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5 Analytical methods

5.1 Conclusion and summary of assessment

Sufficiently sensitive and selective analytical methods are available for the active substance and relevant
impurities in the plant protection product.
Noticed data gaps are:

- None

Sufficiently sensitive and selective analytical methods are available for all analytes included in the
residue definitions.
» Noticed data gaps are:
e Appendix 1, Table List of data submitted or referred to by the applicant and relied on, but already
evaluated at EU peer review should be completed (minor deficiencies)

« Commodity/crop « Supported/
Not supported
« Tomato « Supported
» Potato « Supported
« Ornamentals « Not required
5.2 Methods used for the generation of pre-authorization data (KCP 5.1)
521 Analysis of the plant protection product (KCP 5.1.1)
52.1.1 Determination of active substance and/or variant in the plant protection

product (KCP 5.1.1)

An overview on the acceptable methods and possible data gaps for analysis of Azadirachtin in plant pro-
tection product is provided as follows:

Comments of zZRMS: [The analytical method meets the criteria of specificity, linearity, precision and
accuracy. The method is acceptable and is suitable for determination of aza-
dirachtrin in plant protection product Aza

Azadirachtin A content in formulation SHA123000A is determined by standard official method CIPAC
627/TK/M/3 (CIPAC Handbook M, 2009), by reverse phase HPLC and UV detection at 214 nm with
external standard.
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Description of analytical methods for the determination of relevant
impurities (KCP 5.1.1)

An overview on the acceptable methods and possible data gaps for analysis of relevant impurities in plant
protection product is provided as follows:
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5.2.1.3 Description of analytical methods for the determination of formulants (KCP
5.1.1)

Under current EU legislation, analytical methods on formulants are not required.

5214 Applicability of existing CIPAC methods (KCP 5.1.1)

A CIPAC method No. 627 is available for Azadirachtin A.

ol

2.2 Methods for the determination of residues (KCP 5.1.2)

Please refer to post-registration methods.
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5.3 Methods for post-authorization control and monitoring purposes (KCP 5.2)

531 Analysis of the plant protection product (KCP 5.2)

Analytical methods for the determination of the active substance and relevant impurities in the plant pro-
tection product are already submitted in accordance with the requirements set out in point 5.2.1.

532 Description of analytical methods for the determination of residues of
Azadirachtin (KCP 5.2)
53.2.1 Overview of residue definitions and levels for which compliance is required

Compared to the residue definition proposed in the Draft Assessment Report (incl. its addenda) the cur-
rent legal residue definition is identical.

Table 5.3-1: Relevant residue definitions for monitoring/enforcement and levels for which
compliance is required
Matrix Residue definition MRL / limit Reference for MRL/level Remarks
Plant, high water content | Azadirachtin A 1 mg/kg Reg. (EC) 149/2008
Muscle Not defined 0.01 mg/kg Reg. (EC) 149/2008
Milk 0.01 mg/kg Reg. (EC) 149/2008
Eggs 0.01 mg/kg Reg. (EC) 149/2008
Fat 0.01 mg/kg Reg. (EC) 149/2008
Liver, kidney 0.01 mg/kg Reg. (EC) 149/2008
Soil Not defined 0.05 mg/kg Common limit
(Ecotoxicology)
Drinking water Not defined 0.1 pg/L general limit for drinking water
(Human toxicology)
Surface water Not defined 1.6 pg/L Lowest NOEC from aquatic toxicity study on
(Ecotoxicology) C. riparius
Air Not defined 30 pg/m® AOEL sys/AOEL inhal: 0.1 mg/kg bw/d
Tissue (meat or liver) Not relevant Not required Not classified as T/ T+
Body fluids Not required Not classifiedas T/ T+
53.2.2 Description of analytical methods for the determination of residues in plant

matrices (KCP 5.2)

An overview on the acceptable methods and possible data gaps for analysis of Azadirachtin in plant ma-
trices is given in the following tables.

Evaluator comments:

Food/feed of plant origin (EFSA Journal 2018;16(4):5234, analytical technique and LOQ for methods for
monitoring purposes)

Azadirachtin A

LC-MS/MS; LOQ: 0.02 mg/kg (beans, cabbage, lettuce, cucumber, melon, peaches, strawberries grapes,
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peppers, orange);

LC-MS/MS; LOQ: 0.02 mg/kg (cucumber, lemon balm);

HPLC-UV; LOQ: 0.01 mg/kg (potato);

HPLC-UV; LOQ: 0.01 mg/kg (tomato);

HPLC-UV; LOQ: 0.1 mg/kg (spinach);

Azadirachtin A and Azadirachtin B

HPLC-UV; LOQ: 0.02 mg/kg (apple);

Note: All HPLC-UV methods are not validated in an independent laboratory. However, the LC-MS/MS
ones are validated in an independent laboratory.

Table 5.3-2: Validated methods for food and feed of plant origin (required for all matrix
types, “difficult” matrix only when indicated by intended GAP)

Component of residue definition: Azadirachtin A

Method Principle of method
Matrix type | Method type LOQ (i.e. GC-MS or Author(s), year / missing / EU agreed
HPLC-UV)
High water |Primary 0.02 mg/kg LC-MS/MS Mende, P., 2003 / EU agreed (DAR 2008)
content LV 0.02mg/kg | LC-MS/MS Class, T., 2007 / EU agreed (DAR 2008)
Confirmatory |0.02 mg/kg | LC-MS/MS Mende, P., 2003 / EU agreed (DAR 2008)
(if required)

For any special comments or remarkable points concerning the analytical methods for the determination
of residues in plant matrices, please refer to Appendix 2.

Table 5.3-3: Statement on extraction efficiency

Method for products of plant origin

Required, available from: -

Not required, because: Not provided during the EU review

5.3.2.3 Description of analytical methods for the determination of residues in animal
matrices (KCP 5.2)

According to EFSA Conclusions (EFSA Journal 2018;16(4):5234), no monitoring or enforcement meth-
ods are available for food and feed of animal origin since no relevant residues are expected from the rep-
resentative uses.

53.2.4 Description of methods for the analysis of soil (KCP 5.2)

Evaluator comments:

Soil EFSA Journal 2018;16(4):5234, analytical technique and LOQ for methods for monitoring purposes)
Azadirachtin A

LC-MS/MS 0.02 mg/kg (standard soil);

Pending on the final residue definitions, data gaps might be identified for enforcement analytical methods

An overview on the acceptable methods and possible data gaps for analysis of Azadirachtin in soil is giv-
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en in the following tables.

Table 5.3-4: Validated methods for soil
Component of residue definition: Azadirachtin A
Method type Method LOQ Principle of method Author(s), year / missing
(i.e. GC-MS or HPLC-UV)
Primary 0.02 mg/kg LC-MS/MS Witte, A., 2008 / EU agreed (DAR 2008)
Confirmatory 0.02 mg/kg LC-MS/MS Witte, A., 2008 / EU agreed (DAR 2008)

For any special comments or remarkable points concerning the analytical methods for soil please refer to
Appendix 2.

5325 Description of methods for the analysis of water (KCP 5.2)

Evaluator comments:

Water EFSA Journal 2018;16(4):5234, analytical technique and LOQ for methods for monitoring pur-
poses)

Azadirachtin A

HPLC-UV 1 ug/L (surface water);

LC-MS/MS 0.05 pg/L (drinking water, surface water);

Pending on the final residue definitions, data gaps might be identified for enforcement analytical meth-
ods.

An overview on the acceptable methods and possible data gaps for analysis of Azadirachtin in surface and
drinking water is given in the following tables.

Table 5.3-5: Validated methods for water
Component of residue definition: Azadirachtin A
Matrix type Method type | Method LOQ | Principle of method (i.e. | Author(s), year / missing
GC-MS or HPLC-UV)
Drinking water Primary 0.05 pg/L LC-MS/MS Class, T. 2007 / EU agreed
(DAR 2008)
ILV - - -
Confirmatory 0.05 pg/L LC-MS/MS Class, T. 2007 / EU agreed
(DAR 2008)
Surface water Primary 0.05 ng/L LC-MS/MS Class, T. 2007 / EU agreed
(DAR 2008)
Confirmatory 0.05 pg/L LC-MS/MS Class, T. 2007 / EU agreed
(DAR 2008)

For any special comments or remarkable points concerning the analytical methods for water please refer
to Appendix 2.

5.3.2.6 Description of methods for the analysis of air (KCP 5.2)

Evaluator comments:
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Water EFSA Journal 2018;16(4):5234, analytical technique and LOQ for methods for monitoring pur-
poses)

Azadirachtin A

LC-MS/MS 3 pg/m? (ambient air, warm humid air); TRF, SIP, Mitsui

Pending on the final residue definitions, data gaps might be identified for enforcement analytical meth-
ods.

An overview on the acceptable methods and possible data gaps for analysis of Azadirachtin in air is given
in the following tables.

Table 5.3-6: Validated methods for air

Component of residue definition: Azadirachtin A

Method type Method LOQ Principle of method Author(s), year / missing
(i.e. GC-MS or HPLC-UV)
Primary 3 pg/m® LC-MS/MS Class, T. 2007 / EU agreed (DAR 2008)
Confirmatory |3 pg/m® LC-MS/MS Class, T. 2007 / EU agreed (DAR 2008)

For any special comments or remarkable points concerning the analytical methods for air it is referred to
Appendix 2.

5.3.2.7 Description of methods for the analysis of body fluids and tissues (KCP 5.2)
The active substance is not classified as toxic according to Regulation (EC) No 1272/2008 (CLP Regula-
tion), therefore a method of analysis is not required for body fluids and tissues according to EFSA Con-
clusions (EFSA Journal 2018;16(4):5234).

5.3.2.8 Other studies/ information

There are no additional European requirements for formulated products..
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Appendix 1  Lists of data considered in support of the evaluation
Tables considered not relevant can be deleted as appropriate.
MS to blacken authors of vertebrate studies in the version made available to third parties/public.
List of data submitted by the applicant and relied on
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
- D. Bagnera N

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

Title

Company Report No.

Data point Author(s) Year |Source (where different from company)
GLP or GEP status

Published or not

Vertebrate
study Owner
Y/N
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The following tables are to be completed by MS

List of data submitted by the applicant and not relied on

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

List of data relied on not submitted by the applicant but necessary for evaluation

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
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Appendix 2 Detailed evaluation of submitted analytical methods
A2l Analytical methods for Azadirachtin

A2l1 Methods used for the generation of pre-authorization data (KCP 5.1)

No new or additional studies have been submitted

A21.2 Methods for post-authorization control and monitoring purposes (KCP
5.2)
A2121 Description of analytical methods for the determination of residues in

plant matrices (KCP 5.2)

No new or additional studies have been submitted

A2122 Description of analytical methods for the determination of residues in an-
imal matrices (KCP 5.2)

No new or additional studies have been submitted

A2123 Description of Methods for the Analysis of Soil (KCP 5.2)

No new or additional studies have been submitted

A2124 Description of Methods for the Analysis of Water (KCP 5.2)

No new or additional studies have been submitted

A2125 Description of Methods for the Analysis of Air (KCP 5.2)

No new or additional studies have been submitted

A2126 Description of Methods for the Analysis of Body Fluids and Tissues (KCP
5.2)

No new or additional studies have been submitted

A2127 A.2.A.9 Other Studies/ Information

No new or additional studies have been submitted



