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A liquid chromatography-mass spectrometric method was developed and validated to determine six polyether ionophores
(lasalocid sodium, monensin sodium, salinomycin sodium, narasin, maduramicin ammonium alpha, and semduramicin sodium)
in feed samples. The method developed was very straightforward, involving extraction with 84% acetonitrile of the coccidiostats
from the feed samples and filtration of the raw extract prior to chromatographic analysis. Method validation included the
determination of selectivity, linearity, specificity, repeatability, the limit of detection, limit of quantification, decision limit (CC«),
detection capability (CCf3), and recovery. Feed samples from the Finnish national feed control programme and suspected carry-
over samples from a feed manufacturer were analysed in parallel with an existing liquid chromatography method coupled with
ultraviolet detection. All feed control samples were negative in LC-UV, but with the developed MS method, monensin, salinomycin,
and narasin were detected at concentrations of <0.025-0.73 mg/kg, <0.025-0.027 mg/kg, and <0.025-1.6 mg/kg, respectively.
In suspected carry-over samples after an output of 2.0 tonnes of unmedicated feed in the pelletizer line, the concentrations of
monensin, salinomycin, and narasin varied from undetected to 16 mg/kg. In the mixer line, after 3.2 tonnes of unmedicated feed

output, the concentrations of monensin, salinomycin, and narasin varied from undetected to 2.4 mg/kg.

1. Introduction

The polyether ionophores lasalocid, monensin, salinomycin,
narasin, maduramicin, and semduramicin (Figure 1) are
widely used feed additives in the poultry industry to prevent
and control coccidiosis caused by the genus Eimeria. They are
added to feeds as their sodium salts at levels of 75-125 mg/kg
(lasalocid), 60-125 mg/kg (monensin), 20-70 mg/kg (sali-
nomycin), 60-70 mg/kg (narasin), 5 mg/kg (maduramicin),
and 20-25 mg/kg (semduramicin). Broiler chickens receive
coccidiostats via feed during their entire lifespan, whereas
for egg-laying birds the use of coccidiostats is forbidden.
Anticoccidial drugs can also be administered, for example, to
cattle to improve feed efficacy, that is, to increase their
body mass. Due to the extensive use of coccidiostats, the
safety of these compounds has been tested in many animal
experiments (in both target and nontarget animal species).
Although monensin, salinomycin, narasin, and maduramicin
are forbidden for laying hens, these compounds were not

found to have significant effects, for instance, on egg produc-
tion or shell thickness when used at the permitted levels [1].
The safe dose levels of coccidiostats for cattle have been noted
to be lower than the feeding levels for poultry, for example,
monensin 30-45mg/kg [2], lasalocid 10-35 mg/kg, [3] and
narasin 25mg/kg [4]. Although maduramicin 0-10 mg/kg
and semduramicin 0-25mg/kg were reported to have no
effects on horses [5, 6], in a feeding trial on horses with
narasin at the level of 80 mg/kg, some reduction in feed
intake was observed [4]. Coccidiostats are not used in
human medicine because of their cardiovascular effects [7],
and indeed lasalocid (<1.0 uM) has been found to cause
contraction of the human heart in test systems [8]. However,
the residues of coccidiostats in food have not induced any
short-term clinical symptoms in humans [9].

A withdrawal period of 5 days is required for lasalocid,
salinomycin, narasin, maduramicin, and semduramicin, and
3 days for monensin in order to avoid coccidiostat residues in
edible tissues, although there is no risk to consumers’ health
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FIGURE 1: The structures of polyether ionophores.

from ingestion of coccidiostats residues in tissues of animals
exposed to feed cross-contaminated up to a level of 10%.
[e.g., 4-6] Lasalocid, monensin, and salinomycin are used
for laying birds up to the age of 12-16 weeks, depending
on the additive. None of the coccidiostats are licensed for

the use in egg-laying birds and therefore eggs should be free
from coccidiostats contamination. Nonetheless, residues of
polyether ionophores have been detected in European eggs
at levels from 0.3 to <40 ug/kg [10-14]. In addition, traces
of polyether ionophores have found in different European
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poultry tissues at levels of 0.04-4.2 ug/kg [12, 15, 16]. How-
ever, in most samples the concentrations of these compounds
have been below the limits of quantification.

Several methods used to determine polyether ionophores
in feed are based on high performance liquid chromatog-
raphy (HPLC) with fluorescence detection [17, 18] or UV
detection [19-23]. In these methods, sample preparation
includes precolumn or postcolumn derivatization or solid
phase extraction. The limits of quantification (LOQ) in
HPLC-based methods are mainly higher than 1 mg/kg, with
some exceptions for lasalocid and narasin (LOQ 0.5 mg/kg)
[17, 20]. Liquid chromatography-mass spectrometry (LC-
MS) was also used to determine polyether ionophores in feed
[24-29]. The use of a mass spectrometer detector enables
sample preparation to be minimized and also increases
the sensitivity of the method in the analysis of complex
sample matrices, since it can be used for either selected ion
monitoring or multiple reaction monitoring to detect only
the desired ions produced by the analytes. However, in these
MS methods, apart from the study of Huang et al. [29], solid
phase extraction has been used in sample preparation. With
the methods mentioned above, polyether ionophores can be
detected at levels of 0.001-50 mg/kg. Although the limits of
quantification are low (ug/kg), most of the methods have
been validated at the mg/kg level. In addition, apart from the
study of Delahaut et al. [30], the validated methods have only
been tested with medicated feeds, not with real samples from
the feed industry. Delahaut et al. [30] analysed feed samples
in which the concentrations of monensin, salinomycin, and
narasin were above 2.1 mg/kg. The reported findings of
polyether ionophores residues in eggs and tissues have been
attributed to the contamination of unmedicated feed at the
feed manufacturer [11, 14]. For instance, lasalocid is known
to be a very dusty compound that can easily contaminate feed
during the manufacturing process. For this reason, a suitable
method is needed for analysing polyether ionophores at the
trace level in feed.

The European Commission has established official max-
imum contents of polyether ionophores in feed (lasalocid
1.25 mg/kg; narasin 0.7 mg/kg; salinomycin 0.7 mg/kg; mon-
ensin 1.25 mg/kg; semduramicin 0.25 mg/kg; maduramicin
0.05mg/kg) [31]. Based on this regulation, the aims of our
study were to (i) develop and validate an LC-MS/MS method
for analysing lasalocid, monensin, salinomycin, narasin,
maduramicin, and semduramicin at the required perfor-
mance levels in feed; (ii) apply the validated method in
the analysis of both medicated and contaminated feed; and
(iii) compare the results determined with LC-MS/MS and the
existing LC-UV method.

2. Materials and Methods

2.1. Samples. A cereal mixture (wheat/rye/barley, 1:1:1,
w/w/w) was used in the validation study. The validated
method was used in analysis of poultry feed from the
Finnish national feed control programme (2008: 8 samples)
and suspected carry-over samples from a European feed
manufacturer (2006: 12 samples; 2008: 12 samples). The

carry-over of monensin, salinomycin, and narasin from
medicated feed to unmedicated feed was investigated. Three
batches of unmedicated feed were collected after one batch
of medicated feed. Unmedicated feed samples from the
mixer line were collected after 1 min (0.8 tonnes output),
2.5min (2.0 tonnes), and 4 min (3.2 tonnes). In proportion,
unmedicated feed samples from the pelletizer line were
collected after 3 min (0.6 tonnes output), 5 min (1.0 tonnes),
and 10 min (2.0 tonnes).

2.2. Chemicals and Reagents. Standards of monensin
(sodium salt, ~90-95%), salinomycin (~96%), and narasin
(~97%) were purchased from Sigma (St. Louis, MO,
USA), lasalocid (sodium salt) from Fluka Chemie (Buchs,
Switzerland), maduramicin (ammonium, ~96.5%) from
Alpharma (Willow Island, NE, USA), and semduramicin
from BVL (Braunschweig, Germany). Standard stock
solutions (1 mg/mL) and working standard solutions for
LC-MS/MS analysis (monensin, salinomycin, narasin,
maduramicin: 1pg/mL & 10 ug/mL; lasalocid, semdura-
micin; 8 yug/mL & 80 ug/mL) were prepared in methanol.
Standard stock solutions for HPLC (0.5mg/mL) were
prepared in methanol. Working standard solutions for HPLC
were prepared in methanol: water (90:10, v/v). Methanol,
acetonitrile, acetic acid (analytical grade), ammonium
acetate, and sulphuric acid were purchased from J. T. Baker
(Deventer, Holland). Vanillin (99%) was purchased from
Fluka Chemie (Buchs, Switzerland). A vanillin postcolumn
reagent was freshly prepared daily by dissolving 30 g vanillin
in 970 mL methanol/sulphuric acid (20 mL sulphuric acid
added to 950 mL methanol, with the solution then cooled in
an ice bath). The water used was purified with a Millipore
Milli-Q Plus System (Millipore, Espoo, Finland).

2.3. LC-MS/MS: Sample Preparation and Analysis. Samples
were ground with a laboratory mill (Bamix, Mettlen, Switzer-
land). Then, 25g of ground sample was extracted with
100 mL of 84% acetonitrile in water for two hours using a
VKS-75 horizontal shaker (Edmund Biihler, Bodelshansen,
Germany) at room temperature. Samples in the validation
study were spiked with different concentrations of polyether
ionophores standard solutions just before extraction. As
the matrix of carry-over samples was different than matrix
used in the validation, the samples were also spiked before
extraction to ensure suitability of the method for these
samples. The extracted samples were filtered through S&S 602
H 1/2 filter paper (Schleicher & Schuell, Dassal, Germany),
and the filtered extracts were stored at +4°C until analysis.
One millilitre of extract was evaporated to dryness under
nitrogen at 40°C. The sample was dissolved in 1 mL of mobile
phase (acetonitrile: 2 mM ammonium acetate containing 2%
acetic acid (95:5 v/v)) and filtered using a 0.2-ym syringe
filter (Pall Gelamn Sciences, Ann Arbor, MI, USA) into an
autosampler vial.

Polyether ionophores were analysed with a Waters
Alliance 2695 liquid chromatograph (Waters, Milford, MA,
USA) connected to a MicroMass Quattro Micro triple-
quadrupole mass spectrometer (Micromass, Manchester,
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TaBLE 1: LC-MS/MS acquisition for polyether ionophores. The product ions (in bold) were used for the quantification.
Compound Precursor ion (m/z) Product ions Cone Voltage (kV) Collision gas energy (eV)
Lasalocid 613.6 [M + NaJ* 359.4; 377.4 50 40
Semduramicin 911.4 [M + K]* 849.6; 867.0 34 40
Monensin 693.7 [M + Na]* 461.4; 675.7 60 40
Salinomycin 773.8 [M + Na]* 431.4; 531.5 70 45
Narasin 787.8 [M + Na]” 431.4; 531.5 60 50
Maduramicin 954.8 [M + K]* 893.3;911.3 34 40

UK). The separation of polyether ionophores was conducted
as described by Jestoi et al. [16]. The analytical column was a
Luna Cy4(2) (5 um), 3.0 x 150 mm (Phenomenex, Cheshire,
UK). The flow rate of the mobile phase was 0.5 mL/min
and the injection volume was 10 uL. A positive ionisation
mode was used with an ESI probe. The parameters of the MS
were optimized using a standard solution. The best response
was recorded with the following parameters: capillary voltage
3.75kV, source temperature 130°C and desolvation temper-
ature 250°C. The optimized cone voltages and collision gas
energies for each of the analysed coccidiostats are presented
in Table 1. Argon (AGA, Finland) was used as a collision
gas. Coccidiostats were detected as either their sodium or
potassium adducts.

2.4. LC-UV: Sample Preparation and Analysis. The LC-UV
method for polyether ionophores was modified from the
method AM-AA-CR-J424-AC-791 [32]. Briefly, 5 g of ground
sample was extracted with 50 mL of 90% methanol in water
for one hour at room temperature. After extraction, 50 mL of
extraction solution was added and sample solids were allowed
to settle. The sample solution was filtered using a 0.45 ym
syringe filter (Pall Gelamn Sciences, Ann Arbor, MI, USA)
into an autosampler vial.

Monensin, salinomycin, and narasin were analysed using
an Agilent 1100 liquid chromatograph (Agilent, Waldbron,
Germany) and postcolumn reagent pump (Shimadzu Instru-
ments, Maryland, USA). Coccidiostats were detected at
520 nm. The analytical column was a Shandon 250 x 4.6 mm
Hypersil ODS (5 ym). The flow rate was 0.8 mL/min for the
mobile phase (methanol: water : acetic acid, 94:6: 1, v/v/v)
and 0.7 mL/min for the vanillin reagent. The injection volume
was 50 uL. In this method, the limit of detection (LOD) for
monensin, salinomycin, and narasin was 2 mg/kg, 2 mg/kg,
and 3 mg/kg, respectively, and the respective limits of quan-
tification (LOQ) for these analytes were 4 mg/kg, 4 mg/kg,
and 5 mg/kg.

2.5. Validation of the LC-MS/MS Method. Method validation
included the determination of selectivity, linearity,
specificity, reproducibility, recovery, the decision limit
(CCu), detection capability (CCf3), limit of detection (LOD),
and limit of quantification (LOQ). Six replicates of samples
spiked at three concentrations (spiking level 1: monensin,
salinomycin, narasin, and maduramicin 0.025 mg/kg,
lasalocid and semduramicin 0.20 mg/kg; spiking level

2: monensin, salinomycin, narasin, and maduramicin
0.05 mg/kg, lasalocid and semduramicin 0.40 mg/kg; spiking
level 3: monensin, salinomycin, narasin, and maduramicin
0.10 mg/kg, lasalocid and semduramicin 0.80 mg/kg) and
calibration curves with and without the matrix were analysed
on three separate days. The calibration curves were
constructed with external standards by injecting standards
prepared in the mobile phase and matrix at five different
concentrations (monensin, salinomycin, narasin, and
maduramicin 0.010-2.0 mg/kg; lasalocid and semduramicin
0.080-2.0mg/kg). The blank matrix was spiked with
corresponding amounts of standards and prepared as regular
samples.

3. Results

3.1. LC-MS/MS Method Development. The LC-MS/MS
method was developed to provide confirmatory data
for the analysis of six polyether ionophores in feed.
Sample preparation was simple, involving the extraction of
coccidiostats from feed samples and filtration of the extract
prior to chromatographic analysis. As the chemical structures
and particularly the mode of action of coccidiostats and
emerging Fusarium-mycotoxins are closely related, we
utilized earlier published sample extraction method for
beauvericin and enniatins [33]. The MS/MS fragmentation
conditions and collision energies were optimised for
each individual compound to give the best response. The
compounds were separated with an earlier-developed LC
method for separating lasalocid, monensin, salinomycin,
narasin, and maduramicin in eggs and tissues [16]. In this
method development, the sixth compound, semduramicin
could be added as such to the already existing LC method.

3.2. LC-MS/MS Method Validation. The selectivity of the
developed method was tested by comparing (two-sided
t-test) the slopes of the five-point calibration curves obtained
with and without the matrix (for calibration curve ranges,
see section Validation of the LC-MS/MS method). Due to
the presence of significant matrix effects (P < 0.05), the
calibration curves for all compounds were prepared in the
matrix. The matrix effect, calculated as the ratio of signal
suppression to enhancement (SSE%) as described in Sulyok
et al. [34], was 3.0%, 4.1%, 2.8%, 4.2%, 19%, and 43% for
lasalocid, monensin, salinomycin, narasin, maduramicin,
and semduramicin, respectively. This further demonstrated
the suppressive effect of the matrix components on the signal
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TaBLE 2: CCx (mg/kg) and CCf (mg/kg) values obtained for polyether ionophores in feed.
Lasalocid Monensin Salinomycin Narasin Maduramicin Semduramicin
CCu« (mg/kg) 0.37 0.025 0.025 0.027 0.027 0.24
CCp (mg/kg) 0.50 0.030 0.029 0.031 0.033 0.29

TABLE 3: The mean recoveries with the corresponding standard deviations of the polyether ionophores analysed at three spiking levels (n = 18).

Spiking level (mg/kg) Mean concentration (mg/kg) Recovery % Relative standard deviation (%)

0.20 0.19 95 35

Lasalocid 0.40 0.45 112 5.0
0.80 0.76 95 6.0

0.025 0.019 75 13

Monensin 0.05 0.050 100 26
0.10 0.10 100 9.2

0.025 0.19 77 13

Salinomycin 0.05 0.054 108 12
0.10 0.097 97 9.8

0.025 0.020 81 112

Narasin 0.05 0.054 109 9.5
0.10 0.096 96 59

0.025 0.019 74 18

Maduramicin 0.05 0.055 109 9.5
0.10 0.095 95 7.4

0.20 0.15 77 20

Semduramicin 0.40 0.43 106 17
0.80 0.74 92 16

intensity. The acceptability of linearity of each point of the
matrix-assisted calibration curves was tested by using the
least-square method [35]. The maximum response/mass ratio
of +10% for each calibration point was accepted. On this
basis, it can be stated that the measurement of polyether
ionophores in the matrix was linear over the actual studied
ranges (0.010-2.0 mg/kg). The specificity of the method was
tested using by analysing 20 different blank samples sepa-
rately and no interference signals close to the retention times
of polyether ionophores were detected in any blank samples
analysed. Chromatograms of a blank sample, a spiked sample,
and a positive sample are presented in Figures 2, 3, and 4,
respectively.

LOD and LOQ values for polyether ionophores were
calculated using the responses of blank samples (n = 20).
LODs (blank sample mean response + 3 x standard
deviation) for lasalocid, monensin, salinomycin, narasin,
maduramicin, and semduramicin were 0.0029 mg/kg,
0.0042 mg/kg, 0.0047 mg/kg, 0.0026 mg/kg, 0.0011 mg/kg,
and 0.0022 mg/kg, respectively. The corresponding LOQs
(blank sample mean response + 10 x standard deviation) for
the compounds analysed were 0.0075 mg/kg, 0.011 mg/kg,
0.012 mg/kg, 0.0071 mg/kg, 0.0029 mg/kg, and 0.0060 mg/kg,
respectively. Although lower concentrations of the analytes
could be quantified with the method, for practical reasons
the LOQs used for the analytes were the lowest spiking
level of 0.025mg/kg for monensin, salinomycin, narasin,
and maduramicin, and 0.080mg/kg for lasalocid and

semduramicin. CCa and CCp values were calculated
using data on within-laboratory reproducibility from
this study (data not shown). CCx and CCp values for
monensin, salinomycin, narasin, and maduramicin were
0.025-0.027 mg/kg and 0.029-0.033 mg/kg, respectively.
CCa values for lasalocid and semduramicin were 0.37 mg/kg
and 0.24 mg/kg, respectively, and the corresponding CCf3
values, in turn, were 0.50mg/kg and 0.29 mg/kg (Table
2).

The mean recoveries of six replicates on three separate
days at three different spiking levels of the analytes are
presented in Table 3. The recoveries of coccidiostats in feed
varied between 74-112%, which was acceptable for moni-
toring purposes. In addition, the method was repeatable, as
demonstrated by the relative standard deviations of the mean
recoveries (Table 3).

3.3. Sample Analysis with LC-MS/MS. To ensure the use-
fulness of the LC-MS/MS method for the detection of
polyether ionophores, especially at trace levels, feed sam-
ples from the Finnish national feed control programme
and suspected carry-over samples from a European feed
manufacturer were analysed with the developed method.
For the analyses of medicated feed there was a need for
a wider calibration curve (10-100 mg/kg), which was also
tested to be linear over the range. For that reason, carry-
over samples could be analysed with any dilution. The carry-
over samples were also spiked and the result was corrected
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F1GURE 2: LC-MS/MS chromatogram of a blank feed sample.

by recovery, if the recovery % was over the range recoveries
obtained during the validation. Lasalocid, maduramicin,
and semduramicin were not detected in any samples anal-
ysed with LC-MS/MS. In samples from the feed control

programme the concentrations of monensin and narasin
were <0.025-0.73 mg/kg and <0.025-1.6 mg/kg, respectively
(Table 4). Salinomycin was not detected in any feed control
samples.
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FIGURE 3: LC-MS/MS chromatogram of a spiked feed sample at the levels of 0.025 for monensin, salinomycin, narasin, and maduramicin

and 0.20 mg/kg for lasalocid and semduramicin.

In the suspected carry-over samples from the pelletizer
line, after an output of 2.0 tonnes of unmedicated feed,
the level of monensin was 8 mg/kg and 16 mg/kg in two
turkey feeds. In two broiler feeds, the concentration of
narasin after 2.0 tonnes of unmedicated feed output was

16 mg/kg and 17 mg/kg. Carry-over was also detected in
the mixer line, but it was minor compared to the pelletizer
line. After 3.2 tonnes of unmedicated feed output, the
concentration of monensin in feed for turkey and broiler
was 0.58-2.4mg/kg and <0.025-0.27 mg/kg, respectively.
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FIGURE 4: LC-MS/MS chromatogram of a positive feed sample; monensin at the level of 0.055 mg/kg, narasin at the level of 0.17 mg/kg.

The concentration of narasin was 0.16-0.28 mg/kg in turkey
feed and 0.094-1.5 mg/kg in broiler feed. Salinomycin was
detected in nine samples (<0.025-0.027 mg/kg) from both
the pelletizer and mixer lines. All the results for these
suspected carry-over samples are presented in Table 5.

3.4. Sample Analysis with LC-UV. The samples mentioned in
Section 3.3 were also analysed for their content of monensin,
salinomycin, and narasin with the already existing LC-UV
method to compare the results with those determined with
LC-MS/MS. The samples from the feed control programme
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TABLE 4: Samples from the Finnish national feed control programme
from 2008 analysed by LC-MS/MS.

Monensin (mg/kg) Narasin (mg/kg)
Feed 1 0.046 <0.025
Feed 2 0.73 <0.025
Feed 3 <0.025 0.26
Feed 4 0.059 0.47
Feed 5 <0.025 0.12
Feed 6 0.080 1.6
Feed 7 0.036 0.26
Feed 8 0.055 0.17

Lasalocid, maduramicin, and semduramicin were not detected with LC-
MS/MS. All samples analysed with HPLC-UV were negative. Lasalocid,
maduramicin, and semduramicin were not measured with HPLC-UV.

were all negative in LC-UV. In carry-over samples, salino-
mycin was also not found using LC-UV. The concentration
of monensin in six feed samples for turkey varied between
6.9mg/kg and 36 mg/kg, which was slightly lower than
determined using LC-MS/MS (8-39 mg/kg). In addition, the
content of narasin in six broiler feed samples was lower when
analysed with LC-UV (8.3-39 mg/kg) than with LC-MS/MS
(16-70 mg/kg). In other carry-over samples, the concentra-
tions of monensin and narasin ranged from undetected to
<5 mg/kg when analysed with LC-UV (Table 5).

4. Discussion

The developed LC-MS/MS method proved to be sensitive
and repeatable in the analysis of six polyether ionophores,
as shown in the validation results. The obtained LOD, LOQ,
CCa, and CCp values demonstrated that the method is
capable of quantifying polyether ionophores in feed below the
maximum concentrations stated in Commission Directive
2009/8/EC [30].

The European Union has not set any recommenda-
tion concerning the performance of analytical methods
or the interpretation of results for contaminants in feed.
Accordingly, the developed LC-MS/MS method was vali-
dated according to Commission Decision 2002/657/EC [36],
which has been set for residues in food of animal origin.
It sets criteria, for example, for the accuracy and precision
of quantitative methods. As no CRM (certified reference
material) sample was available for polyether ionophores at
the trace level, the accuracy of the LC-MS/MS method was
determined through the recovery of known amounts of the
analytes added to a blank matrix. Although the recovery
was under 80% for monensin, salinomycin, maduramicin,
and semduramicin at the lowest spiking level, the recoveries
were generally repeatable between different days and the
method was therefore considered acceptable for analysing
polyether ionophores in feed at low levels. The precision
of the method was determined from intralaboratory repro-
ducibility. According to Commission Decision 2002/657/EC
[36], the coefficient of variation (CV) of intralaboratory
reproducibility for concentrations lower 0.10 mg/kg should
be as low as possible. The precision of the LC-MS/MS method

was in accordance with the criterion. For concentrations
over 0.10 mg/kg, the intralaboratory CV would typically be
between 12% and 15%. In a few cases this was not met,
but overall the method can be considered reproducible for
analysing polyether ionophores.

As with other ionophoric compounds, coccidiostats can
also form electrically neutral pseudo-macrocyclic complexes
with several metal cations, such as Na" and K*. Complex for-
mation occurs by intramolecular hydrogen bonding between
a carboxylic group at one end of the molecule and a terminal
alcohol group at the other [37]. Polyether ionophores are
usually detected as their sodium adducts in tissues and eggs
samples [38-40]. Sodium adducts of polyether ionophores
have also been detected in feed [26, 27]. In this study,
during method testing, both sodium and potassium adducts
were found. Without any control of the MS parameters, the
occurrences of these adducts were variable, and thus there
were problems in quantification. By optimizing the cone
voltages for each of the analysed coccidiostats, the potassium
adducts of semduramicin and maduramicin gave a more
intensive response than their sodium adducts and were used
for both detection and quantification.

The most widely used method to compensate for matrix
effects in LC-MS methods is the use of an internal standard,
since this allows the response of an analyte of interest to be
normalized, for example, compensating for possible varia-
tions during sample preparation, injection, chromatography;,
and matrix effects. The best choice for an internal standard
would be the isotope-labelled analogues of coccidiostats,
which would have identical chemical and structural prop-
erties to those of the analyte [41]. We observed remarkable
increase in the intensity of the compounds when proceeding
the sequence. As no internal standards are available for
coccidiostats, to solve the problem of increasing intensity,
the matrix-assisted calibration curve was run two times
before the samples were analysed in order to stabilize the
instrument. Moreover, if large numbers of samples were to
be analysed, the calibration curve was run after every ten
samples and was used to quantify the samples run after the
curve, although the increasing of intensity reached a plateau
during the analysing run.

As the operator control samples from the feed mill
demonstrated, cross-contamination is possible during man-
ufacture. Unfortunately, the levels of monensin and narasin
in medicated feed were not available. According to the
legislation, monensin can be added at concentrations of
between 100 and 125 mg/kg to feed for broilers and between
60 and 100 mg/kg to feed for turkeys. Narasin can be added
at concentrations of between 60 and 70 mg/kg to feed for
broilers. Based on these addition levels, 10-20% of the added
monensin was still left after three unmedicated feed batches
(2.0 tonnes) in the pelletizer line (Figure 5). In addition,
about 20% of the added narasin was left in the same pelletizer
line. When unmedicated feed was run in the mixer line,
about 2% of the added levels of monensin and narasin were
left after three batches. When comparing the concentrations
of monensin and narasin in unmedicated feed with the
maximum content, the concentrations in feed were much
higher than the permitted levels. As the analysed feeds were
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TABLE 5: Levels (mg/kg) of polyether ionophores in carry-over samples (turkey and broiler feed) from pelletizer and mixer lines analysed by

both LC-MSMS and LC-UV.

Feed Tonnes of feed Monensin Salinomycin Narasin
LC-MSMS LC-UV LC-MSMS LC-UV LC-MSMS LC-UV

Turkey A 0.6 29 17 <0.025 n.d. 1.9 n.d.
pelletizer 1.0 17 11 <0.025 n.d. 1.2 n.d.
line 2.0 8.0 6.9 <0.025 n.d. 0.74 n.d.
Turkey B 0.6 39 36 n.d. n.d. 1.3 n.d.
pelletizer 1.0 18 16 n.d. n.d. 0.60 n.d.
line 2.0 16 16 n.d. n.d. 0.52 n.d.
Turkey C 0.8 0.60 n.d. n.d. n.d. 0.16 n.d.
mixer 2.0 0.73 n.d. n.d. n.d. 0.14 n.d.
line 3.2 0.58 n.d. n.d. n.d. 0.16 n.d.
Turkey D 0.8 5.3 43 n.d. n.d. 0.35 n.d.
mixer 2.0 6.0 <4.0 n.d. n.d. 0.24 n.d.
line 3.2 2.4 <4.0 n.d. n.d. 0.28 n.d.
Broiler A 0.6 3.6 <4.0 n.d. n.d. 70 39
pelletizer 1.0 3.6 43 n.d. n.d. 51 32
line 2.0 33 4.1 n.d. n.d. 16 14
Broiler B 0.6 0.070 n.d. 0.027 n.d. 47 30
pelletizer 1.0 0.066 n.d. <0.025 n.d. 33 20
line 2.0 0.031 n.d. <0.025 n.d. 17 8.3
Broiler C 0.8 <0.025 n.d. <0.025 n.d. 6.0 4.0
mixer 2.0 <0.025 n.d. <0.025 n.d. 0.54 n.d.
line 32 <0.025 n.d. <0.025 n.d. 0.094 n.d.
Broiler D 0.8 0.35 n.d. n.d. n.d. 1.9 <5.0
mixer 2.0 0.33 <4.0 n.d. n.d. 2.1 n.d.
line 3.2 0.27 n.d. n.d. n.d. 1.5 n.d.

n.d.: not detected

Lasalocid, maduramicin, and semduramicin were not detected with LC-MS/MS. Lasalocid, maduramicin, and semduramicin were not measured with LC-UV.

not fed to poultry, no data were available on the transfer of
these contaminants to eggs or tissues. Kennedy et al. [11]
reported the carry-over of lasalocid from medicated feed to
unmedicated batches of feed during manufacture. Lasalocid
was found at levels as high as 0.5-1.0 mg/kg in the ninth batch
of unmedicated feed, a level high enough to result in residues
in eggs.

The results determined with the developed LC-MS/MS
method and the existing LC-UV method were compared. In
those carry-over samples in which the concentrations of coc-
cidiostats were more than 10 mg/kg, the results determined
with both methods were similar. As expected, significant dif-
ferences between the results of two analytical methods were
observed at trace levels of coccidiostats, since the LOQ values
of the LC-MS/MS method (0.025-0.080 mg/kg) were much
lower than those of the LC-UV method (4-5 mg/kg). Samples
from the national feed control programme were collected
from feed batches that should not contain any polyether
ionophores. With the LC-UV method, samples were previ-
ously found to be negative for monensin, salinomycin, and

narasin. However, with the LC-MS/MS method, both mon-
ensin and narasin were detected at concentrations ranging
from <0.025-0.73 mg/kg and <0.025-1.6 mg/kg, respectively.
It is notable that narasin was found in one sample at the
concentration of 1.6 mg/kg, which exceeded the permissible
content (0.7 mg/kg). Moreover, in those carry-over samples
that were found to be negative for monensin and narasin with
the LC-UV method, both compounds were detected with
the LC-MS/MS method. Thus, the developed LC-MS/MS
method proved to be suitable for detecting trace amounts of
polyether ionophores in feed.

5. Conclusion

In conclusion, a new LC-MS/MS method was developed
for the determination of six polyether ionophores at trace
levels. Sample preparation was minimized, because the raw
extracts were only filtered before the LC run. The use of mass
spectrometry enabled polyether ionophores to be analysed
without precolumn or postcolumn derivatization. The val-
idation data indicate that the developed method is reliable
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FIGURE 5: Carry-over of monensin and narasin in the pelletizer line
during feed manufacturing.

in the determination of coccidiostats in feed at the existing
contamination levels. The LC-MS/MS method demonstrated
its efficiency in the analysis of coccidiostats at trace levels
against the conventional LC method. In feed samples that
tested negative with the LC-UV method, concentrations of
coccidiostats of up to 2.10 mg/kg were detected with LC-
MS/MS. The suspected carry-over of coccidiostats during the
manufacture of feed was tested by analysing unmedicated
feed batches produced after medicated feed. Coccidiostats
could be still detected after 3.2 tonnes of unmedicated feed
output.

Acknowledgments

The authors thank the laboratory technicians Kristiina
Kuitunen and Pirjo Kuusjérvi for their technical assistance
with the coccidiostat analyses.

References

[1] J. E. Jones, J. Solis, B. L. Hughes, D. J. Castaldo, and J. E.
Toler, “Production and egg-quality responses of White Leghorn
layers to anticoccidial agents,” Poultry Science, vol. 69, no. 3, pp.
378-387, 1990.

EFSA (European Food Safety Authority), “Opinion of the
Scientific Panel on Additives and Products or Substances used
in Animal Feed on the safety and efficacy of the coccidiostat
Elancoban (monensin sodium) as a feed additive for calves for
rearing and cattle for fattening in accordance with Regulation
(EC) No 1831/2003, The European Food Safety Authority
Journal, vol. 387, pp. 1-33, 2006.

[2

[3

“Report of Scientific Committee for Animal Nutrition on the
use of lasalocid sodium in feedingstuffs for finishing cattle,”
Opinion expressed, 27 July 1990.

[4] EFSA (European Food Safety Authority), “Cross-contam-
ination of non-target feedingstuffs by narasin authorised for use

—
N

[9

(10]

(11]

(12]

(13

(14]

(15

(16]

(17]

11

as a feed additive,” The European Food Safety Authority Journal,
vol. 552, pp. 1-35, 2007.

EFSA (European Food Safety Authority), “Cross-contam-
ination of non-target feedingstuffs by maduramicin authorised
for use as a feed additive,” The European Food Safety Authority
Journal, vol. 594, pp. 1-30, 2008.

EFSA (European Food Safety Authority), “Cross-contam-
ination of non-target feedingstuffs by semduramicin authorised
for use as a feed additive,” The European Food Safety Authority
Journal, vol. 593, pp. 1-27, 2008.

G. Kabell, R. K. Saini, P. Somani, and B. C. Pressman, “Effects
of the carboxylic ionophore monensin on regional blood flow
in normal and ischemic myocardium in anesthetized dogs,
Journal of Pharmacology and Experimental Therapeutics, vol.
211, no. 1, pp. 231-237, 1979.

J. V. Levy and G. Inesi, “Positive inotropic effect on isolated
human atrial muscle produced by the ionophore X 537A:
preliminary report,” Journal of Clinical Pharmacology, vol. 14,
no. 1, pp. 32-34, 1974.

G. Weiss, “The integration of pharmacological and toxicological
testing of tissue residues in the evaluation of their human food
safety;” Drug Metabolism Reviews, vol. 22, no. 6-8, pp. 829-848,
1990.

D. G. Kennedy, P. . Hughes, and W. J. Blanchflower, “lonophore
residues in eggs in Northern Ireland: incidence and cause,” Food
Additives and Contaminants, vol. 15, no. 5, pp. 535-541, 1998.

D. G. Kennedy, W. J. Blanchflower, P. J. Hughes, and W. J.
McCaughey, “The incidence and cause of lasalocid residues in
eggs in Northern Ireland,” Food Additives and Contaminants,
vol. 13, no. 7, pp. 787-794, 1996.

J. Rosén, “Efficient and sensitive screening and confirmation
of residues of selected polyether ionophore antibiotics in liver
and eggs by liquid chromatography-electrospray tandem mass
spectrometry;,” The Analyst, vol. 126, no. 11, pp. 1990-1995,
2001.

“Results of residue examination of products of animal origin
in Finland 2003, National Food Agency (NFA), National
Veterinary and Food Research Institute (EELA) and Ministry
of Agriculture and Forestry (MAF), Helsinki, Finland, pp. 1-69,
2004.

M. Rokka, S. Eerola, U. Perttild et al., “The residue levels
of narasin in eggs of laying hens fed with unmedicated and
medicated feed,” Molecular Nutrition and Food Research, vol. 49,
no. 1, pp. 38-42, 2005.

“Results of residue examinations of products of animal origin
in Finland 2003, National Food Agency (NFA), National
Veterinary and Food Research Institute (EELA) and Ministry
of Agriculture and Forestry (MAF), Helsinki, Finland, pp. 1-69,
2004.

M. Jestoi, M. Rokka, and K. Peltonen, “An integrated sam-
ple preparation to determine coccidiostats and emerging
Fusarium-mycotoxins in various poultry tissues with LC-
MS/MS,” Molecular Nutrition and Food Research, vol. 51, no. 5,
pp. 625-637, 2007.

D. K. Matabudul, N. T. Crosby, I. Lumley, and S. Sumara,
“The optimisation of a rapid method for the determination of
lasalocid in poultry feed using supercritical fluid extraction and
high performance liquid chromatography;” Food Chemistry, vol.
75, no. 4, pp. 465-471, 2001.



12

(18]

(19]

(20]

(21]

(22]

(23]

(24]

(25]

[26]

[27]

(28]

[29]

(30]

(31]

C. Focht, H. Campbell, J. Dalgleish et al., “Determination of
lasalocid sodium in animal feeds and premixes by reversed-
phase liquid chromatography: collaborative study;,” Journal of
AOAC International, vol. 91, no. 3, pp. 479-488, 2008.

G. Dusi and V. Gamba, “Liquid chromatography with ultravio-
let detection of lasalocid, monensin, salinomycin and narasin
in poultry feeds using pre-column derivatization,” Journal of
Chromatography A, vol. 835, no. 1-2, pp. 243-246, 1999.

A. Thalmann, K. Wagner, M. Tomassen, J. Driessen, and J. de
Jong, “Liquid chromatographic method to determine narasin
in feedingstuffs and premixtures: development, validation, and
interlaboratory study,” Journal of AOAC International, vol. 87,
no. 6, pp. 1278-1286, 2004.

J. de Jong, B. Stoisser, K. Wagner et al., “Determination
of maduramicin in feedingstuffs and premixtures by liquid
chromatography: development, validation, and interlaboratory
study;” Journal of AOAC International, vol. 87, no. 5, pp.
1033-1041, 2004.

H. Campbell, G. Nayeri, J. M. Costa et al., “Determination
of monensin, narasin, and salinomycin in mineral premixes,
supplements, and animal feeds by liquid chromatography and
post-column derivatization: collaborative study,” Journal of
AOAC International, vol. 89, no. 5, pp. 1229-1242, 2006.

G. Tavcar-Kalcher, K. Pavsic-Vrtac, and A. Vengust, “Validation
of the procedure for the determination of maduramicin in
concentrates, premixes, and feeds by liquid chromatography;’
Food Additives and Contaminants, vol. 22, pp. 1-5, 2008.

J. Wang and P. Sporns, “MALDI-TOF MS quantification of
coccidiostats in poultry feeds,” Journal of Agricultural and Food
Chemistry, vol. 48, no. 7, pp. 2807-2811, 2000.

V. Hormazdbal, @. Ostensvik, and M. Kaldhusdal, “An
improved LC-MS method for the determination of lasalocid,
monensin, narasin, and salinomycin in feed,” Journal of Liquid
Chromatography ¢ Related Technologies, vol. 28, no. 17, pp.
2769-2776, 2005.

J. G. Ebel, T. Wachs, and J. D. Henion, “Rapid forensic selected
reaction monitoring liquid chromatography/mass spectrome-
try determination of ionophore antibiotics found at toxic levels
in animal feeds,” Journal of AOAC International, vol. 87, no. 1,
pp. 25-30, 2004.

U. Vincent, M. Chedin, S. Yasar, and C. von Holst, “Deter-
mination of ionophore coccidiostats in feedingstuffs by liquid
chromatography-tandem mass spectrometry. Part I. Applica-
tion to targeted feed,” Journal of Pharmaceutical and Biomedical
Analysis, vol. 47, no. 4-5, pp. 750-757, 2008.

S. B. Turnipseed, J. E. Roybal, A. P. Pfenning, S. A. Gonzales,
J. A. Hurlbut, and M. R. Madson, “LC/MS confirmation of
ionophores in animal feeds,” Journal of AOAC International, vol.
84, no. 3, pp. 640-647, 2001.

M. Huang, W. K. Rumbeiha, W. Emmett Braselton, and
M. Johnson, “Rapid and reliable identification of ionophore
antibiotics in feeds by liquid chromatography-tandem mass
spectrometry;, Journal of Veterinary Diagnostic Investigation,
vol. 23, no. 2, pp. 358-363, 2011.

P. Delahaut, G. Pierret, N. Ralet, M. Dubois, and N. Gillard,
“Multi-residue method for detecting coccidiostats at carry-
over level in feed by HPLC-MS/MS,” Food Additives and
Contaminants A, vol. 27, no. 6, pp. 801-809, 2010.
“Commission Directive 2009/8/EC amending Annex I to
Directive 2002/32/EC of the European Parliament and of the
Council as regards maximum levels of unavoidable carry-over

(32]

(33]

[34]

(35]

[36]

(37]

(38]

[39]

[40]

(41]

BioMed Research International

of coccidiostats or histomonostats in non-target feed,” Official
Journal of the European Union, vol. 40, pp. 19-25, 2009.
AM-AA-CR-J424-AC-791, Determination of Narasin in Raw
Material, Premix and Poultry and Cattle Rations by HPLC
Using Post-Column Derivatization, Animal Science Chemical
Research Lilly Research Laboratories A Division of Eli Lilly and
Company Greenfield, Indiana, USA.

M. Jestoi, M. Rokka, A. Rizzo, K. Peltonen, and S. Aurasaari,
“Determination of Fusarium-mycotoxins beauvericin and enni-
atins with liquid chromatography-tandem mass spectrometry
(LC-MS/MS),” Journal of Liquid Chromatography ¢ Related
Technologies, vol. 28, no. 3, pp. 369-381, 2005.

M. Sulyok, E. Berthiller, R. Krska, and R. Schuhmacher, “Devel-
opment and validation of a liquid chromatography/tandem
mass spectrometric method for the determination of 39 myco-
toxins in wheat and maize,” Rapid Communications in Mass
Spectrometry, vol. 20, no. 18, pp. 2649-2659, 2006.

J. M. P. van Trijp and A. H. Roos, “Model for the calculation of
calibration curves,” RIKILT Report 91.02, 1991.

“Commission Decision 2002/657/EC of 12 August 2002, Offi-
cial Journal of the European Communities L, vol. 221, p. 8, 2002.
D. A. Volmer and C. M. Lock, “Electrospray ionization
and collision-induced dissociation of antibiotic polyether
ionophores,” Rapid Communications in Mass Spectrometry, vol.
12, pp. 157-164, 1998.

M. Rokka and K. Peltonen, “Simultaneous determination of
four coccidiostats in eggs and broiler meat: validation of an LC-
MS/MS method,” Food Additives and Contaminants, vol. 23, no.
5, pp. 470-478, 2006.

L. Mortier, E. Daeseleire, and C. van Peteghem, “Determination
of the ionophoric coccidiostats narasin, monensin, lasalocid
and salinomycin in eggs by liquid chromatography/tandem
mass spectrometry,” Rapid Communications in Mass Spectrom-
etry, vol. 19, no. 4, pp. 533-539, 2005.

D. K. Matabudul, I. D. Lumley, and J. S. Points, “The determina-
tion of 5 anticoccidial drugs (nicarbazin, lasalocid, monensin,
salinomycin and narasin) in animal livers and eggs by liquid
chromatography linked with tandem mass spectrometry (LC-
MS-MS),” The Analyst, vol. 127, no. 6, pp. 760-768, 2002.

L. L. Jessome and D. A. Volmer, “Ion suppression: a major
concern in mass spectrometry,” LC-GC North America, vol. 24,
no. 5, pp. 498-510, 2006.



g - s\ | The Scientific Autoimmune
“Tropical M ienti World Journal Diseases

Anesthesiology
Research and Practice

Hindawi

Submit your manuscripts at
http://www.hindawi.com

Advances in
Pharmacological
Sciences

MEDIATORS )

INFLAMMATION [ IS N O TSk
PO <w e B < \'f

b/

Journal of

Addiction Research and Treatment

et -

Emergency Medicine Paln
International Research and Treatment

Journal of

\[acciniés
-

Biof\/\ed Journal of : - - of ‘
Research International Pharmaceutics Drug Delivery




