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SCREENING OF MYCOTOXINS IN ANIMAL FEED
FROM THE REGION OF VOJVODINA

ABSTRACT: This paper shows the results of screening of mycotoxins in animal feed
originating from the region of Vojvodina. Permanent screening is needed on all levels of
production and storage, as well as the use of known methods to reduce mould contami-
nation or toxin content in feedstuffs and feed. A total of 56 representative samples were
collected from feed companies from the region of Vojvodina. Samples were collected du-
ring February 2009. The collected samples included 41 samples of feedstuffs (soybean,
soybean meal, soybean grits, soybean cake, maize, sunflower meal, barley, wheat feed
flour, rapeseed meal, dehydrated sugar beet pulps, alfalfa meal, yeast, dried whey, fish
meal, meat-bone meal) and 15 samples of complete feedingstuffs. The amounts of afla-
toxins, ochratoxin A, zearalenone, fumonisin and deoxynivalenol were determined. Screen-
ing method for the analysis was done using Neogen Veratox® testing kits. The test itself is
a competitive direct enzyme-linked immunosorbent assay (CD-ELISA). Mycotoxins were
present in 71.4% of the samples, but the values determined were below the maximum
allowed limits for both Serbian and EC reference values. Zearalenone was found with the
highest incidence (57.1% of samples), followed by ochratoxin A (37.5%), fumonisin (33.9%),
deoxynivalenol (14.3%) and aflatoxins (3.6%).
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INTRODUCTION

Mycotoxins are secondary metabolites produced by filamentous fungi that
cause a toxic response (mycotoxicosis) when ingested by higher animals.
Many fungi of the genera Fusarium, Alternaria, Penicillium, Aspergillus, Cla-
dosporium and others are well known as producers of a great number of va-
rious toxic metabolites. The produced mycotoxins are thermo resistant and lose
none of their toxicity during thermal processing (Stojanovic et al., 2005).
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Moulds that produce toxins may contaminate human foods and animal feeds
through fungal growth prior to and during harvest, or during (improper) sto-
rage (Bhatnagar et al., 2004). Plants may be contaminated by mycotoxins
in two ways: fungi growing as pathogens on plants, or growing saprophyti-
cally on stored plants. However, not all fungal growth results in mycotoxin
formation, and the detection of fungi does not necessarily imply the presence
of mycotoxins (Binder et al.,, 2007). The formation of mycotoxins is af-
fected by biological, physical and chemical factors (D°Mello and Mac-
donald, 1997). The same toxin may be formed by a variety of species of
fungi, but not necessarily by all the strains of the same species. Similarly, in
certain instances, the same species of fungi may produce several forms of
mycotoxins.

For practical consideration, in the feed manufacturing process, aflatoxins,
trichothecenes, zearalenone, ochratoxins, and fumonisins are of particular inte-
rest (Table 1), though the extent of harm each toxin (group) can cause is
highly species-dependent (Binder, 2007). Mycotoxins, when present in the
diet, cause acute and/or chronic adverse health effects in animals and humans,
depending upon the level consumed (Thieu et al., 2008).

Tab. 1 — Overview of the most relevant mycotoxins in animal production (Binder, 2007)

Most relevant
representatives in
grains and feed

Examples of
mycotoxin-producing
fungi

Effects observed
in animals

Major classes
of mycotoxins

Aflatoxins Aflatoxin Bl, Aspergillus flavus, Liver disease (hepatotoxic,
B2, G1, G2 Aspergillus parasiticus hepatocarcinogen),
carcinogenic and
teratogenic effects
Trichothecenes Deoxynivalenol, Fusarium graminearum, Immunologic effects,
T-2 toxin Fusarium sporotrichioides, hematological changes,
Fusarium poae, digestive disorders
Fusarium equiseti (emesis, diarrhea, reduced
feed intake) dermatitis,
oral lesions, hemorrhages
of intestinal tissues, edema
Zearalenone Zearalenone Fusarium graminearum Estrogenic effects (edema
of vulva, enlargement of
uterus), atrophy of ovaries
and testicles, abortion
Ochratoxins Ochratoxin A Aspergillus ochraceus, Nephrotoxicity, porcine
Penicillium verrucosum, nephropathy, mild liver
Penicillium viridicatum damage, immune
suppression
Fumonisins Fumonisin B, Fusarium verticillioides Pulmonary edema,

B2, B3

(syn., moniliforme),
Fusarium proliferatum

leukoencephalomalacia,
nephrotoxicity,
hepatotoxicity

Mycotoxin-producing mould species are extremely common and can grow

on a wide range of substrates under a wide range of environmental conditions.
For agricultural commodities, the severity of crop contamination tends to vary
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from year to year, based on climate and other environmental factors. Myco-
toxins occur, with varying severity, in agricultural products all around the
world. The estimate usually given is that one quarter of the world’s crops are
contaminated to some extent with mycotoxins (Fink-Gremmels, 1999;
Mannon and Johnson, 1985).

Mycotoxins can enter the food chain in field, during storage, or at later
points. Mycotoxin problems are exacerbated whenever shipping, handling, and
storage practices are conducive to mould growth. Animal feeds are an essential
part in the farm animal to human food chain; therefore, infectious and non-in-
fectious hazards present in animal feeds pose a threat to human health. Myco-
toxin contamination of feeds results in economic loss and transmission of
toxins into the food chain.

Since it is normally impracticable to prevent the formation of myco-
toxins, the food industry has established internal monitoring methods. Simi-
larly, government regulatory agencies survey the occurrence of mycotoxins in
foods and feeds and establish regulatory limits. Maximum tolerated levels of
mycotoxins in animal feed have been established in many countries. Allowed
limits for mycotoxins in feed on the territory of the European Union are regu-
lated by the regulations of the European Union (EC 32/2002, EC 100/2003,
EC 576/2006). Guidelines for establishing these limits are based on epidemio-
logical data and extrapolations from animal models, taking into account the in-
herent uncertainties associated with both types of analysis. Estimations of an
appropriate safe dose are usually stated as a tolerable daily intake (Kuiper-
-Goodman, 1998; Kuiper-Goodman, 1994; Smith et al., 1995).
Countries that are members of the European Union have harmonized their re-
gulations while other countries, like Serbia, have their own regulations. Al-
lowed limits for mycotoxins in animal feed in Serbia are determined by offi-
cial regulations of Serbia (Official Gazette of SFRY, 2/90, 27/90). The main
differences between the EU and Serbian regulations for the feedstuffs and feed-
ingstuffs are as follows: different categories of feedingstuffs; different values
for allowed limits; in the EU, complete and complementary feedingstuffs cate-
gories are separated as opposed to the Serbian regulations, and in Serbia, the
maximum allowed limits for FUM have not been determined. In Serbia, moni-
toring of mycotoxins is not obligatory at present, but the approval of a new
law has been awaited, which will be in accordance with the EU law. By the
new law, monitoring will be compulsory.

The aim of our work was to screen the presence of mycotoxins in animal
feed originating from the region of Vojvodina. Permanent screening is needed
on all levels of production and storage, as well as the use of known methods
to reduce mould contamination or toxin content in feedstuffs.

MATERIAL AND METHODS

A total of 56 representative samples (1—2 kg per sample) were collected
from the feed companies in Vojvodina. Samples were collected during Feb-
ruary 2009. The collected samples included 41 samples of feedstuffs (soybean,
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soybean meal, soybean grits, soybean cake, maize, sunflower meal, barley,
wheat feed flour, rapeseed meal, dehydrated sugar beet pulps, alfalfa meal,
yeast, dried whey, fish meal, meat-bone meal) and 15 samples of complete fe-
edingstuffs.

The amounts of aflatoxins (AFS), ochratoxin A (OTA), zearalenone (ZEA),
fumonisin (FUM) and deoxynivalenol (DON) were determined. Screening me-
thod for the analysis was done using Neogen Veratox® testing kits with limits
of detection of 1 pg/kg (ppb) for ochratoxin A, 2 ug/kg (ppb) for aflatoxins,
10 ug/kg (ppb) for zearalenone, 50 ug/kg (ppb) for fumonisin and 0.1 mg/kg
(ppm) for DON.

The test itself is a competitive direct enzyme-linked immunosorbent assay
(CD-ELISA). Free mycotoxins in the samples and controls are allowed to
compete with enzyme-labelled mycotoxins (conjugates) for the antibody bin-
ding sites. After a wash step, substrate is added, which reacts with the bound
conjugate to produce blue colour. More blue colour means less mycotoxin.
The test is read in a microwell reader (Thermolabsystem, Thermo, Finland) to
yield optical densities. The optical densities of the controls form the standard
curve, and the sample optical densities are plotted against the curve to calcu-
late the exact concentration of mycotoxin.

RESULTS AND DISCUSSION

A total of 56 samples of feedstuffs and complete feedingstuffs were
analyzed. Mycotoxins were found in 71.4% of the samples, but the values de-
termined were below the maximum allowed limits according to both Serbian
and EC reference values. ZEA was found with the highest incidence (57.1% of
samples), followed by OTA (37.5%), FUM (33.9%), DON (14.3%) and AFS
(3.6%). Incidence rate of aflatoxins was very low (3.6%) which was expected
since aflatoxins are rarely found in Serbia (Jajic et al., 2008). The obtained re-
sults were compared with available literature. No results were found regarding
the presence of FUM in feedstuffs and complete feedingstuffs in Serbia.

Tab. 2 — Occurrence of mycotoxins in maize samples

No. of Feedstuff AFS OTA ZEA FUM DON
samples (ppb) (ppb) (ppb) (ppb) (ppm)
—a — — 438 —
. — — — 350 0.46
4 Maize B B B 543 o

a toxin was not detected

The results of screening of mycotoxins in the maize samples are given in
Table 2. FUM and DON were found in 75 and 25% of the samples, respecti-
vely, but none of the samples was contaminated with AFS, OTA and ZEA.

Jaji¢ et al. (2008) analyzed DON in maize samples collected in 2004
(10 samples) and 2005 (66 samples). The number of positive samples for
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DON in maize was 50% in 2004 and 43.9% in 2005. Mycotoxicological
analyses of maize in the previous investigations showed significant contami-
nation with AFS, OTA and ZEA. In 2000, Jaji¢ et al. (2001) analyzed 38
samples of maize and found AFS in 73.6%, OTA in 78.9% and ZEA in 86.8%
of the analyzed samples. Two years later, in the study conducted on the sam-
ples collected from the region of Vojvodina, Masi¢ et al. (2003) analyzed
53 samples of maize and found lower incidence of mycotoxins; AFS were
found in 16.9%, OTA in 24.5% and ZEA in 35.8% of the analyzed samples.
This shows that AFS, OTA and ZEA concentrations in maize may vary
considerably, probably as a result of different drying techniques and weather
conditions.

Tab. 3 — Occurrence of mycotoxins in soybean, soybean meal, soybean grits and soybean cake
samples

No. of Feedstuffs AFS OTA ZEA FUM DON
samples (ppb) (ppb) (ppb) (ppb) (ppm)
—a J— J— J—
5 Soybean — — — — —
— 2.63 36.5 — —
— — 26.9 — —
— 5.12 553 — —
— 3.97 56.3 — —
— 3.52 61.0 —
7 Soybean meal 5.53 3.75 56.9 97.4 0.25
5.20 2.61 69.5 — —
— — 74.3 — —
— 4.87 61.8 — —
. — 3.32 48.9 — —
2 Soybean grits B o 502 B B
1 Soybean cake — — — — —

a toxin was not detected

The results of screening of mycotoxins in soybean, soybean meal, soy-
bean grits and soybean cake samples are given in Table 3. 3 out of 5 analyzed
samples of soybean did not contain mycotoxins. OTA was detected in one and
ZEA in two samples. AFS, FUM and DON were not present in any soybean
sample, which is in accordance with the previous results of Jaki¢ et al.
(2005) who investigated 63 samples of soybean collected in the period from
1999 to 2004, and their results showed that 0% of soybean samples were con-
taminated with aflatoxins. In soybean meal samples, ZEA was found with the
highest incidence (100% of samples), followed by OTA (85.7%), AFS (28.6%),
FUM (14.3%) and DON (14.3%). Jaji¢ et al. (2001) analyzed 10 samples
of soybean meal collected in 2001 and, according to their results, 100, 90 and
100% of the samples were contaminated with AFS, OTA and ZEA, respecti-
vely. This is in contrast to the data reported by Mag§i¢ et al. (2003) who in-
vestigated 43 samples of soybean meal from the region of Vojvodina in 2002,
and found that 2.3, 6.9 and 4.6% of the samples were contaminated with AFS,
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OTA and ZEA, respectively. Jaji¢ et al. (2008) analyzed DON in soybean
and soybean meal samples collected in 2004 (13 samples) and 2005 (11 sam-
ples). The number of positive samples for DON was 7.7% in 2004 and 9.1%
in 2005, which is in accordance with our results.

Tab. 4 — Occurrence of mycotoxins in sunflower meal samples

No. of Feedstuff AFS OTA ZEA FUM DON
samples (ppb) (ppb) (ppb) (ppb) (ppm)
—a 2.58 48.4 168 0.27
— — 413 — —
Sunflower — 2.24 35.0 — 0.33
7 meal — 3.82 32.8 — —
_ — 38.9 — 0.33
— 2.62 442 — —
— 237 38.8 67.5 0.28

a toxin was not detected

The results of screening of mycotoxins in sunflower meal samples are gi-
ven in Table 4. Of the 7 analyzed samples, ZEA was found with the highest
incidence (100% of samples), followed by OTA (71.4%), DON (57.1%) and
FUM (28.6%). None of the samples was contaminated with AFS. In the period
between 1999 and 2001, Jaji¢ et al. (2001) investigated sunflower meal (21
samples) for the presence of ZEA. The percentage of samples contaminated
with ZEA during a 3-year period was 100%, which is in accordance with our
results. Jajic¢ et al. (2008) analyzed DON in sunflower and sunflower meal
samples collected in 2004 (9 samples) and 2005 (10 samples). The number of
positive samples for DON was 44.4% in 2004 and 50% in 2005. Our results
show that the percentage of samples contaminated with DON was somewhat
higher and was 57.1%. The incidence of OTA in sunflower meal was registe-
red in 71.4% of the analyzed samples. Previous analyses (Jajic¢ et al., 2001)
showed that in years 1999, 2000 and 2001, the percentage of samples contami-
nated with OTA was higher (100, 92.3 and 100%, respectively). Analyses of
sunflower meal showed that no samples were contaminated with aflatoxins,
which is in accordance with the results reported by M ag§i¢ et al. (2003) who
analyzed 19 samples of sunflower meal in 2002 from the region of Vojvodina.

Tab. 5 — Occurrence of mycotoxins in fish and meat-bone meal samples

No. of Feedstuffs AFS OTA ZEA FUM DON
samples (ppb) (ppb) (ppb) (ppb) (ppm)
—a 6.83 — — —
5 Fish meal — — — — _
7 Meat — — — — — —
bone meal — — — — —

a toxin was not detected
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The results of screening of mycotoxins in fish and meat-bone meal sam-
ples are given in Table 5. A total of 5 samples of fish meal were analyzed.
Only one sample was positive for the presence of OTA and other mycotoxins
were not detected. In 2 samples of meat-bone meal mycotoxins were not de-
tected.

Tab. 6 — Occurrence of mycotoxins in various feedstuffs samples

No. of Feedstuffs AFS OTA ZEA FUM DON

samples (ppb) (ppb) (ppb) (ppb) (ppm)
1 Barley —a — — — —
1 Wheat feed flour — 4.79 35.7 — 0.60
1 Rapeseed meal — — — — —
| Dehydrated . _ _ _ _

sugar beet pulps

2 Alfalfa meal - S o - 0.28
1 Yeast — 2.26 31.8 — —
1 Dried whey — — — — —

a toxin was not detected

The results of screening of mycotoxins in various feedstuffs samples are
given in Table 6. One sample of barley, wheat feed flour, rapeseed meal,
dehydrated sugar beet pulps, yeast, dried whey and two samples of alfalfa
meal were analyzed. Mycotoxins were not detected in barley, rapeseed meal,
dehydrated sugar beet pulps and dried whey. Analyses showed that wheat feed
flour, alfalfa meal and yeast were contaminated with OTA and ZEA, while
DON was found in wheat feed flour and in one sample of alfalfa meal. None
of the samples was contaminated with AFS and FUM. The number of ana-
lyzed samples was small and cannot be interpreted as the actual situation in
the field conditions.

Tab. 7 — Occurrence of mycotoxins in complete feedingstuffs samples

No. of Complete feedinestuffs AFS OTA ZEA FUM DON

samples P £ (ppb)  (ppb)  (ppb)  (ppb) (ppm)
Complete mash for piglets — pre-starter —a — — — —
Complete mash for piglets from 1 to . . . 270 .
15 kg — starter
Complete mash for piglets from 1 to
15 kg — starter Pe o o 317439 o
Complete mash for piglets from 15

15  to 25 kg — starter - - 272 232 -

Complete mash for pigs growth and . . . 555 .
fattening from 25 to 60 kg
Complete mash for gilts — — — 291 —
Complete mash for gestating sows — — — 288 —
Complete mash for lactating sows - . 378 479 -
and boars .
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Complete mash for dairy cows over

20 1 milk per day 326 335
Complete mash for cattle fattening
from 250 to 350 kg

Complete mash for cattle fattening
from 250 to 350 kg

— — 40.2 415 —

— 5.24 129 500 —

Complete mash for broilers I — 8.80  36.7 430 —
Complete mash for broilers I — — 52.0 286 —
Complete mash for layers — 2.66 58.4 270 —
Complete mash for trout — — 33.6 — —

a toxin was not detected

The results of screening of mycotoxins in complete feedingstuffs samples
are given in Table 7. A total of 15 samples of complete feedingstuffs were
analyzed. FUM was found with the highest incidence (86.6% of samples),
followed by ZEA (66.6%) and OTA (20%). None of the samples was contami-
nated with AFS and DON.

The difference in contamination level in our samples and samples ana-
lyzed in previous years could be attributed partly to agricultural factors and
partly to variations in the susceptibility to different Fusarium, Aspergillus and
Penicillium species in interaction with climatic factors.

CONCLUSION

Although this screening showed that 71.4% of the samples were contami-
nated with mycotoxins, concentrations were lower than the maximum level
adopted by Serbian and European Commissions’ regulations. Aflatoxins were
found with the lowest incidence (3.6%) followed by deoxynivalenol (14.3%),
fumonisin (33.9%), ochratoxin A (37.5%) and zearalenone (57.1%). Since all
mycotoxins were found in the analyzed samples, it can be concluded that the
monitoring is necessary. Given the vast diversity of commodities that may be
infected by fungi, it is important to acknowledge the fact that the presence of
specific fungi does not necessarily mean that a fungal toxin is present. It is,
therefore, pertinent to analyse the presence of mycotoxins in all cases as far as
possible. The results will help ensure better quality assurance in the feed, as
well as develop the tools for management decision on the fate of feeds that do
not meet the required standards. Based on the given results for the presence of
fumonisins in feed, inclusion in the National regulation should be considered.
Also, there is a need for harmonization of the National regulations with those
of EU.
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CKPUHHWHI MMUKOTOKCHUHA ¥V XPAHU 3A ) KUBOTUILE
CA TIOAPYYJA BOJBOAVHE

Bojana M. Kokuh, MBana C. YabGapkamna, JoBauka [. JleBuh,
Anamapuja M. Mannuh, JoBana J. Matuh, Jdymuna C. MBaHoB

WHuctutyT 3a mpexpambeHe TexHosioruje, YHuBep3uteT y HoBom Cany,
byn. napa Jlazapa 1, 21000 Hosu Can, Cp6uja

Pesume

Pan npukasyje pedyaTare CKpMHMHTa MUKOTOKCMHA Y XpaHU 3a KUBOTUH-E ca
nonpydja Bojonuue. [lepmMaHeHTaH CKPUHUHT je IMOTpedaH Ha CBUM HUBOMMaA ITPOM3-
BOMIbE U CKIAAMINTEHA, KA0 UM Kopullherwe MOo3HATUX METoJa 3a CMameHhe KOHTaMM-
Hallyje TJIeCHUMa WJIM TOKCMHMMA y XpaHWBMMAa M XpaHU 3a KUBOTHUIbE. [IpuKymbeHO
j€ YKyIHO 56 perpe3eHTaTMBHUX y30paka M3 (abpuka 3a MPO3BOMAIbY XpaHE 3a YKUBO-
THIbEe Ha Tonpyyjy BojBommue. Y3opuu cy npukymbeHn TokoM ¢geopyapa 2009. IMpu-
KYIUb€HU Y30plU cy oOyxBaTaiu 41 y3opak xpaHuBa (coja, COjuHa cauma, COjUH TpHU3,
cojuHa TIoraya, KyKypy3, CYHILIOKpETOBa cauyma, jeyaM, MIIEHUYHO CTOYHO OpallHo,
cauma yJbaHe pernuile, CyBU pesaHall iehepHe pere, OpallHO Of JyLEpKe, CTOUHU
KBacall, CypyTKa y mpaxy, pubsbe OpaliHOo, MECHO KolTaHO OpaliHo) U 15 y3opaka
nornyHux cMmema. OnpeheHa je konuumHa agaaTOKCHMHA, OXpaTOKCHMHA A, 3eapajieHo-
Ha, (pyMOHU3MHA M JeOKCHHMBajeHoja. CKPMHUHI METOJA 3a aHaju3y je M3BeldcHa
nomohy Neogen Veratox® TtecroBa. OBaj METO MOApasyMeBa NUPEKTHY KOMIETUTHUB-
Hy eH3UMCKY nMyHoaduuutetHy metoay (CD-ELISA). MUKOTOKCUHMU Cy NETEKTOBAHU
y 71,4% y3opaka, anu cy yTBphieHe BpeIHOCTU WCITOA MaKCUMaJIHe J03BOJbEHE I'paHM-
e mponucaHe mnpaBwiHukoM Cpbuje n EY. 3eapaneHoH je mpoHaljeH y HajBehem
6pojy y3opaka (57,1% y3opaka), 3atum oxpaTokcuH A (37,5%), ¢dymonnsun (33,9%),
neokcuHuBaieHon (14.3%) u adnarokcunu (3.6%).
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