C;

pH at the beginning of the test: 5.72 — 5.98;
pH at the end of the test: 5.46 — 5.73;
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soil moisture content at the beginning of the test: 16.1 — 16.8% (45.7 — 47.8%
of the maximum water holding capacity);

soil moisture content at the end of the test: 14.9 — 15.9% (42.2 — 45.2% of the
maximum water holding capacity);

lighting: 16 h light and 8h dark;

light intensity at the beginning of the experiment: 572 — 614 lux;

light intensity at the end of the experiment: 616 — 671 lux

Mortality

Mortality of the adults after 28 days of the experiment is presented in Table 5, whereas the results
showing the impact of the test item on mortality are shown in Table 6.

At the concentrations ranging from 5.6 to 100 mg/kg dry weight of the artificial soil, the mortality of
adults was between 15.0 and 40.0%. At the concentrations ranging from 180 to 1000 mg/kg dry weight of
the artificial soil mortality of adults was between 97.5 and 100.0%. As for the control group, it was equal
to 13.8% (Table 5).

The concentration of the test item causing a 50% mortality of adults within the exposure period (LC50) is
equal to 84.5 mg/kg dry weight of the artificial soil (20.4 mg of pyraclostrobin/kg dry weight of the
artificial), (Table 6).
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Table 5. Mortality of adult collembolans (Folsomia candida) after 28 days of the

experiment.

Concentration
[mg/kg dry

weight of the
artificial soil]

Replicate

Number of
tested
collembolans

MNumber of living
collembolans after
28 days [no.]

Total mortality

No.

Yo

0 (control)

10
10
10
10
10
10
10
i0

10
10

11

13.8

5.6

10
10
10
10

15.0

10

10
10
10
i0

15.0

is

10
10
10
10

17.5

32

10
10
10
10

20.0

56

10
10
10
10

16+

40.0

100

10
10
10
i0

167

40.0

180

10
10
10
10

39+

97.5

320

10
10
10
i0

100.0

360

10
10
10
i0

100.0

1000

EON AR Iy N K ey R R Ry R (R K T S s oL SRl ¥R Y I Ny (R R IV Iy SNy (N N Iy g AV S g = RN s (R [ Ay S Iy X

10
10
10
10
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Table 6. Endpoint values - the impact of the test item on the mortality of adult

collembolans (Felsomia candida).

val Value
_ alue [mg of pyraclostrobin/kg
Endpoint [mg test item /kg dry dry weight of the artificial
weight of the artificial soil] soil]
31.8 7.7
LCio (5.2 - 56.8) (1.3 - 13.7)
44.5 10.7
LCzo (11.7 - 75.6) (2.8 - 18.3)
84.5 20.4
LCso (43.3 - 165.8) (10.5 - 40.0)
32.0 7.7
NOEC

Impact on reproduction
The number of juveniles at the end of the test is presented in Table 7, whereas the results showing the
impact of the test item on reproduction are shown in Table 8.

Table 7. Number of juvenile collembeolans (Folsomia candida) after 28 days of the

experiment.

Concentration
[mg/kg dry
weight of the
artificial soil]

Replicate

Number of Mean
juveniles +5D

Comparison
to the
control [%]

cv*
[%]

0.0
(control)

674
774
00
701
590
632
515
£59

643.1 £ 78.3

- 12.2

5.6

572
544
651
709

619.0 + 75.2

96.2 i2.1

10

704
595
525
594

604.5 + 74.0

94.0 12.2

i8

604
750
544
510

502.0 + 106.0

93.6 17.6

32

472
433
486
623

505.5 £ 82.1

78.6 16.2

26

362
320
318
368

342.0% £ 26.7

23.2 7.8

100

335
271
168
324

274,57+ 76.2

42.7 27.8

180

i
0.2 2 0.5

0.0 200.0

320

0.3* £ 0.5

0.0 200.0

560

0.0%

1000
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0.0%
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Table 8. Endpoint values - the impact of the test item on reproduction of

collembolans (Folsomia candida).

val Value
) alue [mg of pyraclostrobin/kg
Endpoint [mg test item [kg dry dry weight of the artificial
weight of the artificial soil] soil]
21.8 5.3
ECio (12.2 - 30.0) (29-7.2)
31.7 7.6
ECz0 (20.8 - 40.5) (3.0-9.8)
64.7 15.6
ECso (52.6 - 79.8) (12.7 - 13.3)
NOEC 320 7

After the exposure of collembolans to the test item at the concentrations ranging from 5.6 to 100 mg/kg
dry weight of the artificial soil, the mean number of juveniles was between 274.5 and 619.0 per replicate.
After the exposure of collembolans to the test item at the concentrations ranging from 180 to 1000 mg/kg
dry weight of the artificial soil, the mean number of juveniles was between 0.0 and 0.3 per replicate. As
for the control group, the number of juveniles was equal to 643.1 per replicate.

The obtained results led to the following conclusions:

- The concentration of Pyraclostrobin 250 EC (CHR/F/PYRA 250 EC) causing a 10% reduction in the
number of juveniles produced within the exposure period (EC10) is equal to 21.8 mg/kg dry weight of the
artificial soil (i.e. 5.3 mg of pyraclostrobin/kg dry weight of the artificial).

- The concentration of Pyraclostrobin 250 EC (CHR/F/PYRA 250 EC) causing a 20% reduction in the
number of juveniles produced within the exposure period (EC20) is equal to 31.7 mg/kg dry weight of the
artificial soil (i.e. 7.6 mg of pyraclostrobin/kg dry weight of the artificial).

- The concentration of Pyraclostrobin 250 EC (CHR/F/PYRA 250 EC) causing a 50% reduction in the
number of juveniles produced within the exposure period (EC50) is equal to 64.7 mg/kg dry weight of the
artificial soil (i.e. 15.6 mg of pyraclostrobin/kg dry weight of the artificial).

- The highest concentration at which the test item is observed to have no statistically significant effects on
collembolan reproduction (NOEC) is equal to 32 mg/kg dry weight of the artificial soil (i.e. 7.7 mg of
pyraclostrobin/kg dry weight of the artificial).

Results of the reference test

The number of juveniles at the end of the experiment and the endpoints are presented in Table 9. The
concentration of boric acid causing a 50% reduction in the number of juveniles produced within the
exposure period (EC50) is 102.3 mg/kg dry weight of the artificial soil.

According to the OECD Guideline No. 232, the EC50 should be about 100 mg/kg dry weight of the
artificial soil; hence, it may be concluded that the sensitivity of the test organisms was proper. The test
was conducted 20.11.2019 — 20.12.20109.
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Table 9. Reference substance - boric acid. Number of juvenile collembolans

{(Folsomia candida) after 28 days of the experiment.

Concentration Replicate Number of Mean Comparison Cv*
[mg/ kg dry 3 juveniles 50 to the [%%=]
artificial soil] control [9%]
1 6854
2 613
L} 3 730
673.5 £ 62.15 - 9.2
(control) 4 618
] 7ad
& 636
1 887
15 5 £55 671.0 £ 22.63 99.6 3.4
1 613
22 5 5937 632.5 £ 55.86 56.9 8.6
1 625
32 614.0 £ 15.56 91.2 2.5
2 603
1 539 .
46 5 573 336.0% £ 24.04 g2.6 4.3
1 458 s
it 5 538 498.0" + 536.57 73.9 11.4
1 351 R
100 5 326 338.57 £ 17.68 50.3 3.2
1 191 .
150 5 a5g 2253.0" £ 48.08 33.4 21.4
1 103
220 90.5* £ 17.68 13.4 19.5
2 78
1 51 '
320 5 23 37.0" £ 19.80 3.3 533.3
460 ; 104 7.0% £ 9.90 1.0 141.4
1 i} +
680 5 0 0.0 0.0
1 o +
1000 5 a 0.0 0.0
mg kg
ECso dry 102.3 (97.5 - 107.3)
soil

Validity criteria

The results are considered valid because the following criteria were satisfied in the controls:

- mean adult mortality: 13.8% (criterion: < 20%),
- the mean number of juveniles per vessel at the end of the test: 643.1 (criterion: >100 juveniles at the end

of the test),

Deviations

No deviations from the study plan and the SOPs related to the study occurred.

Deviations from the OECD Guideline No. 232 (2016):
- culturing of collembolans takes place in plastic containers containing an artificial substrate consisting of
plaster and charcoal in ratio 9:1 and not 10:1 or 8:1 as is mentioned in OECD Guideline No. 232 (2016)

(3.3),

- at the end of the test the soil moisture content was determined by drying small sample of the artificial
soil in 105°C instead of weighing the test vessels as it is mentioned in OECD Guideline No. 232 (2016)

(3.6.6),

- physiological or pathological symptoms or distinct changes in behavior were not described (3.6.7).
The deviations did not affect the results of the study.
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Study 3
Comments of zZRMS: The study was conducted to the OECD guideline 226 and according to the
principles of GLP. All validity criterions were met. The study is considered
to be reliable and suitable for the risk assessment.
Reference: KCP 10.4/03
Report Pyraclostrobin 250 EC (CHR/F/PYRA 250 EC) Predatory mite
(Hypoaspis (Geolaelaps) aculeifer) reproduction test in soil; M.
Wotany; Institute of Industrial Organic Chemistry Branch Pszczyna
Department of Ecotoxicology, Pszczyna, Poland; STUDY CODE: G-
34-20
Guideline(s): OECD Guideline No. 226 (2016)
Deviations: Yes
GLP: Yes
Acceptability: Yes
Duplication No
(if vertebrate study)

Materials and methods

Test Item:

Artificial soil:

Test Species:

Test Design:

Endpoints:

Concentrations:

Test Conditions:

Pyraclostrobin 250 EC (CHR/F/PYRA 250 EC)
batch no.: 04/2020

Active substance:

pyraclostrobin: 256.6 g/L

5% sphagnum peat, 20% kaolin clay, and 75% air-dried industrial sand

the predatory mites, Hypoaspis (Geolaelaps) aculeifer (adult female mites
from a synchronized culture) obtained from a standard laboratory culture at
the Lukasiewicz Research Network - Institute of Industrial Organic Chemistry
Branch Pszczyna, Department of Ecotoxicological Studies, Laboratory of Soil
Organisms Toxicology. The mites were introduced 7 — 14 days after
becoming adult.

test duration: 14 days
number of replicates: 4 replicates / concentration + 8 replicates / control;
number of mites: 10 mites / replicate

EC10, EC20, EC50, NOEC
LC10, LC20, LC50, NOEC

a control, 3.2, 5.6, 10, 18, 32, 56, 100, 180, 320, 560 and 1000 mg test
item/kg dry weight of the artificial soil.

temperature: 20.0 — 21.0°C

pH at the beginning of the test: 5.70 — 5.78

pH at the end of the test: 5.61 - 5.73

soil moisture content at the beginning of the test: 14.0 — 15.2% (44.9 — 48.8%
of the maximum water holding capacity)

soil moisture content in the middle of the test: 14.1 — 15.1% (45.3 — 48.5% of
the maximum water holding capacity)

soil moisture content at the end of the test: 13.3 — 14.8% (42.7 — 47.5% of the
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maximum water holding capacity)

light-dark cycle: 16 h light and 8 h dark

light intensity at the beginning of the test: 597— 648 lux
light intensity at end of the test: 572 — 614 lux

Results

Mortality of the predatory mites exposed to the test item at the concentrations ranging from 3.2 to 1000
mg/kg dry weight of the artificial soil was between 0% and 100%. In the control group mortality of
predatory mites was not observed.

After the application of the test item at the concentrations ranging from 3.2 to 1000 mg/kg dry weight of
the artificial soil the mean number of juveniles was between 0.0 — 90.8 per replicate. The mean number of
juveniles in the control group was equal to 92.8 per replicate.

Concentration Adult mites Number of
[mg/kg dry weight of Number of Num he_r of juveniles
the artificial soil] tested mites dead mites (mean)
after 14 days

Control 80 0 Q2.8

3.2 40 0 90.0

5.6 40 0 20.8

10 40 0 83.8

18 40 0 89.8

32 40 0 B89.0

56 40 1 B6.0

100 40 1 88.0

180 40 0 78.5

320 40 i1 53.8

560 40 38 7.8

1000 40 40 0.0

Endpoint values — the impact of the test item on reproduction and on mortality of

the predatory mites (Hypoaspis aculeifer).

Value
Endpoint Valug [mg of pyraclostrobin / kg
P [mg/kg dry weight of the dry weight of the artificial
artificial soil] .
soil]
EC10 179.6 43.4
(120.7 - 218.9) (29.2 - 52.9)
EC 221.4 53.5
20 (166.3 - 258.4) (40.2 - 62.4)
ECso 330.3 79.8
(289.0 - 377.0) (69.8 - 91.1)
NOEC
100.0 24.2
(reproduction)
LCio 190.3 46.0
LCzo0 234.7 56.7
LCso 350.5 84.7
NQI.EC 180.0 43.5
(survival)

Mortality

Mortality of adult mites after 14 days of the experiment is presented in Table 6. The endpoint values are
given in Table 7.

Mortality of the predatory mites exposed to the test item at the concentrations ranging from 3.2 to 1000
mg/kg dry weight of the artificial soil was between 0% and 100%. In the control group mortality of
predatory mites was not observed.
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The concentration of the test item causing a 50% mortality of adults within the exposure period (LC50) is
equal to 350.5 mg/kg dry weight of the artificial soil (equal to 84.7 mg of pyraclostrobin / kg dry weight
of the artificial soil).

Table 6. Mortality of adult mites (Hypoaspis aculeifer) after 14 days of the

experiment.

Concentration Replicate Number of Number of alive Mortality
[mg/kg dry tested mites mites after 14
weight of the days [no.] no. g
artificial soil]
1 10 10
2 10 10
3 10 10
4 10 10
5 10 10 0 0.0
6 10 10
7 10 10
8 10 10
1 10 10
2 10 10
3.2 3 10 10 0 0.0
4 10 10
1 10 10
2 10 10
5.6 3 10 10 0 0.0
4 10 10
1 10 10
2 10 10
10 3 10 10 0 0.0
4 10 10
1 10 10
2 10 10
18 3 10 10 0o 0.0
4 10 10
1 10 10
2 10 10
32 3 10 10 0 0.0
4 10 10
1 10 10
2 10 10
56 3 10 10 1 2.5
4 10 9
1 10 10
2 10 10
100 3 10 10 1 2.5
4 10 9
1 10 10
2 10 10
130 3 10 10 1] 0.0
4 10 10
Concentration Replicate Number of Number of alive Mortality
[mag/kg dry tested mites mites after 14
weight of the days [na.] nao. T
artificial soil]
1 10 5
2 10 9 s
320 3 in g 11 27.5
4 10 7
1 10 0
2 10 1 s
560 3 10 1 38 95.0
4 10 0
1 10 0
2 10 0 s
1000 3 10 0 40 100.0
4 10 0
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Table 7. Endpoint values — the impact of the test item on survival of adult

females.

Endpoint Value [mg of p:raalglistruhinf
ndpoin [ma/kg dry weight N
of the artificial soil] kg dry_we_lght '.:'f the
artificial soil]

LCio 190.3 46.0

LC 10 234.7 56.7

LCso 350.5 84.7

NOEC 180.0 43.5

Reproduction

The number of juveniles at the end of the test is presented in Table 8, whereas the endpoints showing the
impact of the test item on reproduction are given in Table 9.

Table 8. Number of juvenile mites ( Hypoasis aculeifer) after 14 days of the

experiment.

Concentration Replicate Number of Mean Comparison cw#
[ma/ka dry juvenile mites +sD to the [90]
. ! control
weight of soil]
[%]
1 96
2 112
o 3 78
4 22 92.8 + 10.2 - 11.0
(control) 5 90
& 87
7 100
8 87
1 B0
3.2 < 102 90.0 £ 9.6 97.0 10.7
3 93
4 85
1 88
5.6 < 23 90.8 £ 11.6 97.8 12.8
3 77
4 105
1 98
10 z 73 83.8 £ 9.6 90.3 11.5
3 81
4 77
1 85
18 < 76 89.8 £ 12.3 96.8 13.7
3 93
4 105
1 109
2 72
32 3 ac 89.0 £ 16.4 96.0 18.4
4 80
1 78
56 < 88 86.0 £ 9.8 92.7 11.4
3 a9 ) . . .
4 79
1 92
100 z g3 88.0 £ 9.1 94.9 10.4
3 ag . . . .
4 75
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Concentration Replicate ]-u.:;'l:;lbee;"i:;fes Mean Comparison Cw#*
[mg kg dry tsD to the [%0]
weight of soil] control
[90a]
1 65
2 74
180 3 84 78.5 £ 11.4 g4.6% 14.5
4 91
1 10
320 2 e 53.8 + 30.6 58.0* 56.9
4 59
1 &
560 ; Ilgl 7.8+ 2.8 8.4% 35.5
4 5
1 0
1000 ; g 0.0 £ 0.0 0.0+ -
4 0

Table 9. Endpoint values - the impact of the test item on reproduction of the
predatory mites (Hypoaspis aculeifer).

Value Value
i f
i mg,/kg dry weight [mg o X
<oil] dry weight of the
artificial soil]
EC 179.6 43.4
el {120.7 - 218.9) (29.2 - 52.9)
EC 221.4 53.5
0 (166.3 - 256.4) (40.2 - 62.4)
ECso 330.3 70.8
(289.0 - 377.0) (69.8 - 91.1)
MNOEC 100.0 24.2

After the application of the test item at the concentrations ranging from 3.2 to 1000 mg/kg dry weight of
the artificial soil, the mean number of juveniles was between 0.0 — 90.8 per replicate. The mean number
of juveniles in the control group was equal to 92.8 per replicate.

The obtained results led to the following conclusions:

* The concentration of the test item causing a 10% reduction in the number of mites produced within the
exposure period (EC10) is equal to 179.6 mg/kg dry weight of the artificial soil (equal to 43.4 mg of
pyraclostrobin / kg dry weight of the artificial soil).

* The concentration of the test item causing a 20% reduction in the number of mites produced within the
exposure period (EC20) is equal to 221.4 mg/kg dry weight of the artificial soil (equal to 53.5 mg of
pyraclostrobin / kg dry weight of the artificial soil).

» The concentration of the test item causing a 50% reduction in the number of mites produced within the
exposure period (EC50) is equal to 330.3 mg/kg dry weight of the artificial soil (equal to 79.8 mg of
pyraclostrobin / kg dry weight of the artificial soil).

* The highest concentration at which the test item is observed to have no statistically significant effects on
mite reproduction (NOEC) is equal to 100 mg/kg dry weight of the artificial soil (equal to 24.2 mg of
pyraclostrobin / kg dry weight of the artificial soil).
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Results of the reference test

The number of juveniles at the end of the experiment and the endpoints are presented in Table 10. The
concentration of boric acid causing a 50% reduction in the number of juveniles produced within the
exposure period (EC50) is 246.439 mg/kg dry weight of the artificial soil.

According to the OECD Guideline No. 226, the EC50 should be between 100 and 500 mg/kg dry weight
of the artificial soil; hence, it may be concluded that the sensitivity of the test organisms was proper.

Validity criteria

The results are considered valid because the following criteria were satisfied in the control:

» mean adult mortality: 0% (criterion: < 20%),

« the mean number of juveniles per vessel at the end of the test: 92.8 (criterion: > 50 juveniles at the end
of the test,

* the coefficient of variation for the number of juveniles: 11.0 % (criterion: < 30%).

Deviations

The study was performed according to OECD Guideline No. 226 (2016), Study Plan and the SOPs
mentioned in chapter 8.

There are three deviations from the OECD Guideline No. 226 (2016), however they did not affect the
results:

1. According to the OECD Guideline No. 226 (2016) the water content of the soil substrate should be
maintained throughout the test by weighing and if needed re-watering the vessels periodically. In the
study to maintain proper moisture content, a small sample of soil was drying at 105°C and re-weighing at
the beginning, after 7 days of the test and at the end of the test (Chapter 3.4.7).

2. Due to the use of the temperature extraction method, there was no need for euthanasia of the extracted
organisms since the mites are fixed in a 70% ethanol solution (Chapter 3.4.8).

3. Due to the use of the temperature extraction method, it was not possible to record the symptoms with
behavioral and morphology changes of the extracted predatory mites (Chapter 3.4.8).

A2421 KCP 10.4.2.1 Species level testing

No additional studies were performed.

A24272 KCP 10.4.2.2 Higher tier testing

No additional studies were performed.

A25 KCP 10.5 Effects on soil nitrogen transformation

Comments of zZRMS: The study was conducted to the OECD guideline 216 and according to the
principles of GLP. All validity criterions were met. The study is considered
to be reliable and suitable for the risk assessment.

Reference: KCP 10.5

Report Soil Microorganisms: Nitrogen Transformation Test according to the OECD
Guideline No. 216 (2000)/EU Method C.21; A. Arendarczyk ; Institute of
Industrial  Organic  Chemistry Branch Pszczyna Department of
Ecotoxicology, Pszczyna, Poland; STUDY CODE: G-35-20

Guideline(s): OECD Guideline No. 216 (2000) / EU Method C.21.
Deviations: Yes
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GLP:
Acceptability:

Duplication
(if vertebrate study)

Materials and methods

Test Item:

Artificial soil:

Test Design:

Endpoints:

Concentrations:

Test Conditions:

Results and discussion

Yes
Yes
No

Pyraclostrobin 250 EC (CHR/F/PYRA 250 EC)
batch no.: 04/2020
pyraclostrobin: 256.6 g/L

Agricultural soil collected from a place belonging to the Lukasiewicz
Research Network - Institute of Industrial Organic Chemistry, Branch
Pszczyna.

Three portions of soil (3 x 1500 g), i.e. one control group and two treated
groups. Every portion was divided into three replicates (3 x 500 g). The soil
was enriched with the organic substrate, i.e. lucerne at dose of 5 g/kg dry
weight of soil. Test duration: 28 days.

The concentration of nitrate [mg/kg dry soil] after 0, 7, 14 and 28 days of
incubation

The nitrate formation rate [mg/kg dry weight of soil/day] for selected time
intervals of soil incubation, i.e. 0 -7, 0 — 14, 0 — 28 days.

Percent deviation from the control in nitrate formation rate calculated for
selected time intervalsi.e. 0 -7, 0 — 14, 0 — 28 days.

control, PEC: 11.3 mg of the test item / kg dry weight of soil (2.74 mg of
pyraclostrobin/kg dry weight of soil), 5XPEC: 56.7 mg of the test item / kg
dry weight of soil (13.7 mg of pyraclostrobin/kg dry weight of soil)

temperature: 20.6 — 22.0°C
soil moisture: 46.5 — 52.5% of the maximum water holding capacity,
incubation in darkness

The difference in the nitrate formation rate between the control soil and the one treated with the test item
at the concentrations corresponding to the PEC: 11.3 mg of the test item / kg dry weight of soil (2.74 mg
of pyraclostrobin/kg dry weight of soil) and 5XPEC: 56.7 mg of the test item / kg dry weight of soil (13.7
mg of pyraclostrobin/kg dry weight of soil) did not exceed 25% on 28 day of analysis.

On the basis of the results, it was concluded that Pyraclostrobin 250 EC (CHR/F/PYRA 250 EC) at the
concentrations corresponding to the PEC: 11.3 mg of the test item / kg dry weight of soil (2.74 mg of
pyraclostrobin/kg dry weight of soil) and 5xPEC: 56.7 mg of the test item / kg dry weight of soil (13.7 mg
of pyraclostrobin/kg dry weight of soil) did not have any long-term adverse effects on the process of
nitrogen transformation in aerobic surface soils.

Results

The nitrate ions concentrations on 0, 7, 14 and 28 day of incubation are shown in Tables 5 — 8.
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Table 5. Concentration of the nitrate ions on day 0 of incubation.

Concentration

Control

PEC

5 x PEC
Replicate I i 111 I i 111 1 11 111
Reading* [ma/L] | 12.323 12.363 12.623 15.493 16.693 14.943 18.063 16.603 17.583
Nitrate ion
concentration 61.97 61.82 63.12 77.47 83.47 74.72 90.32 83.02 g7.92
[mg/kg of dry
soil]
Mean nitrate ion

concentration
[mig/ kg of dry
soil]
+ SD

62.30 + 0.71

78.55% + 4.47

87.08% + 3.72

cv

* - values adjusted for the value of the blank sample

- statistically significant difference between the control and the treatment group (Williams Multiple Sequential t-test Procedure,
significance level = 0.05, two sided)

Table 6. Concentration of the nitrate ions on day 7 of incubation.

Concentration Control PEC 5 x PEC
Replicate 1 I 11 I 1I 111 I I 111
Reading* [mg/L] 41.308 40,288 39.848 39.628 40,668 39.828 41.418 42,248 40.418
Nitrate ion
concentration 206.54 201.44 199.24 198.14 203.34 199.14 207.09 211.24 202.09
[mag/kg of dry
soil ]
Mean nitrate ion
concentration
[mg/kg of dry 202.41 + 3.74 200.21 + 2.76 206.81 + 4.58
soil ]
+ SD
cv 1.9 1.4 2.2
* - values adjusted for the value of the blank sample
Table 7. Concentration of the nitrate ions on day 14 of incubation.
Concentration Control PEC 5 x PEC
Replicate I I 111 I 1I 111 1 I III
Reading* [mg/L] 28.788 28.108 33.608 53.598 54.698 49,218 52.578 56.808 55.388
Nitrate ion
concentration 143.94 140.54 168.04 267.39 273.49 246.09 262,89 284,04 276.54
[mg/kg of dry
soil]
Mean nitrate ion
concentration
[ma/ka of dry 150.84 + 14.99 262.52% + 14.49 274.62% + 10.76
soil]
+ S0
cv

9.9

3.9

* - values adjusted for the value of the blank sample

* - statistically significant difference between the control and the treatment group (Williams Multiple Sequential t-test Procedure,

significance level =

0.05, two sided)
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Table 8. Concentration of the nitrate ions on day 28 of incubation.

Concentration

Control

PEC

5 x PEC

Replicate

III

Reading* [mg/L]

65.837 66.857 69.947

74.177 75.837 77.067

77.507

77717

76.567

Nitrate ion
concentration
[mig/ kg of dey

soil]

329.19 334.29 349.74

370.89 379.19 385.34

387.54

388.59

382.84

Mean nitrate ion
concentration
[mg/kg of dry

soil]
+ SD

337.74 £ 10.70

378.47* + 7.25

386.32% £ 3.06

cv

3.2

1.9

* - values adjusted for the value of the blank sample

* - statistically significant difference between the control and the treatment group (Williams Multiple Sequential t-test Procedure,
significance level = 0.05, two sided)

Nitrate formation rates [mg nitrate/kg dry weight soil/day] for selected time intervals, i.e. 0 -7, 0 — 14

and 0 — 28 days are given in Table 9. Deviations from the control based on nitrogen ions formation rates
are shown in Table 10.

Table 9. Nitrate formation rate* [mg nitrate/kg dry weight of soil fday] for selected time intervals.

Control

Time PEC 5 % PEC
interval - - -
[dl Replicate Mean Replicate Mean Replicate Mean
+5 +5 +5
I 11 I s I II I s I 1I I s

0-7 20.606 19.877 19.563|20.015 * 0.53|17.085 17.827 17.227|17.380% £ 0.39

17.144 17.737 16.430

17.104% = 0.65

0-14 5.832 5.589 7.553 | 6.324 £ 1.07|13.532 13.924 11.967 |13.141% £+ 1.04

12.558 14.068 13.561

13.396% = 0.77

0-28 |9.532 95.714 10.266| 9.837 =+ 0.38|10.441 10.737 10.957 (10.7117 * 0.26

10.730 10.768 10.563

10.687% = 0.11

* - Rate of nitrate ions formation per a day = [(mg nitrate / kg of soil dry weight on sampling day "a’) - (mg nitrate / kg of soil dry weight

on day 0)]/ "a" day;

+

‘a"= 7.14 and 28 day

significance level = 0.05, two sided)

Table 10. Deviations from the control based on nitrate formation rate for

selected time intervals [%c].

Time PEC 5 x PEC
interval [d]

o-7 13.2 14.6

0-14 -107.8 -111.8

0-28 -8.9 -8.6

w

Values obtained using ToxRat 2.10. computer software.

-" — nitrate formation rate in the treatment group was higher than in the control group

statistically significant difference between the contrel and the treatment group (Williams Multiple Sequential t-test Procedure,
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After 0, 14 and 28 days of incubation the statistically significant differences in nitrate concentration
between the control and both group treated with the test item, i.e. PEC and 5XPEC were noticed (Tables
5, 7, 8) [SPO/G/80].

After 7 days of incubation the statistically significant differences in nitrate concentration between the
control and the both groups treated with the test item, i.e. PEC and 5XPEC, were not observed (Table 6)
[SPO/G/80].

At the time intervals: 0 — 7, 0 — 14, 0 — 28 statistically significant differences in nitrate formation rate
between the control and both groups treated with test item, i.e. PEC and 5xPEC were noticed (Table 9)
[SPO/G/80].

The difference in the nitrate formation rate between the control soil and the one treated with the test item
at the concentrations corresponding to the PEC: 11.3 mg of the test item/kg dry weight of soil (2.74 mg of
pyraclostrobin/kg dry weight of soil) and 5xPEC: 56.7 mg of the test item/kg dry weight of soil (13.7 mg
of pyraclostrobin/kg dry weight of soil) did not exceed 25% on 28 day of analysis. (Table 10)
[SPO/G/80].

When the difference in the nitrates formation rate between the lower treatment (PEC) and a control is
equal to or less than 25% at any sampling day after day 28, the product can be evaluated as having no
long-term influence on nitrogen transformation in soil.

On the basis of the results, it was concluded that Pyraclostrobin 250 EC (CHR/F/PYRA 250 EC) at the
concentrations corresponding to the PEC: 11.3 mg of the test item / kg dry weight of soil (2.74 mg of
pyraclostrobin/kg dry weight of soil) and 5xPEC: 56.7 mg of the test item / kg dry weight of soil (13.7 mg
of pyraclostrobin/kg dry weight of soil) did not have any long-term adverse effects on the process of
nitrogen transformation in aerobic surface soils.

Validity criterion

The coefficients of variation (CV) in the control group were 1.1, 1.9, 9.9 and 3.2%, after 0, 7, 14 and 28
days of incubation. The validity criterion was met, because the variation between replicate control
samples is less than £ 15%.

Deviations

Deviation from the OECD Guideline No. 216 (2000), the EU Method C.21:

According the Guideline, the soil extraction should be conducted at 150 rpm for 60 min. However, in this
study, the extraction was performed at 90 rpm for 24 hours. The modification resulted from the
optimization of the nitrate extraction which showed that the extraction was more effective when the
shaking rate was lower and the extraction lasted longer.

The predicted environmental concentration (PEC) is calculated assuming 1 cm of the soil depth. Thus, the
applied soil depth is a deviation from OECD Guideline No. 216 (2000) and EU Method C.21, where the
PEC is calculated by using 5 cm of the soil depth.

A26 KCP 10.6 Effects on terrestrial non-target higher plants

No additional studies were performed.

A26.1 KCP 10.6.1 Summary of screening data

No additional studies were performed.
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A26.2 KCP 10.6.2 Testing on non-target plants

A26.211 Study 1

Comments of zZRMS:

The study was conducted to the OECD guideline 208 and according to the
principles of GLP. All validity criterions were met. During the experiment
the plant damages were not observed. The study is considered to be reliable
and suitable for the risk assessment.

Reference:
Report

Guideline(s):
Deviations:
GLP:
Acceptability:

Duplication
(if vertebrate study)

Materials and methods

Test Iltem:

Artificial soil:

Test Design:

Test species:

Endpoints:

Application rates:

Test Conditions:

Results and discussion

KCP 10.6/01

Pyraclostrobin 250 EC (CHR/F/PYRA 250 EC) Terrestial Plant Test:
Seedling Emergence and Seedling Growth Test; M. Wotany; Institute of
Industrial Organic Chemistry Branch Pszczyna Department of Ecotoxicology,
Pszczyna, Poland; STUDY CODE: G-37-20

OECD Guideline No. 208 (2006)
Yes
Yes
Yes
No

Pyraclostrobin 250 EC (CHR/F/PYRA 250 EC)
batch number: 04/2020
active substances: pyraclostrobin: 256.6 g/L

sandy loam

number of rates: 5 + control; number of replicates/rate: 4 (carrot, perennial ryegrass,
oats) or 7 (sunflower, cabbage, pea). The total number of seeds per application rate —
20 (carrot, perennial ryegrass, oats) or 21 (sunflower, cabbage, pea).

test termination: 14 days after the emergence of 50% of the control seedlings

sunflower (Helianthus annuus), cabbage (Brassica oleracea var. capitata),
pea (Pisum sativum), carrot (Daucus carota), perennial ryegrass (Lolium
perenne), oats (Avena sativa).

ER25, ER50, NOER.

- a control,

- 24.7 mL of the test item/ha (6.3 g of pyraclostrobin/ha),

- 74.1 mL of the test item/ha (19.0 g of pyraclostrobin/ha),

- 222.2 mL of the test item/ha (57.0 g of pyraclostrobin/ha),

- 666.7 mL of the test item/ha (171.1 g of pyraclostrobin/ha),
- 2000.0 mL of the test item/ha (513.2 g of pyraclostrobin/ha).

temperature: 19.1 — 28.0°C, humidity: 47.7 — 88.2%, lighting: 16 h light : 8 h
dark; light intensity: 53.4 — 141.1 uE/m2/s; carbon dioxide concentration: 337
— 363 ppm
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The ER50 and NOER values determined on the basis of plants number at the end of the experiment, shoot
length and shoot dry weight measurements expressed as mL of the test item/ha for all test species are

given below.
sunflower | Cabbage Pea Carrot Perennial Qats
FYEgrass
Helianthus Brassica Pizum Daucus carota Awvena sativa
SMUUS oleracea var. sagvum I olium
capitats DErEnmne
Plant number at the end of the experiment
ERiso =2000.0 =2000.0 =2000.0 =2000.0 =2000.0 =>2000.0
NOER =2000.0 >2000.0 =2000.0 =2000.0 =2000.0 >2000.0
Shoot length (plants without roots)
ERsa =>2000.0 =2000.0 =2000.0 =2000.0 =2000.0 =2000.0
NOER 22000.0 22000.0 22000.0 22000.0 22000.0 22000.0
Plant dry weight (plants without roots)
ERs0 >2000.0 =>2000.0 >2000.0 =>2000.0 >2000.0 =>2000.0
NOER 22000.0 22000.0 22000.0 22000.0 22000.0 22000.0

The ER50 and NOER values determined on the basis of plants number at the end of the experiment, shoot
length and shoot dry weight measurements expressed as g of pyraclostrobin/ha for all test species are

given below.
sunflower | Cabbage Pea Carrot Perennial Dats
" . . Fyegrass )
Helianthus Brassica Pisum Davcus Avena sativa
annuus oleracea var. sativum carota Lofium
capitata perenme
Plant number at the end of the experiment
ERso »513.2 >513.2 >513.2 »513.2 »513.2 »513.2
NOER >513.2 =513.2 >#513.2 »513.2 2513.2 =2513.2
Shoot length (plants without roots)
ERso >513.2 »>513.2 >513.2 »513.2 =513.2 »513.2
NOER >513.2 =513.2 +513.2 =2513.2 2513.2 =2513.2
Plant dry weight (plants without roots)
ERso >513.2 »>513.2 >513.2 »513.2 =513.2 »513.2
NOER 2513.2 =2513.2 2513.2 2513.2 2513.2 2513.2

The test item i.e. Pyraclostrobin 250 EC (CHR/F/PYRA 250 EC) had no impact on the growth and

seedling emergence of the tested plant species.

On the basis of ER25, ER50 and NOER values determined from final number of plants it was proved that
the test item did not inhibit the seedling emergence of all tested plant species.
On the basis of ER25, ER50 and NOER values determined from the shoot length and dry shoot weight it
was proved that the test item had no impact on the process of growth of all tested plant species.

During the experiment the plant damages were not observed.

Conclusions
The test item i.e. Pyraclostrobin 250 EC (CHR/F/PYRA 250 EC) had no impact on the growth and

seedling emergence of the tested plant species.
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On the basis of ER25, ER50 and NOER values determined from final number of plants it was proved that
the test item did not inhibit the seedling emergence of all tested plant species.

On the basis of ER25, ER50 and NOER values determined from the shoot length and dry shoot weight it
was proved that the test item had no impact on the process of growth of all tested plant species.

During the experiment the plant damages were not observed.

Validity criteria

On the basis of the obtained results, it was stated that the following validity criteria of the study aimed at
evaluating the impact of Pyraclostrobin 250 EC (CHR/F/PYRA 250 EC) on seedling emergence and
seedling growth of terrestrial plants were met:

- the seedling emergence in the control (validity criterion: at least 70%) was as follows:

90.5% — sunflower,

100.0% - cabbage,

90.5% — pea,

90.0% — carrot,

100.0% — perennial ryegrass,

85.0% — oats,

- the mean survival of the emerged control seedlings was 100% for sunflower, cabbage, pea, carrot,
perennial ryegrass and oats (validity criterion: at least 90%);

- the control seedlings did not exhibit any visible phytotoxic effects;

- environmental conditions for all plants of the same species were identical.

Deviations

Deviations from OECD Guideline No. 208:

According to OECD Guideline No. 208 (2006), the light intensity should be 350 + 50uE/m2/s. However,
these values are recommended for tests conducted in greenhouses. The experiment was conducted in a
test room, where only artificial lighting was used. The light intensity was between 53.4 and 141.1
pnE/m2/s. Good control plant vigour was observed. Therefore, it was concluded that the light intensity was
suitable for plant growing.

This deviation did not affect results of the experiment.

Study 2

Comments of ZRMS: The study was conducted to the OECD guideline 227 and according to the
principles of GLP. All validity criterions were met. The phytotoxic
symptoms in cultivation of sunflower, pea, cabbage, carrot, perennial
ryegrass and oats were not observed. The study is considered to be reliable
and suitable for the risk assessment.

Reference: KCP 10.6/02

Report Pyraclostrobin 250 EC (CHR/F/PYRA 250 EC) Terrestial Plant Test:
Vegetative Vigour Test; M. Wotany; Institute of Industrial Organic
Chemistry Branch Pszczyna Department of Ecotoxicology, Pszczyna, Poland;
STUDY CODE: G-36-20

Guideline(s): OECD Guideline No. 227 (2006)

Deviations: Yes

GLP: Yes

Acceptability: Yes

Duplication No

(if vertebrate study)
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Materials and methods

Test Item:

Artificial soil:

Test Design:

Test species:

Endpoints:

Concentrations:

Test Conditions:

Results and discussion

Pyraclostrobin 250 EC (CHR/F/PYRA 250 EC)
batch number: 04/2020
active substances: pyraclostrobin: 256.6 g/L

sandy loam

number of rates: 5 + control; number of replicates/rate: 4 (carrot, perennial
ryegrass, oats) or 7 (sunflower, cabbage, pea). The total number of plants per
application rate — 20 (carrot, perennial ryegrass, oats) or 21 (sunflower,
cabbage, pea,)

test termination: 21 days after the spraying

sunflower (Helianthus annuus), cabbage (Brassica oleracea var. capitata), pea
(Pisum sativum), carrot (Daucus carota), perennial ryegrass (Lolium perenne),
oats (Avena sativa)

ER25, ER50, NOER.

- a control,

- 24.7 mL of the test item/ha (6.3 g of pyraclostrobin/ha),

- 74.1 mL of the test item/ha (19.0 g of pyraclostrobin/ha),

- 222.2 mL of the test item/ha (57.0 g of pyraclostrobin/ha),

- 666.7 mL of the test item/ha (171.1 g of pyraclostrobin/ha),

- 2000.0 mL of the test item/ha (513.2 g of pyraclostrobin/ha).

volume of deionized water used to prepare the highest rate corresponded to
300 L water/ha

temperature: 19.1 — 28.0°C, humidity: 47.7 — 88.2%, lighting: 16 h light : 8 h
dark; light intensity: 98.7 — 151.2 uE/m2/s; carbon dioxide concentration: 324
— 374 ppm

The ER50 and NOER values determined on the basis of plants number at the end of the experiment, shoot
length and shoot dry weight measurements expressed as mL of the test item/ha for all test species are

given below.
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Sunflower | Cabbage Pea Carrot Perennial Oats
. ) ) ryegrass )
Helianthus Brassica Pisum Davcus carota Avenz sativa
annuus oleracea var. sabivum Lofium
capitats perenne

Plant number at the end of the experiment

ERso =2000.0 =2000.0 =2000.0 =2000.0 =2000.0 =2000.0

NOER =2000.0 =2000.0 =2000.0 =2000.0 =2000.0 =2000.0

Shoot length (plants without roots)

ERso =2000.0 =2000.0 =2000.0 =2000.0 =2000.0 =2000.0

NOER =2000.0 =2000.0 =2000.0 =2000.0 22000.0 =2000.0

Plant dry weight (plants without roots)

ERso =2000.0 =2000.0 =2000.0 =2000.0 =2000.0 =2000.0

NOER =22000.0 =2000.0 =2000.0 22000.0 22000.0 22000.0

The ER50 and NOER values determined on the basis of plants number at the end of the experiment, shoot
length and shoot dry weight measurements expressed as g of pyraclostrobin/ha for all test species are
given below.

Sunflower | Cabbage Pea Carrot Perennial Oats
ryegrass
Helianthus Brassica Pisum Davcus carota Avena sativa
annuus oleracea var. sativum Lolium
capitata perenne
Plant number at the end of the experiment
ERso >513.2 »513.2 =>513.2 >513.2 >513.2 >513.2
NOER >513.2 =>513.2 =>513.2 =513.2 =>513.2 =>513.2
Shoot length (plants without roots)
ERs=o >513.2 =>513.2 =>513.2 =>513.2 =>513.2 =>513.2
NOER =2513.2 =2513.2 =2513.2 2513.2 2513.2 2513.2
Plant dry weight (plants without roots)
ERso >513.2 =>513.2 =>513.2 =>513.2 =>513.2 =>513.2
NOER =2513.2 =2513.2 =2513.2 2513.2 2513.2 2513.2

On the basis of the obtained results it was proved that the test item i.e. Pyraclostrobin 250 EC
(CHR/F/PYRA 250 EC) had no influence on the plant number, shoot length and shoot dry weight of the
tested plant species at the end of the experiment.

The phytotoxic symptoms in cultivation of sunflower, cabbage, pea, carrot, perennial ryegrass and oats
were not observed.

Conclusions

On the basis of the obtained results it was proved that the test item i.e. Pyraclostrobin 250 EC
(CHR/F/PYRA 250 EC) had no influence on the plant number, shoot length and shoot dry weight of the
all tested plant species at the end of the experiment.

The phytotoxic symptoms in cultivation of sunflower, pea, cabbage, carrot, perennial ryegrass and oats
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were not observed.

Validity criteria

On the basis of the obtained results, it was stated that the following validity criteria of the study aimed at
evaluating the impact of Pyraclostrobin 250 EC (CHR/F/PYRA 250 EC) on vegetative vigour of
terrestrial plants were met:

- the seedling emergence of plants (validity criterion: at least 70%) was as follows:

83.3 — 90.5- sunflower,

85.7 — 90.5 — cabbage,

88.1 - 92.9 — pea,

87.5-92.5 —carrot,

80.0 — 95.0 — perennial ryegrass,

82.5-95.0 — oats,

- the mean plant survival of the control was 100% for all tested species (validity criterion: at least 90%),

- the control plants did not exhibit any visible phytotoxic symptoms,

- environmental conditions for all plants belonging to the same species were identical.

Deviations

Deviation from OECD Guideline No. 227:

According to OECD Guideline No. 227 (2006), the light intensity should be 350 + 50uE/m2/s. However,
these values are recommended for tests conducted in greenhouses. The experiment was conducted in a
test room, where only artificial lighting was used. The light intensity was between 98.7 and 151.2
uE/m2/s. Good control plant vigour was observed. Therefore, it was concluded that the light intensity was
suitable for plant growing.

This deviation did not affect results of the experiment.

A26.3 KCP 10.6.3 Extended laboratory studies on non-target plants

No additional studies were performed.

A27 KCP 10.7 Effects on other terrestrial organisms (flora and fauna)

No additional studies were performed.

A28 KCP 10.8 Monitoring data

No additional studies were performed.
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