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ABSTRACT

A total of 100 samples, 50 each of layer starter and broiler starter feeds manufactured by 10 different commercial feed
mills were collected to assess contamination of aflatoxin B, and Ochratoxin A in poultry feeds and feed ingredients in
Punjab. 440 samples of different poultry feed ingredients including cereal grains and animal and vegetable protein
sources were also collected from all over Punjab and were analyzed for Ochratoxin A (OA) content. The mean
concentration of aflatoxin B, in layer and broiler starter rations was observed to range from 10.80 (+2.16) to 39.20
(+3.67) pg Kg'. ‘Out of 100 feed samples tested, 40 contained higher than the maximum tolerance level of 20 pgKg™"
aflatoxin B,. Out of the 440, 19.32 percent (n=85) were contaminated with OA. The occurrence of OA was found to be
higher in maize (40%), sun flower (30%), wheat (28%), corn gluten (25%) and barley (24%). OA detected in rice,
sorghum, peanut meal, soybean meal, guar meal, corn gluten and rice polish was found to be 20 percent. The findings
further showed that maize had maximum mean OA concentration of 112.20 (+22.69) pgKg', followed by 59.43
(+22.32) ngKg" in wheat, 50.33 (+13.79) ugKg™" in sunflower meal, 49.20 (+10.23) pgKg™ in peanut meal and 39.14 (+
15.06) ugKg'1 in rice polishing. Corn gluten meal, sorghum, barley, cotton seed meal and rapeseed meal contained mean
OA concentration ranging from 30 to 36 pgKg'. The OA content ranging from 10 t016.67 pgKg' was detected in
samples of wheat bran, fish meal, blood meal and meat meal. The aflatoxin B, and OA contamination of poultry feeds
and feed ingredients having deleterious effects seems to pose a serious threat for local poultry farming sector which calls
for regular testing and surveillance of poultry feeds and adoption of necessary remedial measures.
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INTRODUCTION Occurrence of aflatoxicosis in poultry and
animal feed stuffs is quite common (Dalcero et al., 1998).

Aflatoxins B, and B, have been detected as Aflatoxins B; and B, ranging from 100 to 320 ugKg'1 in

contaminants of grain crops before harvest, between chick starter and broiler starter poultry rations have also
harvesting and drying in storage and after processing and been reported from Pakistan (Asghar, 1985). Forty
manufacturing (Cast, 1989). Occurrence of aflatoxins in percent of commercial poultry feeds produced in Punjab
poultry and animal feed stuffs is quite common in many were found contaminated with aflatoxin (Rizvi et al .,
countries (Dalcero et al, 1998). Mycotoxins can 1990). Rehman (2005) observed severe depression in
contaminate the feed thereby affecting animal and human growth. rate and immune? suppression in broilers due to
health (Bintvihok et al., 2003). Mycotoxicosis has been aflatoxicosis. Natural toxins produced by molds or fungus
implicated to influence quality of poultry feeds. have threatened the quality and §afety of .food and have
Aflatoxins, a group of closely related, biologically active caused severe losses to poultry industry in recent times
hepatotoxic mycotoxins are produced by strains of (Saced ez al., 2009_)- . .

Aspergillus flavus and Aspergillus parasiticus (Edds and Ochratoxin A (OA), a nephrotoxic mycotoxin
Bortell, 1983). Aflatoxins have elicited the greatest chiefly produced by Penicillium viridicatum and
public health concern of all the mycotoxins because of Aspergillus ochraceus contaminate a wide variety of
their widespread occurrence in several feed grains cereals and feedstuffs. Contamination of cereals, animal
(Phillips et al., 1988). Poultry is one of the most sensitive feed stuffs and mixed diets has been reported from many
groups of livestock to aflatoxicosis (Edds and Bortell, countries (Dwivedi and Burns, 1986). In Pakistan, OA

1983). Profitability of poultry production can be greatly has a!so been reported in pou.ltry feeds and feed
affected due to the frequency of feed contamination and ingredients (Zafar et al., 2001; Hanif et al., 2006). Effects

the detrimental effects of the aflatoxins on performance of OA in broiler chickens are bOth severe and d.iverse
of chickens (Huff ez al., 1988). (Van der Merwe et al., 1965) and include depression in

body weight gain and feed conversion -efficiency
(Rehman, 2005). Field cases of suspected mycotoxicosis
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including OA in laying birds (Page et al., 1980) with
depression in growth rate, enlargement of the kidneys,
liver, crop, proventriculus and gizzard and regression of
bursa of Fabricius have been reported (Dwivedi and
Burns, 1986). Toxigenic effects of OA with continuous
dietary concentration up to 0.0004 ngKg™ for one year in
White Leghorn layers include decreased egg production
(Page et al., 1980), depression in body weight gain and
feed conversion ratio and increased mortality rate
(Dwivedi and Burns, 1986). A significant decrease in
feed intake, body weight and egg mass production was
observed in OA treated layer breeders (Hassan et al.,
2010).

The present study was conducted with the
objectives of assessing aflatoxin B, contamination of
poultry feeds (broiler starter and layer starter) and
Ochratoxin A contamination of poultry feed ingredients
in Punjab.

MATERIALS AND METHODS

This study was conducted at University of
Veterinary and Animal Sciences (UVAS), Lahore, in
collaboration with Poultry Research Institute (PRI),
Punjab, Rawalpindi. A total of 100 feed samples, 50 each
from layer starter and broiler starter feeds prepared by 10
different commercial feed mills were collected and tested
for aflatoxin B, content. Besides, 440 samples of
different poultry feed ingredients including cereals,
animal and vegetable protein sources were also collected
from Punjab and tested. These samples were packed in
separate polythene bags and marked individually for
identification. The particulars of the feed mills and
poultry farms and type of feeds and feed ingredients were
recorded on a specially designed Performa. The samples
thus obtained were tested for quantitative determination
of aflatoxin B, and Ochratoxin A contents through thin
layer chromatography using methods of Association of
the Official Analytical Chemists (1990) as described by
Farida et al. (2001). The findings were interchangeably
confirmed to note any error and deviations in the
estimations. The levels of aflatoxin B, and Ochratoxin A
so determined in poultry rations and poultry feed
ingredients were subjected to statistical analysis to find
out mean value and standard deviation in each feed
sample (Steel et al., 1996).

RESULTS AND DISCUSSION

The means of aflatoxin B, in 100 samples of
feed ranged from 10.80 (+2.16) to 39.20 (+23.67) ppb
(Table 1). The mean aflatoxin B, content in layer and
broiler starter rations ranged from 10.80 to 39.20 and
11.00 to 31.40 ugKg'l, respectively. 40 percent feed
samples contained aflatoxin B, content higher than the
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maximum tolerance level of 20 pgKg'1 in poultry feed
(Bhatti et al., 2001). Shaaban et al. (1988) detected
aflatoxin B, in 36.60 percent feed samples with
concentration of aflatoxin B, ranging from 3.60 to 53.0
ugKg” in the positive samples. Sahin and Sari (2001)
reported aflatoxin B, incidence in 1.98 percent poultry
feed samples. Ewaidah (1988) observed that 38 percent
feed samples were above the FDA guidelines of 20
ngKg' aflatoxin and aflatoxin B; and B, concentration
ranged from 5.4 tol21.2 ugKg'. The high levels of
mycotoxin in different feed ingredients affect the quality
of the finished feed (Sun et al., 2006). In this way
mycotoxin contaminates the feed and affects the animal
health and ultimately the human health ( Bintvihok et a! .,
2003).

Asghar (1985) analyzed and recorded aflatoxin
contamination in more than 700 samples of various types
of poultry feeds and reported aflatoxin B (both B, and B,)
content ranging from 100 to 320 pgKg™ in chick starter
and broiler starter rations. Rizvi et al. (1990) observed
that 42 percent of the commercial poultry feeds produced
in Punjab were contaminated with aflatoxin. Bhatti et al.
(2001) reported that aflatoxin B; content in poultry feeds
ranged from 13 to 78 pgKg'. Aflatoxin B, have been
detected in poultry feed samples (Sahin and Sari, 2001,
Shaaban et al, 1988). Aflatoxins are frequent
contaminants of harvested feeds and foods like rice,
peanut, corn, soybean, sorghum and other grains stored
under conditions of high humidity and temperature
(Cavalheiro, 1981). Cereals can be highly susceptible to
fungal growth when still in the field, during storage and
in processing (Stoloff, 1976). Small grains (wheat,
sorghum, oats, rye, barley and rice) unless abused in
storage or after preparation, appear to be less susceptible
to mycotoxin formation than are larger grains such as
maize (Cavalheiro, 1981). In view of huge economic
losses to the poultry sector due to aflatoxicosis,
prevention and control of aflatoxicosis is of great
significance. The best control of aflatoxicosis is
prevention. Proper sanitation and prevention of fungal
development during harvesting, storage and feeding of
feed stuffs is vital. Since fungi need relatively high
moisture to grow well, grain and poultry feed should be
stored below 13 percent moisture (Cavalheiro, 1981).

Out of 440 samples of feed stuffs, 85 were found
contaminated with OA showing an incidence of 19.32
percent (Table 2 ).The results showed that 40 percent
(n=10) of maize, 30% of sun flower meal and corn gluten
meal, 28% of wheat, 25% of corn gluten meal, 24% of
barley, 20 % of rice, sorghum, peanut meal, soybean
meal, guar meal, corn gluten and rice polish, 15 % of
wheat bran, fish meal, cotton seed meal and rape seed
meal, 12% of grams, 10% of blood meal and meat meal
and 4% of millet were contaminated with OA. The results
further indicated that maximum mean OA concentration
in maize was found to be 111.20 ugKg'l, followed by
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wheat (59.43 pgKgl), sunflower (50.30 pgKgl) and
peanut meal (49.20 ugKg'l.The OA concentration in corn
gluten meal, sorghum, barley, cotton seed meal, and rape
seed meal ranged from 30 to 36 pgKg™'. The OA content
ranging from 10 to 22.75 ugKg"' was detected in wheat
bran, fish meal, blood meal, meat meal, guar meal and
soybean meal, whereas, millet contained 5.0 pgKg™"' OA.
The findings of the present study showing
higher concentrations of OA in maize and wheat are in
agreement with the earlier findings of Shotwell et al.
(1976) who reported occurrence of OA in corn and wheat
as 150 and 115 ugKg'l, respectively. Contamination of
cereals, animal feed stuffs and mixed diets have been
reported around the world (Dwivedi and Burns, 1986).
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(Dwivedi and Burns, 1986 and Rehman, 2005) and in
layers up to 4 ppm (Page ef al., 1980) has been indicated.

The presence of aflatoxin B, and OA in poultry
feed ingredients and processed feeds having deleterious
effects on performance of broilers and layers seems to
pose a serious threat for local poultry farming sector
which calls for regular testing and surveillance of poultry
feeds for aflatoxicosis and OA contamination and
adoption of necessary remedial measures.

Table-1: Concentration of Aflatoxin B, (ugkg'l) with
their standard errors detected in different
poultry feeds samples

Majority of earlier reports suggest frequent OA . Mean concentration of aflatoxin B,
T L Commercial Samples "
contamination of foods (Dwivedi and Burns, 1986). sambles (No.) Poultry rations
Buckle (1983) found OA in 12.8 percent of cereals even ples. ) Layer starter Broiler starter
at low moisture content; barley and wheat in particular A 10 17.40+6.46 11.0 +4.58
had a high concentration of OA. Presence of OA B 10 18.20 £13.86 11.4 £5.12
particularly in cereals with frequencies up to 14 percent € 10 14.80 +4.02 20.0 +8.33
. . D 10 17.40 £8.01 19.20 +13.10
has been indicated (Krogh, 1978). Field cases of w
Och icosis in broil dl ith ad ff E 10 10.80 £2.16 26.0 £9.19
chratoxicosis in broilers and layers with adverse effect F 10 %3.0 17.38 26.40 14.33
on their performance have been reported (Page et al, G 10 15.20 +7.42 16.60 +4.77
1980; Doerr et al, 1981). Ochratoxicosis A has been H 10 %2940 +13.61 *21.0 £5.38
reported to reduce hatchability of fertile eggs with I 10 13.20 +4.08 *22.40 £9.76
depressed progeny performance during their first 2 weeks J 10 *39.20 +£3.67 *31.40 £10.40
Total 100 -- --

of life (Choudhury ef al. 1971). The detrimental effect of
OA in young broilers with dietary concentration of 2 ppm

ugKg" = Micro gram per kilogram
*=Higher levels than maximum tolerance level of ugKg" (Bhatti et al.,
2001)

Table-2: Ochratoxin A Concentration (ugkg'l) in different poultry feed ingredients
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Ingredients. Samples tested. Positive samples (No) OA concentration. Mean OA concentration
(No) (%ocontaminated). (Standard error).
Min. Max.
Wheat 25 7(28) 25 98 5943 (£22.32)
Maize 25 10(40) 75 140 111.20 (+22.69)
Rice 25 5(20) 15 40 27.40 (49.65)
Sorghum 25 5(20) 25 40 33.60 (+5.46)
Barley 25 6(24) 15 112 30.33 (+8.77)
Peanut meal 25 5(20) 30 58 49.20 (+10.23)
Millet 25 14) 05 08 5.00 (0.00)
Grams 25 3(12) 10 15 12.67 (+2.05)
Cotton seed meal 20 3(15) 20 42 32.33 (#9.18)
Soybean meal 20 4(20) 10 33 22.75 (#8.7)
Rape seed meal 20 3(15) 28 37 33.00 (+3.74)
Sun-flower meal 20 6(30) 30 68 50.33 (+13.79)
Guar meal 20 4(20) 15 30 21.75 (5.40)
Com gluten meal (60%) 20 5(25) 20 48 3220(+10.24)
Com gluten meal (30%) 20 4(20) 20 56 36.00 (+1543)
Rice polishing 20 4(20) 25 57 39.14 (+15.06)
Wheat bran 20 3(15) 05 10 11.67 (+6.24)
Fish meal 20 3(15) 12 20 16.67 (+3.40)
Blood meal 20 2(10) 10 18 14.00 (+4.00)
Meat meal 20 2(10) 05 15 10.00 (£5.00)
Total - 440 85(19.31%) - - -
Min = Minimum. Max. = Maximum.



Anjum et al.

REFERENCES

A. O. A. C. (1990). Official Methods of Analysis, 14" Edit.,
Association of the Official Analytical Chemists.
Arlington, Virginia, USA.

Asghar, H. (1985). Facts about aflatoxins. Pakistan Poultry,
October, (1985). pp: 8-10.

Bhatti, B. M., T. Talat and R. Sardar (2001) Estimation of
aflatoxin B, in feed ingredients and compound poultry
feeds. Pakistan Vet. J., 21 (2): 57-60

Bintvihok, A. A. Ponpornpisist, J. Tangtrongpiros, W.
Panichkriangkrai,, R. Rattanapanee, K. Doi, S.
Kumagai. (2003). Aflatoxin contamination in shrimp
feed and effects of aflatoxin addition to feed on shrimp
production. J. Food . Prot.,66: 882-885

Buckle, A. E. (1983). The occurrence of mycotoxins in cereals

and animal feed stuffs. Vet. Res. Communications, 7:

171-186.

(1989). Council for Agricultural Sciences and

Technology. “In Mycotoxins: Economic and health

risks”.Edited by K. A.Nisi.,, Ames, lowa, USA; pp:1-

91.

Cavalheiro, A. C. L. (1981). Aflatoxin and aflatoxicosis — A
Review. World’s Poultry Sci. J., 37: 34-38.

Choudhury, H., C. W. Carlson. and G. Semeniuk. (1971). A
study of Ochratoxin toxicity in hens. Poultry Sci., 50:
1855-1859.

Dalcero, A., C. Mangoli, M. Luna, G. Ancasi, M .M. Reynoso,
S. M. Chiacchiera and G. Palacio. (1998.) Mycoflora
and naturally occurring mycotoxins in poultry feeds in
Argentina. Mycopathologia, 141: 37-43.

Doerr, J. A., W. E. Huff, P. B. Hamilton and E. B. Lillehoj
(1981). Severe coagulopathy in young chickens
produced by Ochratoxin A. Toxicol. Appl. Pharmacol.,
59: 157-163.

Dwivedi, P. and R. B. Burns (1986). The natural occurrence of
Ochratoxin A and its effects in poultry, A review. Part-
1. Epidemiology and toxicity. World’s Poultry Sci. J.,
42:32-47.

Edds, G. T. and R. A. Bortell (1983). Biological effects of
aflatoxins: Poultry aflatoxins and Aspergillus flavus in
com. In “Bulletin of the Albama Agricultural
Experiment Station”, Auburn Univ. Albama, USA, pp:
64-66.

Ewaidah, E. H. (1988). Survey of poultry feeds for aflatoxin
from the Riyadh region. Arab Gulf J. Sci. Res., B
(Agricultural and Biological Sci.), 6 (1): 1-7.

Farida, B., A. Rehman, G. Maliha and J. Nuzhat (2001).
Distribution of aflatoxin B; from poultry feed to
different body tissues of broilers. Pakistan Vet. J., 3:
121-123.

Hanif, N. Q., M. Naseem, S. Khatoon and N. Malik, (2006).
Prevalence of mycotoxins in poultry rations. Pakistan J.
Sci . Indust . Res., 49: 120-124

Hassan, Z. U., M. Z, Khan, A. Khan and 1. Javed (2010)
Pathological responses of White Leghorn breeder hens
kept on Ochratoxin A contaminated feed. Pakistan Vet.
J.,30(2): 118-123.

Cast,

120

J. Anim. Plant Sci. 21(2):2011

Huff, W. E., R. B. Harvey, L. F. Kubena and G. E. Rottinghaus
(1988). Toxic synergism between aflatoxin and T-2
toxin in broiler chickens. Poultry Sci., 67: 1418-1423.

Krogh, P. (1978). Causal association of mycotoxic nephropathy.
Acta Pathologica et Microbilogica Scandinavica,
Section A, Supplement. No.269, pp: 1-28.

Page, R. K., G. Stewart, R. Wyatt, P. Buch, O. J. Fletcher and J.
Brown. (1980). Influence of low levels of Ochratoxin A
on egg production, egg shell stains and serum uric acid
levels in Leghorn type hens. Avian Dis., 24: 777-780.

Phillips, T. D., L. F. Kubena, R. B. Harvey, D. S. Taylor and N.
D. Heidelbaugh.(1988).Hydrated sodium calcium
aluminosilicate. A high affinity sorbent for aflatoxin.
Poultry Sci., 67: 243-247.

Rehman, H. U. (2005). Effect of graded levels of aflatoxin,
ochratoxin and their combinations on the performance
and immune response of broilers. Vet. News & Views,
(16-23" February), 8 (23): 5-6.

Rizvi, A. R., A. R. Shakoori, and S. M. Rizvi. (1990). Aflatoxin
contamination of commercial poultry feeds in Punjab,
Pakistan. Pakistan J. Zool., 22 (4): 387-398.

Saced, M. K., I. Ahmad, A. Sakhawat, M. Ashraf, S. Khurram,
I. U. Haq and M.A. Shaikh (2009). Comparative
evaluation of sorbatox and bentonite for detoxification
of aflatoxin contaminated layer feed. Pakistan J. Food.
Sci., 19 (1-4):27-31

Sahin, N. and M. Sari. (2001). A study on mould species and
some mycotoxin concentrations of Poultry feeds
manufactured in Elazig vicinity. Bornova Veteriner
Kontrol ve Arastirma Enstitusii Dergisi, 26 (40): 23-30.

Shaaban, A. A., T.A. Ibrahim, Z. Mokhtar, and A. Shehata
(1988).Aflatoxins residues in rations of chickens laying
flocks in Assiut province. Assiut. Vet. Med. J., 19 (38):
195-199.

Shotwell, O. L., M. L. Goulden. and C. W. Hasseltine.
(1976).Survey of U.S. wheat for ochratoxin and
aflatoxin. J. A. O. A. C., 59: 122-124.

Steel, R. G. D. J. H. Torrie. and D. Dickey. (1996). Principles
and Procedures of Statistics. A biometrical approach.
McGraw Hill Book Co., London UK.

Stoloff, L .(1976). Occurrence of mycotoxins in foods and
feeds. In Mycotoxins and other fungal related problems
(Edited by Rodricks, J. V.). American Chem. Soc.
Series No.149, Washington, USA.

Sun, X., X. Zhao, J. Tang, X. Gu, J. Zhou, and F. S. Chu.
(2006). Development of an immuno- chromatographic
assay for detection of aflatoxin B, in foods. Food
Control, 17: 256-262

Van der Merwe, K. J., P. B. Steyn. and L. Fourie (1965).
Mycotoxins, Part-II. The constitution of ochratoxin A, B
and C metabolites of Aspergillus ochraceus. Wilh. J.
Chem. Soc., 5: 7082-7089.

Zafar, F., N. Yasmin, R. Hassan, T. Naim and A. A. Qureshi.
(2001). A study on the analysis of Ochratoxin A in
different poultry feed ingredients. Pakistan J. Pharm.
Sci .,14: 337-341.



