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Document ITI-A
Section A1-A4

SECTION

Annex Point 11A4.2 &
HIA-IV.1

ANALYTICAL METHODS FOR DETECTION AND IDENTIFICATION

4.2.4 ANIMAL AND HUMAN BODY FLUIDS AND TISSUES (1)

3.2.2 Detector

3.2.3 Standard(s)

3.2.4 Interfering
substance(s)

3.3 Linearity
3.3.1 Calibration range

3.3.2 Number of

48 mm, 5 um Econosil C18 column (acid) using acidified
methanol and water as the mobile phase.

The post-column reagent is ammonia/methancliwater (10/10/80).
The flow rate of the ammonia solution is adjusted until the effluent
has a pH of approximately 10.1. This is equivalent to a
micrometer setting of 0.04 on the post column reagent pump of
the Waters system, or a flow rate of 0.35 ml/min on the Agilent
system. Sparging of this solution is recommended.

The HPLC is run at a flow-rate of 1.5 ml/min with helium
sparging, using a gradient programme as follows:

Initial: 65%A 35%B

6 minutes: 84% A 16% B

10 minutes: 95% A 5%B

15 minutes 65 % A 35 %B

Mobile phase:

A 2.50 ml of glacial acetic acid is added to HPLC methanol
to 1 | and filtered through a 0.22-pm filter.

B. 1.25 ml glacial acetic acid is added to deicnised water to
500 ml and filtered through a 0.45-pum filter.

Fluorescence detector is used for determination. with an excitation
wavelength of 310 nm, an emission wavelength of 390 nm, a gain
of x1000 and a filter setting of 1.5 for the Waters system.

The retention time is 7.4 and 8.8 minutes for warfarin and
coumatetraly| respectively.

Greatest detector sensitivity is achieved by keeping the volume of
post column reagent to a minimum and instead using stronger
solution strength.

Warfarin, at a concentration 5 x higher than the coumatetralyl
standard (to give similar peak areas) is used as the internal
standard.

Substances of the sample matrix may interfere.
Matrix effects are eliminated by using an internal standard
{warfarin).

The linearity and sensitivity of the detector are determined by
analysing five different concentrations ranging from 0.05 pg/ml to
1.00 pg/ml
(see table Ad.2.4-1).

Single measurement of five concentrations (see table A4.2.4-1).
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COUMATETRALYL

CAS No. 3836-29-3

for use in Rodenticides (Product Type 14)

Applicant Bayer Environmental Science
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