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Abstract: The present study was conducted to
appraise a profitable test kit for the qualitative
screening of eggs submitted to our laboratory as a
first step for the difficult of drug residues. Forty hens
at the summit of lay were reserved for 4 weeks
without administering any antibiotic. Eggs were then
composed and tested for the deficiency of drug
residues. Antibiotic-free birds were subsequently
separated into two groups. One group was
administered tetracycline for three days and the other
assembly left as organize. Eggs were together daily
for two weeks from both groups and hardened for
tetracycline residues by means of the disc dispersal
technique and a profitable test kit. Both methods
detected the occurrence of drug residues in test eggs
with the saleable test kit able to sense residues over a
longer epoch up to day 10. The revise indicated that
the profitable test kit perhaps will be used for the
uncovering of drug residues predominantly when the
aim is to screen large numbers of samples speedily.
Though, it is not susceptible enough to detect drug
residues at lower concentrations and may not be
suitable for assenting difficult.
In some of the hens can be affected by the anti
microbial in rooster egg.
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I. INTRODUCTION
In its broadest explanation, an antibacterial is a
mediator that interferes with the expansion and
imitation of bacteria. Whereas antibiotics and anti
bacterials in cooperation assault bacteria, these terms
encompass evolved over the years to indicate two
dissimilar things. Anti bacterials are at present most
frequently described as agents used to sanitize
surfaces and eradicate potentially detrimental
bacteria. Contrasting antibiotics, they are not used as
medicines for humans or animals, but are found in
products such as soaps, detergents, strength and
skincare products and household cleaners. The
successful result of antimicrobial therapy with
antibacterial compound based on several factors.
These consist of host defense mechanisms, the
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position of contagion, and the pharmacokinetic and
pharmacodynamic properties of the antibacterial. A
bactericidal association of anti bacterials may depend
on the bacterial enlargement phase, and it often
requires ongoing metabolic movement and division
of bacterial cells.
There are ethical and professional concerns
as to the safety of the public from drug-residue
related diseases and the development of antibiotic
resistant pathogenic microorganisms. The occurrence
of antimicrobial residues is a somber poultry farm
difficulty due to non-compliance with strategy and
recommendations on antimicrobial use and the short
of a drug monitoring programme important to the
increase of antimicrobial residues in eggs.
Confirming the occurrence of drug residues in
animals and animal products is exclusive, time
uncontrollable and laborious. Microbiological
screening methods are seen as a appropriate and
simple for the uncovering of drug residues when the
aim is to screen great numbers of samples speedily
and at moderately low cost.
Qualitative tests are accomplished of
detecting a broad series of antimicrobials and
plummeting the number of samples for assenting
investigation. Screening tests are worn to select
samples that necessitate supplementary quantitative
investigation with methods such as Immune-enzymeassays, high energy electrophoresis, Charm II
receptor assess and/or chromatography. Based on
bacterial embarrassment, more than a few methods
can be used for transmission. These incorporate the
Calf Antibiotic Sulfa Test (CAST), two Microbial
Inhibition Tests; one by means of swab stick, Swab
Tests on Premises (STOP) and the other using filter
manuscript discs as uncomplicated applicator. Others
include collective Plate Microbial Assay (CPMA).
The boundary of uncovering of a microbiological test
for a specified antimicrobial depends primarily on the
instinctive sensitivity of the test bacterium. The
absorption of the test bacterium needs to be
consistent as this relates to the size of the zone of
embarrassment of the growth of the test individual. A
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restrained concentration of the test bacteria improves
the understanding of the test drug producing a welldefined zone of inhibition. High temperature, through
of incubation and the content of culture media are
also a significant factor. Other factors such as
centrifugation and the use of more than one disc to
immunize each sample have also been reported as
affecting the size of the zone of inhibition of the
growth of the test organism. The disc diffusion
method has been applied for antimicrobial screening
in eggs.
II. MATERIALS AND METHODS
Forty layers at the position of lay and with a
narration of not having been administered any
antibiotic in the preceding 6 weeks were purchased
from a profitable ranch. The birds were then reserved
for another 4 weeks devoid of administering any
antibiotic. Eggs were subsequently composed
subsequent to one month to confirm the absence of
tetracycline residue using the High Performance
Liquid Chromatography (HPLC) method similar to
that. Briefly, standard ox tetracycline hydrochloride
was used for the analysis. Isocratic separation was
achieved using a hypersil BDS C18 (5 mm, 250x4
mm) column. The mobile phase consisting of
distilled water (pH = 2.1) with H2SOJ. Acetonitrile,
85:15 (v/v), was pumped at a flow rate of 1.5 mL
min-I the extraction was carried out by adding 0.1 g
of citric acid to 2 mL of homogenized egg. To the
assortment, 1 mL of nitric acid (35%), 5 mL of
methanol and 1 mL deionizer water were additional,
correspondingly. This was then mixed painstakingly
using a vortex blender and kept in an ultrasonic have
a bath for 15 min and then centrifuged for 10 min at
5300 rpm. It was then strain through a 0.45 film
nylon filter and 20 fall of the explanation were
injected into HPLC for investigation. The
chromatography was performed at 24°C and the
analyses detected at 360 nm using a surroundings of
0.01 Absorbance Units Full Scale (AUFS). Having
specialized the eggs free of ox tetracycline residues
these were then used for the experimentation.
i.

Test for tetracycline residues using disc
diffusion method
An 18 h culture of Bacillus cereus in 10 mL
nutrient broth was inoculated onto Mueller Hinton
(MH) agar plates. This was achieved by reducing
sterile cotton wash sticks into the deferment of the
test creature until it was dripping wet with the
organism. The plates were then soothingly and
scrupulously seeded to accomplish a lawn of
confluent development. Inoculated plates were then
allowed to dry for 5-10 min. With the use of sterile
forceps, a paper disc was dipped into the
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homogenized egg and allowed to soak. Excess egg
was drained off before gently placing the disc on the
surface of the seeded MH plate. The disc was firmly
but gently pressed onto the surface of the agar to
allow for proper diffusion around the disc. The plates
were then labeled accordingly and incubated at 37°C
for 18-24 h. After incubation, plates were viewed for
the attendance or absence of zones of inhibition of
the test organism. With the use of a tape rule, the
diameters of the zones of embarrassment were
measured in millimeters from one border of the zone
to the other across the disc. The differentiation
between the diameter of the zone of reticence and
that of the disc was premeditated. Any disc with a
variation of 1 mm or more was measured positive for
the attendance of antimicrobial essence.
ii.

Test for tetracycline residues using Premi
Test kit method
The Premi Test kit is a commercially
accessible agar circulation test based on the shyness
of growth of Bacillus stearothermophilus. The agar
contains a homogeneous number of bacterial spores,
preferred nutrients and the pH pointer. After addition
100 fall of homogenized egg unswervingly onto the
agar, it was then incubated first at 85°C for 15 min
and later at 64°C for 3 h. Throughout incubation,
microbial metabolism will outcome in a change in pH
and hence a transform in color from purple to yellow.
By distinction, if the sample contains satisfactorily
high concentrations of a drug remainder, the colour
vestiges purple.
III. RESULTS AND DISCUSSION
All assessment eggs were encouraging for
tetracycline residue with the HPLC process. The
mean recuperation of the HPLC method was
originated to be between 6-100%. All organize
samples were unhelpful. The disc distribution method
had a subordinate daily understanding than the Premi
Test kit. The Premi Test kit had 50% understanding
at day 6 while the disc dispersion method had 10%
warmth at the same day. Both methods validated the
transmission test for drug residues with the profitable
test kit talented to detect residues for a longer period
than the disc dispersion method. Nevertheless, the
recognition of residue did not surpass 10 day post
tetracycline supervision in both methods. The
numeral of samples constructive for drug residue
increased up to the third day before regularly
declining in both methods. The maximum detection
was on day 3 when the drug would have reached its
peak blood attentiveness.
Inappropriate antibiotic management and do
to excess of antibiotics have contributed to the
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materialization of antibiotic-resistant bacteria. Self
recommendation of antibiotics is an illustration of
mishandling. Many antibiotics are recurrently
prescribed to luxury symptoms or diseases that do not
act in response to antibiotics or that are expected to
resolution devoid of treatment. In addition erroneous
or suboptimal antibiotics are prearranged for
convinced bacterial infections. The due to excess of
antibiotics, similar to penicillin and erythromycin,
has been associated with promising antibiotic
confrontation. Extensive usage of antibiotics in
hospitals has also been connected with increases in
bacterial strains and variety that no longer act in
response to treatment with the most frequent
antibiotics.
The microbiological process can be specific
when targeting a particular class of drugs for
analysis. For illustration Bacillus megaterium is most
suitable for sulfonamide screening in animal tissues,
urine, or milk whilst Bacillus cereus var. miscodes
are ideal for tetracycline. Thus the objective drug for
analysis determines the best test organism. Bacillus
subtilis produces backtracking so it is unsuitable for
tetracycline assay. Bacillus cereus produces
penicillin’s enzyme and thus will destroy the
penicillin in the sample. Bacillus stearothermophilus
has been widely used as the test organism for most
antibiotics. This micro-organism is very sensitive to
many antibiotics and sulphonamide residues. The
trouble with Bacillus stearothermophilus nonetheless,
is its sensitivity to the inhibitory movement
oflysozyme making the bacterium less apposite for
drug residue detection in kidney tissue.
As a screening process, the microbiological
technique minimizes the number of test samples that
would ultimately be tested with a more sensitive test
for substantiation. Even though not always
unambiguous, these methods are suggested for
screening as they can perceive many classes of drug
residue in animal products in a particular test.
IV. CONCLUSION
The validation of the commercial test kit has
shown that it can be used to assay for drug residues in
eggs. Side-effects range from mild to very serious
depending on the antibiotics used, the microbial
organisms targeted, and the individual patient. Safety
profiles of newer drugs are often not as wellestablished as for those that have a long history of
use. On the whole, these data discovered that the
degree of ecological microbial exposure of the hen
reasonably stimulated the egg innate resistance, by
reinforcing some detailed antimicrobial activities to
protect the embryo and to insure hygienic superiority
of table eggs. Even though, it is not sensitive
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adequate to detect drug residues at lower
concentrations and is inappropriate for confirmatory
testing but when the aim is to screen large numbers
of samples speedily and at relatively low cost, the
commercial test kit may normally be functional.
REFERENCES
1.

I.O. Fagbamila, S.S. Ngulukun, S.S. Ardzard, N. Sati,
O.T. Ajayi, P.I. Ankeli, Y. Akalusi, L. Okeke, L. Ikpa,
M.O. Odugbo and M. Muhannnad, Validation of
Commercial Test Kit for Microbiological Screening of
Antimicrobials in Chicken Eggs, Research Journal of
Veterinary Sciences 5 (3): 75-80, 2012.

2.

Biswas, A.K., N. Kondaiah, A.S.R. Anjaneyulu and
P.K. MandaI, 2010. Food safety concerns of
pesticides, veterinary drug residues and mycotoxins in
meat and meat products. Asian J. Anim. Sci., 4: 46-55.

3.

Ferrini, A.M., V. Mannoni and P. Aureli, 2006.
Combined plate microbial assay (CPMA): A 6-plate
method for simultaneous first and second level
screening of antibacterial residues in meat. Food
Addit. Contam. A, 23: 16-24.

4.

Hassan, S.A.A., S.A. Shaddad, I.E. EI-Tayeb, M.A.
Orner, M.H. Al-Nazawi and A.M. Homeida, 2007.
Detection of long-acting ox tetracycline residue levels
in tissue of desert sheep following intramuscular
injection. Int. J. Pharmacal., 3: 299-301.

5.

Pikkemaat, M.G., P.P. Mulder, J.W. Elferink, A. de
Cocq, M.W. Nielen and H.J. van Egmond, 2007.
Improved microbial screening assay for the detection
of quinolone residues in poultry and eggs. J. Food
Additives Contaminants, 24: 842-850.

6.

Shahid, M.A., M. Siddique, M. Abubakar, M.J.
Arshed, M. Asif and A. Ahmad, 2007. Status of ox
tetracycline residues in
chicken meat in
Rawalpindi/Islamabad area of Pakistan. Asia J.
Poultry Sci., 1: 8-15.

7.

Stead, S.L., M. Caldow, A. Sharma, H.M. Ashwin, M.
Sharman, A. De-Rijk and J. Stark, 2007. New method
for the rapid identification of tetracycline residues in
foods of animal origin-using the premi-test in
combination with a metal ion chelation assay. Food
Additives Contam. 24: 583-589.

www.internationaljournalssrg.org

Page 17

