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Abstract

Aim: The aim of this study is to test the potency of bovine serum albumin (BSA) conjugated ampicillin (AMP) and
enrofloxacin (ENR) antigens in eliciting an immune response in rats using indirect competitive enzyme-linked immunosorbent
assay (icELISA).

Materials and Methods: AMP and ENR antibiotics were conjugated with BSA by carbodiimide reaction using 1-ethyl-
3-(3-dimethylaminopropyl) carbodiimide (EDC) as a cross-linker. The successful conjugation was confirmed by sodium
dodecyl sulfate polyacrylamide gel electrophoresis. Sprague-Dawley rats were immunized with the conjugates and blood
samples were collected serially at 15 days time interval after first immunization plus first booster, second booster, third
booster, and the fourth sampling was done 12 month after the third booster. The antibody titres in the antisera of each
antibiotic in all the four immunization cycles (ICs) were determined by an icELISA at various serum dilutions ranging from
1/100 to 1/6400.

Results: Analysis of antibiotic-BSA conjugates by sodium dodecyl sulfate polyacrylamide gel electrophoresis and
coomassie blue staining revealed high molecular weight bands of 85 kDa and 74 kDa for AMP-BSA and ENR-BSA
respectively when compared to 68 kDa band of BSA. Both the antibiotic conjugates elicited a good immune response in
rats but comparatively the response was more with AMP-BSA conjugate than ENR-BSA conjugate. Maximum optical
density 450 value of 2.577 was recorded for AMP-BSA antisera, and 1.723 was recorded for ENR-BSA antisera at
1/100™ antiserum dilution in third IC.

Conclusion: AMP and ENR antibiotics proved to be good immunogens when conjugated to BSA by carbodiimide reaction
with EDC as crosslinker. The polyclonal antibodies produced can be employed for detecting AMP and ENR residues in milk
and urine samples.

Keywords: 1-ethyl-3-(3-dimethylaminopropyl) carbodiimide, antibodies against antibiotics, conjugation, indirect
competitive enzyme linked immunosorbent assay.

Introduction spread very easily [4]. Enrofloxacin (ENR) is widely
used in the treatment of infectious diseases because
of its broad spectrum activity, and this may result in
persistence of ENR residues in animal body which
in turn might lead to the development of drug-resis-
tant bacterial strains or allergies in the animal [5].
Dinki and Balcha [6] reported antibiotic residues in
28 samples with 23.3% detection rate in cattle milk
samples collected from six different milk collection
centres in Guwabhati city in India. Gentamycin and
streptomycin residues were estimated to be 90 pg/L
and 80 pg/L respectively by Zeina et al. [7]. in cat-
tle milk in Lebanon which were below the maximum
residue limit of 200 pg/L set by FAO/WHO. A study

Antibiotics are being used extensively in the
treatment of sick animals. They are also being used
as growth promoters and prophylactic agents in lac-
tating animals which is responsible for the presence
of their residues in the milk [1]. Beta-lactam anti-
biotics like penicillin are the most frequently used,
the residues of which can produce detrimental effects
such as allergic reactions in humans who are sensi-
tive to beta-lactams [2]. It may also lead to the devel-
opment of antibiotic-resistant strains of bacteria [3].
Antibiotics when used inappropriately and irratio-
nally it provides favorable conditions for the devel-

opment of a resistant group of microbes that can
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conducted in Nepal by Dhakal er al. [8] revealed
that mastitis pathogens have developed resistance
to ampicillin (AMP) and penicillin. Gentamycin
and streptomycin are found to be developing resis-
tance. All these results emphasize the need to have
strict control measures on the use of antibiotics in
veterinary practice both as therapeutic as well as
prophylactic agents and also the need to have rapid
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and sensitive screening methods to detect antibiotic
residues in milk.

Antibiotics are small molecules with molecular
weights of <1 kDa (haptens) and to elicit an immune
response, they have to be conjugated with carrier mol-
ecules such as bovine serum albumin (BSA) [9].

Antibodies are utilized for analysis, purification,
and enrichment, and to mediate or modulate physio-
logical responses. The ability of antibodies to bind an
antigen with a high degree of affinity and specificity
has led to their ubiquitous use in a variety of scientific
and medical disciplines. Their use in diagnostic assays
and as therapeutics has had a profound impact on the
improvement of health and welfare in both humans
and animals [10].

This study was undertaken with the objective
of producing polyclonal antibodies (pAbs) against
AMP and ENR antibiotics by conjugating them with
BSA and detection of these pAbs by a sensitive indi-
rect competitive enzyme linked immunosorbent assay
(icELISA) in antibiotic specific antisera.

Materials and Methods

Ethical approval

The experimental protocol was approved by the
Institutional Animal Ethics Committee under order
No. 8/i/10.

Animals

The rats (Sprague-Dawley) for the experi-
ment were procured from the National Institute of
Nutrition, Hyderabad (No. DBT/LAISC 2455). The
Sprague-Dawley rats aged 7-8 weeks were kept under
well lighted experimental house and maintained on
standard rat feed with ad libitum water. A total three
groups with three rats in each were maintained, two
test groups (for AMP and ENR) and one control group.

Conjugation of AMP and ENR with BSA

AMP was conjugated with BSA as per the method
described by Samsonova et al. [11] with slight modi-
fications whereas ENR was conjugated by the method
described by Sui et al. [12]. For conjugation 2.5 ml of
AMP (100 mg/ml) and 20 mg of BSA were taken in
a clean beaker and 2.5 ml of ENR (100 mg/ml) and
20 mg of BSA were taken in another clean beaker.
580 mg of 1-ethyl-3-(3-dimethylaminopropyl) car-
bodiimide (EDC) was dissolved in 2 ml of distilled
water and was added drop-wise to each of the above
mixtures separately, accompanied by continuous stir-
ring on a magnetic stirrer. The pH of the solutions was
adjusted to 5.0-6.0 by adding 0.1 N HCI.

The above reaction mixtures of AMP-EDC-
BSA and ENR-EDC-BSA were incubated at room
temperature (RT) in separate beakers with contin-
uous stirring for 2 h. After the reaction time of 2 h,
uncoupled antibiotic and EDC were removed by dial-
ysis. Dialysis membrane having the cut-off molecular
weight of 12-14 kDa was procured from Hi-Media
(Cat.No.DMO003). Dialysis was performed according

to the method described by Bollag et al. [13]. The
samples were dialyzed against phosphate buffer saline
(PBS) (pH — 7.4) with four changes, each for 8 h.
The conjugated samples were analyzed by sodium
dodecyl sulfate polyacrylamide gel electrophoresis
(SDS-PAGE) to confirm successful conjugation [14].
SDS-PAGE was performed according to the method
described by Christoph [14]. The images of the
stained gels were taken in the gel documentation sys-
tem (G-box-Syngene).

Immunogen preparation

For primary immunization, AMP and ENR
immunogens were prepared by adding 40 pl of each
of the two conjugates separately to 460 ul PBS and
500 pl of complete Freund’s adjuvant. AMP and
ENR booster immunogens were prepared by adding
40 ul of the conjugate to 460 pl of PBS buffer and
500 pl of incomplete Freund’s adjuvant as described
by Dykman et al. [15].

The immunogen was mixed thoroughly, and
300 pl was injected to each rat (test group) subcu-
taneously at two different sites (150 ul at each site)
according to the immunization schedule as described
by Dykman et al. [15].

Collection of blood from rats

The blood was collected by orbital sinus
venipuncture method described by Oruganti and
Gaidhani [16]. A total of four blood collections were
made in each group at different time intervals accord-
ing to the schedule given in Table-1.

Estimation of total protein, albumin, and A/G ratio

The serum samples of rats from test and control
groups collected after second booster (third immu-
nization cycle [IC]) were analyzed for total protein,
albumin and A/G ratio by using ensure biotech total
protein and albumin teaching kit.

Preparation of ELISA antigens (casein-antibiotic
conjugates)

0.83 umol of casein was dissolved in 2 ml of
distilled water in the presence of small amount of
sodium-bi-carbonate to maintain alkaline condition.
83 umol of antibiotic and 83 pmol of EDC were
added to the above protein solution. The reaction mix-
ture was stirred on a magnetic stirrer continuously for
2 h at RT. The pH of the solution was adjusted to 5.0.

Table-1: Immunization schedule.

Immunization schedule Procedure

Day 0 1t immunization antigen+CFA
Day 15 1st boost antigen+ICFA

Day 30 1%t test bleed

Day 37 2" boost antigen+ICFA

Day 52 2n test bleed

Day 59 3 boost antigen+ICFA

Day 74 3 test bleed

Day 104 4t test bleed

CFA=Complete Freund’s adjuvant, ICFA=Incomplete
Freund’s adjuvant
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Reaction mixtures of both the antibiotics were then
incubated overnight at 4°C. Conjugates were dialyzed
against distilled water as per the method given by
Samsonova et al. [11].

Standardization of icELISA

The serum samples collected after the second
booster (third IC) were used for the standardization.
Checkerboard titration was performed using differ-
ent dilutions of antigens against different serum dilu-
tions of test groups and negative control at constant
secondary antibody-horseradish peroxidase (HRP)
conjugate dilution of 1/10,000 (manufacturer’s instruc-
tion). Serial antigen dilutions (from 2 x 10° ng/ml to
2 ng/ml) were taken from rows B to H in 96 well
polystyrene plates and serial primary antibody dilu-
tions (from 1/50 to 1/1600) were taken from columns
1 to 6 for test group samples and columns 7 to 12 for
control group samples. The dilution of antigen which
showed, maximum absorbance reading and started to
maintain almost a stationary phase was taken as the
optimum according to the procedure described by Fan
etal [17].

Indirect ELISA

96 well flat bottom polystyrene ELISA plates
(Nunc, Denmark) were coated with 250 pl of anti-
gen (antibiotic-casein conjugate) in 0.01 M carbonate
buffer (pH - 9.6). The plates were incubated over-
night at 4°C. The wells were washed 3 times with
250 ul/well of PBS that contained 0.05% tween 20
(PBST). The free (unbound) sites were blocked with
250 ul/well of blocking buffer containing 2% casein.
The plates were incubated at 37°C for 1 h. The wells
were washed 3 times with PBS, 250 pl/well. 100 pl of
antiserum samples with two-fold dilutions from 1/100
to 1/6400 in PBST were added to each well and the
plate was incubated for 1 h at 37°C. The wells were
washed 3 times with PBST (250 pl/well per wash
cycle). 100 pl of a conjugate of secondary antibodies
with HRP in PBST was added to each well and the
plate was incubated for 1 h at 37°C. The wells were
washed 3 times with PBST (250 ul/well per wash
cycle). 100 pl of the substrate (3, 3°, 5, 5’ tetrameth-
ylbenzidine) in PBST (1 in 20 dilution) was added to
each well. The reaction was stopped after 10-15 min
by adding 50 ul/well of 4M H,SO, as the method
described by Samsonova et al. [11]. Optical density
(OD) was measured by using ELISA microtitre plate
reader at 450 nm (Biotech instrument-pquant).

Testing the antiserum samples for antibody titres
The antibody titres in the serum samples col-
lected from immunized rats were tested by icELISA
standardized as described above. The optimum anti-
gen concentrations and primary antibody dilutions
obtained for all the four antibiotics by the above-de-
scribed method were used for the test. The antisera of
all the three animals in each group collected during all
the three ICs and 4" sampling were tested at various
serum dilutions ranging from 1/100 to 1/1600. Each

sample was tested in duplicate including the control
serum samples. In the reagent blank, PBST was added
instead of antiserum. In the negative control wells,
serum samples of control group rats were added. The
mean OD, of various serum dilutions at each IC
for each group of rats were used to plot a graph with

absorbance on Y-axis and serum dilutions on X-axis.

Construction of PNT baseline

The mean and the standard deviation (SD) val-
ues of the control group at each dilution ranging from
1/100 to 1/6400 were calculated for each of the two
different antigen coated plates used in this study.
Three units of SD was added to the corresponding
mean absorbance value and a graph was plotted with
values of mean plus 3 times SD (M + 3SD) on Y-axis
and serum dilutions on X-axis. This was considered
as positive, negative threshold (PNT) baseline [18].

Separate PNT baselines were constructed for each test
group.
Prediction of antibody titres

The positive antibody titres were determined
based on the cut-off value obtained from PNT base-
line constructed. The highest OD,, value of the PNT
baseline rounded off to the nearest single digit deci-
mal was taken as cut-off value. The OD, value over
and above the cut-off value was considered positive

antibody titer [18].
Results and Discussion

Determination of successful conjugation

Analysis of antibiotic conjugates by SDS-PAGE
and coomassie blue staining revealed higher molecu-
lar weights of antibiotic-BSA conjugates when com-
pared to normal BSA (Figure-1). Before conjugation
with antibiotic, the molecular weight of BSA was
68 KDa. After conjugation, the molecular weights of
conjugates were 85 kDa, 74 kDa for AMP-BSA and
ENR-BSA, respectively. These results clearly indicate
the successful conjugation of antibiotics with BSA and

(-

stained

Coomassie blue
sulfate polyacrylamide gel electrophoresis gel of antibiotic

Figure-1: sodium dodecyl

conjugates: L,: Ampillicin conjugate, L,;: Enrofloxacin

conjugate, L;: Bovine serum albumin (*) conjugates.
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are similar to those obtained by Jiang et al. [19] who
analyzed sarafloxacin-BSA conjugate by SDS-PAGE
and observed an increase in the molecular weight of
the conjugate when compared to the carrier protein
BSA.

Estimation of total protein, albumin and A/G ratio

The mean values of total protein, albumin, glob-
ulin, and A/G ratio of serum samples collected during
third IC. The mean total protein concentration was
12+1.15 g/dL and 244+1.73 g/dL. for AMP and ENR
antisera, respectively and in the control group, it was
6.66+0.01 g/dL. The mean albumin concentration was
3.36+0.173 g/dL, 3.21+0.003 g/dL for AMP and ENR
antisera are respectively compared to 3.36+0.173 g/dL.
in the control group. The mean globulin concentration
was 8.64+0.10 g/dL and 20.79+0.08 g/dL for AMP
and ENR antisera, respectively, whereas it was
3.30+0.04 g/dL in the control group. The mean A/G
ratio was 0.38+0.008 and 0.15+0.017 for AMP and
ENR antisera, respectively. The mean A/G ratio in the
control group serum was 1.02+0.012. Increased glob-
ulin concentration and decreased A/G ratio indicates
the presence of antibodies in the antisera.
Standardization of antigen concentration and antise-
rum dilution for indirect ELISA

The checker board titration results are presented
in Table-2 for AMP-casein conjugate and in Table-3

for ENR-casein conjugate. In all the titrations, the
OD,, values of the test wells increased suddenly from
the coated antigen concentration of 2 to 20 ng/ml and
continued to maintain a steady phase at higher con-
centrations. So, 20 ng/ml was chosen as optimum
antigen concentration. The absorbance values of the
negative control wells dropped suddenly from serum
dilution of 1/50 to 1/100 and continued to maintain
similar range at higher dilutions and at all antigen
concentrations. The test wells continued to maintain
higher absorbance values at corresponding dilutions.
Hence, 1/100 was chosen as optimum serum dilution.
The highest M + 3SD values obtained for negative
sera were 0.213 (Table-4) and 0.209 (Table-5) for
AMP-casein and ENR-casein coated plates, respec-
tively. Hence, the cut-off value was selected as 0.3 for
antibiotics.

Detection of antibody titres in the AMP antisera

The mean of the corrected OD values of the
three animals in AMP test group and M + 3SD of the
three animals in each control group at various serum
dilutions and various ICs are depicted in Table-4. The
highest M + 3SD value was 0.213. The cut-off value
was selected as 0.3 (nearest single digit decimal above
0.213). The mean OD,, values of the serum samples
from immunized rats were above the cut-off value up
to serum dilution of 1/3200 in all the three ICs and

Table-2: Checker board titration to standardize optimum casein-AMP conjugate and antiserum dilution.

Concentration Well Test serum sample

Negative control

?:ga?l::?)en Dilutions of antisera Dilutions of antisera

1/50 1/100 1/200 1/400 1/800 1/1600 1/50 1/100 1/200 1/400 1/800 1/1600

1 2 3 4 5 6 7 8 9 10 11 12

Blank A 0.148 0.159 0.078 0.190 0.111 0.178 0.091 0.163 0.143 0.155 0.140 0.147
2x10° B 2.983 2.545 2.068 1.976 1.587 1.057 0.624 0.192 0.187 0.189 0.195 0.116
2x10° C 2.745 2.451 1,987 1.852 1.456 0.958 0.525 0.112 0.185 0.165 0.159 0.112
2x104 D 2.415 2.316 1.886 1.689 1.321 0.845 0.656 0.184 0.158 0.195 0.188 0.159
2x103 E 2.221 2.215 1.769 1.521 1.205 0.833 0.587 0.156 0.165 0.189 0.125 0.141
200 F 2.115 2.110 1.645 1.361 1.124 0.782 0.495 0.121 0.198 0.156 0.151 0.128
20 G 2.021 1.994 1.607 1.246 0.972 0.759 0.458 0.184 0.185 0.136 0.102 0.196
2 H 1.498 1.331 1.026 0.752 0.578 0.396 0.321 0.146 0.175 0.117 0.085 0.129

AMP=Ampicillin

Table-3: Checker board titration to standardize optimum casein-ENR conjugate and antiserum dilution.

Concentration Well

Test serum sample

Negative control

of antigen . _ P .
(ng/ml) Dilutions of antisera Dilutions of antisera

1/50 1/100 1/200 1/400 1/800 1/1600 1/50 1/100 1/200 1/400 1/800 1/1600

1 2 3 4 5 6 7 8 9 10 11 12

Blank A 0.109 0.103 0.100 0.088 0.125 0.109 0.134 0.126 0.154 0.163 0.128 0.133
2x10° B 2.598 2.326 2.159 1.998 1.652 1.450 0.556 0.116 0.185 0.156 0.149 0.112
2x10° C 2.441 2.236 2.079 1.789 1.536 1.241 0.531 0.121 0.186 0.152 0.145 0.198
2x104 D 2.326 2.187 1.969 1.656 1.324 1.105 0.401 0.178 0.156 0.123 0.189 0.119
2x103 E 2.158 2.056 1.851 1.523 1.121 0.959 0.459 0.189 0.187 0.125 0.197 0.157
200 F 2.103 1.925 1.754 1.386 0.956 0.843 0.358 0.142 0.195 0.178 0.185 0.139
20 G 2.044 1.889 1.595 1.027 0.819 0.775 0.338 0.196 0.183 0.138 0.118 0.141
2 H 1.156 0.721 0.521 0.495 0.352 0.229 0.352 0.185 0.189 0.119 0.158 0.176
ENR=Enrofloxacin
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Table-4: Mean OD,,, values of indirect ELISA of AMP antisera.

ICs Serum dilutions

1/100 1/200 1/400 1/800 1/1600 1/3200 1/6400
1stIC 1.499 1.156 0.840 0.668 0.458 0.323 0.281
2™ IC 1.781 1.607 1.429 1.225 0.924 0.568 0.436
3 IC 2.577 2.195 1.841 1.619 1.453 1.417 1.184
4% collection 1.944 1.601 1.267 0.932 0.756 0.642 0.558
Negative control (M+3SD) 0.213 0.199 0.157 0.12 0.107 0.105 0.107

Bold numbers indicate 50% titres. IC=Immunization cycle, OD=0Optical density, ELISA=Enzyme linked immunosorbent

assay, AMP=Ampicillin

Table-5: Mean OD

450

values of indirect ELISA of ENR antisera.

IC Serum dilutions

1/100 1/200 1/400 1/800 1/1600 1/3200 1/6400
1st IC 1.018 0.735 0.447 0.297 0.148 0.099 0.065
2™ IC 1.252 1.046 0.759 0.628 0.445 0.302 0.272
3 IC 1.723 1.476 1.241 1.091 0.94 0.893 0.755
4t Sampling 1.04 0.783 0.565 0.461 0.399 0.275 0.191
Negative control (M+3SD) 0.209 0.216 0.158 0.16 0.115 0.105 0.099

Bold numbers indicate 50% titres. IC=Immunization cycle, OD=0Optical density, ELISA=Enzyme linked immunosorbent

assay, ENR=Enrofloxacin, SD=Standard deviation

fourth collection which indicated positive antibody
titers (Figure-2). The values of 50% antibody titres
increased from the antiserum dilution of 1/800 in first
IC to 1/6400 in third IC as depicted in Table-4. The
AMP antisera gave positive antibody titers up to a
dilution of 1/3200 in first IC and 1/6400 in second and
third ICs and fourth sampling. Maximum OD , value
of 2.577 was obtained at 1/100 antiserum dilution
in third IC which clearly indicated that the immune
response was the highest in third IC. The immune
response significantly increased from first IC to third
IC at 1/100 antiserum dilution and decreased in fourth
collection (Figure-3). Anti-AMP antibodies were suc-
cessfully produced by Strasser et al. [20] in rabbits
which were confirmed by double antibody solid phase
ELISA. The maximum antibody titer of 1:550,000
was obtained after third booster injection (fourth IC)
at working antiserum dilution of 1:1000 which is
much higher than 1/6400 in this study. The difference
could be attributed to species variations in the ability
to produce antibodies. Competitive ELISA used by
McConnell et al. [21] for AMP antisera yielded posi-
tive antibody titers indicating clearly that AMP-carrier
protein conjugate was immunopotent and capable of
eliciting specific immune response.

Detection of antibody titres in the ENR antisera

The results of corrected mean OD,, values of
the test group (three animals) and M + 3SD values
of the control group (three animals) at various serum
dilutions and various ICs are depicted in Table-5. The
highest M + 3SD value was 0.209. The cut-off value
was selected as 0.3 (nearest single digit decimal above
0.209). The mean OD,, values of the ENR antisera
were above the cut-off value up to a dilution of 1/400
in first IC and up to dilution of 1/1600 in second and
third and ICs and fourtth collection which indicated

== AMPICILLIN 151 1C
=ill=AMPICILLEN Zrd IC
AMPICILLIN 3rd IC
——AMPICILLIN dth IC
—=—{(ONTROL

MEAN ABSORBANCEVALUES at 450

2 3 4 5
SFRIM DTLITTIONS

Figure-2: Calibration curve for indirect enzyme linked
immunosorbent assay of bovine serum albumin-ampicillin
antisera at various immunization cycles (1, 2, 3,4, 5,6, 7
represents serum dilutions of 1/100, 1/200, 1/400, 4/800,
1/1600, 1/3200, and 1/6400 respectively).

positive antibody titres (Figure-4). The immune
response significantly increased from first IC to third
IC at 1/100 antiserum dilution and decreased in fourth
sampling (Figure-5). The values of 50% antibody
titres increased from the antiserum dilution of 1/400
in first IC to 1/3200 in third IC as depicted in Table-5.
The ENR antisera gave positive antibody titres up to
a dilution of 1/400 in first IC, 1/3200 in second IC,
1/6400 in third IC and 1/1600 in fourth sampling.
Maximum OD, value of 1.723 was obtained at 1/100
antiserum dilution in third IC which clearly indicated
that the immune response was the highest in third IC.
Liu et al. [22] used ELISA and competitive inhibition
ELISA to determine antibody titers in ENR antisera
and obtained antibody titre as high as 1:250,000 for
three analogs of ENR belonging to fluoroquinolone
family.
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Figure-3: Calibration curve for indirect enzyme linked
immunosorbent assay of bovine serum albumin-ampicillin
antisera at 1/100™ serum dilution of various immunization
cycles (ICs) (1, 2, 3, 4 represents serum dilutions of 1=,
2nd, 3rd, 4t ICs respectively at 1/100" serum dilation).

¥

MEAN ABSORBANCE VALUES af 450 nm

1 2 3 4
TMMTUNTZATION CVITLFS

Figure-5: Calibration curve for indirect enzyme linked
immunosorbent assay of bovine serum albumin-enrofloxacin
antisera at 1/100% serum dilution of various immunization
cycles (IC) (1, 2, 3, 4 represents serum dilutions of 1st, 29,
3rd, 4t ICs respectively at 1/100%" serum dilation).

== ENROFLOXACIN st IC
el EMROFLORACIN 2vi 00
ENROFLOXACIN Znd 0T
(13-
——ENADFLOXEALIN &th IC

L e COMTROA

04

MEAN ABSORBANCE VALUES o 450 nm

SEFRIMATHTITTIONS

Figure-4: Calibration curve for indirect enzyme linked
immunosorbent assay of bovine serum albumin-
enrofloxacin antisera at various immunization cycles (1, 2,
3, 4,5, 6, 7 represents serum dilutions of 1/100, 1/200,
1/400, 4/800, 1/1600, 1/3200, and 1/6400 respectively).

Comparative immunogenic potency of AMP-BSA and
ENR-BSA antisera

Highest immune response was seen in AMP
antiserum followed by ENR evidenced by OD,
values of 2.577, 1.723 for AMP and ENR antisera
respectively at 1/100 serum dilution in third IC
(Figure-6).

Raised antibodies to detect the AMP and ENR in milk
samples

To use produces antibodies for the detection of
antibiotics in milk samples, we need large quantities
of antibodies for which the work has to be scaled up
and large number of animals have to be maintained to
obtain sufficient antiserum for harvesting antibodies.
This is the first part of work done to test the efficacy of
BSA conjugates of AMP and ENR in eliciting immune
response in rats. The second part of work is to scale up
the process and use the antibodies in developing quan-
titative assay or lateral flow through assay to detect
antibiotic residues in milk samples.

i

e AMPICILLIN

ENADFLOKACIN

MEAN ABSORBANCE VALUES @t 450

-1

z 3 &

IMIRIURIZATION CVTLFR

Figure-6: Comparative calibration curves for indirect
enzyme linked immunosorbent assay of bovine serum
albumin-antibiotic antisera at 1/100™ serum dilution of
various immunization cycles (ICs) (1, 2, 3, 4 represents
serum dilutions of 1st, 2nd, 3 4% ICs respectively at
1/100%™ serum dilation).

Novelty and contribution to the animal health

This work mostly concerned with the public
health importance. Antibiotics residues in milk higher
than maximum residue levels are of great concern to
dairy farmers, milk processors, regulatory agencies,
and consumers due to their possible adverse effects
on people allergic to antibiotics, potential buildup of
antibiotic-resistant organisms in humans [23]. The
novelty of this work lies in using BSA as a suitable
conjugating agent with EDC as coupler for AMP and
ENR which are otherwise haptens and hence incapa-
ble of eliciting immune response.

Conclusion

In this study, the antibiotics (AMP and ENR)
were successfully conjugated with carrier protein BSA
by carbodiimide reaction using EDC as a cross linker.
These conjugated antibiotics were capable of produc-
ing pAbs which was confirmed by indirect ELISA.

Veterinary World, EISSN: 2231-0916

415



Available at www.veterinaryworld.org/Vol.9/April-2016/13.pdf

Authors’ Contributions 9. Suzanne, N.S. and Lioyd, E.M. (2003) In: Food Analysis.
Kluwer Academic/Plenum Publishers, New York. p35-49.

BSK and PK collected the blood samples from 10. Lipman, N.S., Jackson, L.R., Trudel, L.J. anlzi Weis-

rats for the study. BSK carried out the current inves- Garcia, F. (2005) Monoclonal versus polyclonal antibodies:

tigation under the guidance of VA. BSK drafted and Distinguishing characteristics, applications, and informa-

revised the manuscript under the guidance of PK. tion resources. /LAR J., 46(3): 258-268.

GRN helpe d in carry out the ELISA part o f work. All 11. IS{amsonova, Z.V., Shchelokova, O.S., Ivanova, N.L.,

. ubtsova, M.Y. and Egorov, A.M. (2005) Enzyme-linked
the authors have read and approved the manuscript. immunosorbent assay of ampicillin in milk. J. Appl.
Biochem. Microbiol., 41: 589-595.

Acknowledgments 12, Sui, J., Hong, L., Limin, C. and Zhenxing, L. (2009) Dot-
The authors gratefully acknowledge Sri immunogold filtration assay for rapid screening of three

Venkateswara Veterinary University, Tirupati for pro- fluroquinolones. J. Food Agric. Immunol., 20: 125-137.

viding facilities and funds to do research work as part 13 I]\B/Iollag, D, I}f icheal, D.R. and Stuart, J.E. (1996) In: Protein

. ethods. 2™ ed. Ch. 3, 4, 5. Wiley-Liss Publication, USA.
of the M.V.Sc. thesis work. P68, 86,91, 103, 108.
Competing Interests 14.  Christoph, K. (2002) Posttranslational modifications of
proteins: tools for proteomics. In: methods in molecular
The authors declare that they have no competing biologypp.
interests. 15. Dykman, L.A., Sumaroka, M.V., Staroverou, S.A.,
Zaltseva, 1.S. and Bogatyrev, V.A. (2004) Immunogenic

References properties of colloidal gold. Biol. Bull., 31: 75-79.

1. Singh, S., Shukla, S., Tandia, N., Kumar, N. and Paliwal, R. 16. Omga}nti, M and Gaidhani, S. (2011) Routine bleeding
(2014) Antibiotic residucs: A global challenge. Pharm. Sci. | techniques in laboratory rodents. LIPSR., 2(3): 516-524.
Monitor, 5(3): 184-197. 7. Fa}n, G.Y,, Yang, R.S., Jiang, J.Q., Chang, X.Y., Chen, J.J.,

2. Fitzgerald, S.P., Loan, N., Connell, R.M., Benchi, E.KH. Qi, Y.H., W}l’ §.X. and Yang, .X'F' (2012) Deyelopment of
and Kane, N. (2007) stable competitive Enzyme-Linked g_class-sp ecific p olyclgnal antlbody based 1n41rect compet-
immunosorbent assay kit for rapid measurement of 11 active 1tive EL ISA for. dete.ctmg fluoroquinolone residues in milk.
beta-lactams in milk, tissue, urine and serum. J. AOAC. Int., J. Zhejiang Univ. SCI' B. 13(7): 545T554‘

90 (1):334-342. 18. Rgmadass, P, Parthlbe'm, M., Thiagarajan, V., Chandrasekar, M.,

3. Kebede, G., Zenebe, T., Disassa, H. and Tolosa, T. (2014) Vidhya, ,M', and Raj, G.D. (20(,)8) Deyelopment of s1ngle
Review on detection of antimicrobial residues in raw bulk serum dilution ELISA for detection of infectious bursal dis-
milk in dalry farms. AJBAS, 6(4) 87-97. e?lse virus antibodies. J. Vet. Arch., 78:23-30.

4. Padol, A.R., Malapure, C.D., Domple, V.D. and Kamdi, B.P. 19. Jiang, J., Zhang, H. and Wang, Z. (2011) Development of
(2015) Occurance, public health implications and detection an immunoassay for determination of fluroquinolones pol-
of antibacterial drug residues in cow milk. Environ. We Int. lutant in environmental water sample. International confer-
J. Sci. Tech., 10: 7-28. ence on nanotechnology and biosensors. /[PCBEE., 2: 1-4.

5. Yan, H., Wang, H., Qin, X., Liu, B. and Du, J. (2011) Ultra 20. Strasser, A., Usleber, E., Schneider, E., Dietrich, R., Burk, C.
sound-assisted dispersive liquid-liquid micro extraction for and Martlbauer, E. (2003) Improved enzyme immune assay
determination of fluroquinolones in pharmaceutical waste for group-specific determination of penicillins in milk.
water. J. Pharm. Biomed. Anal., 54(1): 53-57. J. Food Agric. Immunol., 15: 135-143.

6. Dinki, N. and Balcha, E. (2013) Detection of antibiotic res- 21. McConnell, R.I, Elouard, B., Stephen, P.F. and John, V.L.
idues and determination of microbial quality of raw milk (2003) Method and kit for detecting, or determining the
from milk collection centres. Adv. Anim. Vet. Sci., 1(3): quantity of beta-lactam penicillins. United States Patent,
80-83. Patent No. US 6960653 B2.

7. Zeina, K., Pamela, AK. and Fawwak, S. (2013) 22.  Liu, C, Hong, L., Limin, C. and Jie, J. (2005) Anti-ENR
Quantification of antibiotic residues and determination of antibody production by using ENR-screened HSA as an
antimicrobial resistance profiles of microorganisms isolated immunogen. J. Ocean U China, 4(3): 262-266.
from bovine milk in Lebanon. Food Nutr. Sci., 4: 1-9. 23. Tiwari, R., Chakraborty, S., Dharma, K., Rajagunalan, S.

8. Dhakal, I.P.,, Dhakal, P., Koshihara, T. and Nagahata, H. and Singh, S.V. (2013) Antibiotic resistance - An emerging
(2007) Epidemiological and bacteriological survey of buf- health problem: Causes, worries, challenges and solutions —
falo mastitis in Nepal. J. Ver. Med. Sci., 69(12): 1241-1245. A review. Int. J. Curr. Res., 5(7): 1880-1892.

koo skeoskoskoskosk

Veterinary World, EISSN: 2231-0916

416




<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /All
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /PTB <>
    /SUO <>
    /SVE <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


