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Abstract: B-Lactamase residues in milk represent a public health risk. The cylinder plate
detection method, which is based on bacterial growth, is laborious and time consuming.
In this study, 15 monoclonal antibodies (mAbs) were selected against Temoneira (TEM)
1 B-lactamase. A sandwich enzyme-linked immunosorbent assay (ELISA) based on an
optimum mAb pair was developed and validated for the detection of B-lactamase. The limit
of detection and linear dynamic range of the method were 4.17 ng/mL and 5.5-100 ng/mL,
respectively. p-Lactamase recovery in pure milk was 96.82-103.13%. The intra- and
inter-assay coefficients of variation were 6.21-7.38% and 12.96-13.74%, respectively.
Our developed sandwich ELISA can be used as a rapid detection method of B-lactamase in
milk.
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1. Introduction

The presence of antibiotic residues in milk is a long-standing problem in the dairy industry.
Antibiotic residues emerge from antibiotics given to lactating cattle infected with bacterial mastitis or
added to raw milk to prevent bacterial growth. Due to serious public health risks [1-5], the use of
antibiotics in milk has been strictly controlled. For example, in the European Union, the maximum
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residue limit (MRL) of antibiotics in milk powder such as benzylpenicillin, ampicillin, and amoxicillin
is 4 png/kg.

Bacterial resistant to p-lactam antibiotics (e.g., penicillin and cephalosporin) produce B-lactamases
(EC 3.5.2.6, BLA), which degrade these antibiotics. According to their molecular structure,
B-lactamases are divided into four classes: class A (serine penicillinases), class B (metalloenzymes),
class C (serine cephalosporinases), and class D (oxacillin-hydrolyzing serine B-lactamases) [6].
By degrading B-lactam antibiotics, p-lactamases confer drug resistance to bacteria. In medicine,
B-lactamases are commonly used to remove antibiotic residues from medical instruments and thus
prevent allergic reactions in patients. Korycka-Dahl et al., who used -lactamase to degrade penicillin
in milk, reported that the safety of p-lactamase-treated dairy products for human consumption remains
to be established [3]. Because of the limited data on the safety of B-lactamase and on the degradation
products of antibiotics in milk, B-lactamase has not been used as a food additive.

In the past years, penicillinase, which is a specific type of B-lactamase, was illegally used in China
to degrade residual B-lactam antibiotics in milk. Although the presence of endogenous B-lactamase in
milk is possible, positive-test results of p-lactamase in packaged milk and negative-test results of
B-lactamase in raw milk are indicative of illegal p-lactamase use.

Currently, there is no standard method to efficiently detect B-lactamase in dairy products.
The conventional cylinder plate method [7], which is based on penicillin G-sensitive bacteria, is
sensitive (sensitivity of 4 U/mL) and relatively easy. However, this method is time consuming (18 h)
and therefore not suitable as a rapid detection test. Other methods such as the acidometric and
iodometric methods, chromogenic cephalosporin spot and phenotypic tests, Etest, and PCR are
traditionally used to detect B-lactamases in bacterial strains [8-15]. The iodometric method is affected
by the matrix and has low sensitivity for detecting B-lactamase in milk samples.

Alternative methods such as the rapid resolution liquid chromatography-tandem mass spectrometry
(RRLC-MS/MS) and matrix-assisted laser desorption/ionization Fourier transform mass spectrometry
(MALDI-FTMS) have been used to detect B-lactamase in milk [16,17]. These methods yield consistent
results with the cylinder plate method. Additionally, the simple centrifugation step involved during
sample preparation makes these methods less laborious compared to others. However, these methods
are quite expensive.

Immunologic methods such as sandwich ELISA are effective for the detection of proteins and
bacteria [18-22]. Suitable antibodies for the detection of f-lactamases by ELISA have been developed.
Hujer et al. developed polyclonal rabbit antibodies against SHV-1 and CMY-2-lactamases [23-25].
According to the authors, the developed sandwich ELISA for each lactamase was specific, i.e., it did
not react with other types of B-lactamases. Morin et al. developed and characterized 28 murine
monoclonal antibodies (mAbs) against plasmid-mediated TEM-1 B-lactamase. Of the 28 mAbs, 16
monoclonal antibodies had cross-reactivity with TEM-2, TLE-1, and, to some degree, SHV-1 [22].
Even though mAbs have been produced, no analytical method has been developed. In this study, we
produced mAbs against TEM-1 B-lactamase (i.e., parental penicillinase) and developed a sandwich
ELISA for the detection of this penicillin degrader.



Int. J. Environ. Res. Public Health 2013, 10 2690

2. Experimental Section
2.1. Chemicals and Materials

TEM-1 B-lactamase was purchased from Aladdin Industrial Inc. (Shanghai, China). Complete and
incomplete Freund’s adjuvant and enzyme immunoassay-grade horseradish peroxidase-labeled
goat anti-mouse immunoglobulin were obtained from Sigma (St. Louis, MO, USA). Both
3,3',5,5'-tetramethylbenzidine (TMB) and horseradish peroxidase (HRP) were purchased from Aladdin
Chemistry Co., Ltd. (Shanghai, China). Gelatin was obtained from Beijing Biodee Biotechnology Co.,
Ltd. (Beijing, China). Pure milk was purchased at a local supermarket. Other reagents and chemicals
were obtained from the National Pharmaceutical Group Chemical Reagent Co., Ltd. (Shanghai, China).

2.2. Solutions

The solutions used in the study included a coating buffer (0.01 M sodium carbonate buffer, pH 9.6),
blocking buffer (0.2% w/v gelatin in coating buffer), 0.01 M phosphate-buffered saline (PBS, pH 7.4),
washing buffer (PBS containing 0.05% v/v Tween 20), antibody dilution buffer (PBS containing 0.1%
w/v gelatin and 0.05% v/v Tween 20), stop buffer (2 M sulfuric acid), and substrate solution. The
substrate solution was prepared by mixing 2 mL of 0.06% (w/v) TMB in glycol with 10 mL of 0.1 M
citrate phosphate buffer (pH 5.0) containing 1.8 uL of 30% hydrogen peroxide.

2.3. Antibodies and Conjugated Antibodies

Female BALB/c mice (6-8 weeks old) were prepared for immunization. First, the mice were
immunized by a normal subcutaneous procedure using a series of three doses [18]. The doses were
100, 100, and 50 pg B-lactamase. Seven days after the third immunization, the immune responses of
the mice were measured by indirect ELISA. The mouse with the highest titer was sacrificed and its
spleen was fused with Sp2/0 murine myeloma cells. The target cells were selected by indirect ELISA
and obtained by limiting dilution. The mAbs were purified by the caprylic acid-ammonium sulfate
precipitation method and then conjugated to HRP as described [20]. Antibodies that conjugated to HRP
were characterized by direct ELISA.

2.4. Sandwich ELISA

Ninety-six-well microplates were coated with anti-B-lactamase mAb diluted in coating buffer
(100 pL/well) and subsequently incubated at 4 <C overnight. Following incubation, the wells were
washed three times with washing buffer; the free binding sites in the wells were blocked with blocking
buffer (220 pL/well) at 37 °C for 2 h. Following another washing step, 100 uL of a serially diluted
B-lactamase standard solution or sample extract solution was added to each well, and the microplate
was incubated at 37 °C for 1 h. Subsequently, 100 uL of HRP-labeled anti-p-lactamase mAb was
added to each well, and the plate was incubated for 1 h at 37 <C. After washing the plate five times,
100 pL of TMB substrate solution was added to each well and allowed to react with the labeled mAD at
37 °C for 15 min in the dark. The reaction was stopped by adding 2 M sulfuric acid (50 uL/well).
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Absorbance was measured at 450 nm in a microplate reader. All measurements were performed
in triplicate.

2.5. Indirect ELISA

Indirect ELISA was carried out to detect the serum titers and to screen the hybridoma cell lines.
ELISA plates containing 100 uL/well of B-lactamase in coating buffer were incubated at 37 <C for 2 h.
Following incubation, the plates were washed three times with washing buffer, blocked with blocking
buffer (220 pL/well), and incubated for 2 h at 37 <C. After washing the plates, cell supernatant or
mouse serum diluted with antibody dilution buffer was added to the wells (100 pL/well). The
microplates were incubated at 37 <C for 30 min. After washing the plates three times, HRP-labeled
goat anti-mouse immunoglobulin, which was diluted with antibody dilution buffer at a ratio of 1:3,000,
was added (100 uL/well), and the plates were incubated at 37 <C for 30 min. After washing the plates
four times, 100 pL of freshly prepared TMB substrate solution was added to each well and allowed to
react at 37 <C for 15 min in the dark. The reaction was stopped with the addition of 2 M sulfuric acid
(50 pL/well). Absorbance was measured at 450 nm in a microplate reader.

2.6. Pairwise Interaction Analysis

To select the best mAb pair for the sandwich ELISA of p-lactamase, mAbs from 15 cell lines were
labeled with HRP and analyzed by sandwich ELISA. One anti-B-lactamase mAb was utilized as the
capture antibody to pair with the other 14 anti-p-lactamase mAbs, which were labeled with HRP and
used as the detection antibodies. Based on our experience, 4 pg/mL of capture antibody and 2 pg/mL
of detection antibody yield optimum results. These concentrations were therefore used in our
experiments. The positive control was added with 100 ng/mL B-lactamase in PBS and the negative
control was added with 0.01 M PBS.

2.7. Selection of Optimum mAb Pairs for S-Lactamase Detection

To select the optimum pair, coupled pairs obtained in pairwise interaction analyse were further
tested in sandwich ELISA. PBS and serially diluted B-lactamase in PBS were added to a microplate as
negative control and standard, respectively. Standard curves of different pairs were generated
and compared.

2.8. Assessment of Cross-Reactivity of the Developed Sandwich ELSA

Bush type IV B-lactamase, alkaline phosphatase, B-D-glucuronidase, casein, OVA, and BSA were
tested by the developed sandwich ELISA. All reactants were diluted in PBS containing 0.01% Tween 20.

2.9. Sample Preparation

Pure milk, purchased at a local market, was p-lactamase free based on the cylinder plate method.
Different volumes of B-lactamase (1 mg/mL) were added to milk resulting in different p-lactamase
concentrations. The milk samples were centrifuged at 3,500 x<g at 15 <C for 10 min. After centrifugation,
milk fat was removed from the supernatant, and the milk was immediately analyzed.
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2.10. Analysis of p-Lactamase-Spiked Milk by Sandwich ELISA

Milk was spiked with either 10 ng/mL or 40 ng/mL of purified p-lactamase. The spiked milk
samples were subjected to the same treatment described in Section 2.9. The B-lactamase concentration
in the spiked milk sample was calculated based on a standard curve.

3. Results and Discussion
3.1. Production of Anti-f-Lactamase mAbs

Seven days after cell fusion, the anti-B-lactamase mAbs in the supernatant from the cell culture
plates were detected by indirect ELISA. Target cells for B-lactamase were selected and sub-cloned
three times by limiting dilution. After selection, 15 hybridoma cell lines, labeled mAbl through
mADb15, were obtained. These cells were intraperitoneally injected into mice, and the ascitic fluid
produced was removed for preparation of the mAbs.

3.2. Pairwise Interaction Analysis of mAbs

The ratios between the ODgyso oOf the positive control and the OD4so of the negative control are
shown in Table 1.

Table 1. Sandwich ELISA for pair-wise interaction analysis (P/N value).

Capture mAb

D mAb

1 2 3 4 5 6 7 8 9 10 11 12 13 14 15
1-HRP 1229 207 348 730 777 572 725 200 985 829 259 356 184 1.18
2-HRP 11.88 236 1528 641 524 6.05 596 447 309 374 372 478 326 143
3-HRP 3.57 1.99 421 119 138 111 141 120 216 192 107 134 127 092
4-HRP 595 1470 451 1256 1281 10.60 10.73 2.78 13.09 9.11 384 469 193 091
5-HRP 9.70 477 138 11.35 3.01 1.96 2.75 1.86 513 252 137 229 210 119
6-HRP 5.18 160 1.34 5.73 2.16 211 178 1.60 117 142 137 172 167 110
7-HRP 301 226 100 6.20 129 159 176 145 275 209 106 125 133 0.89
8-HRP 3.97 169 138 737 266 239 298 099 171 217 124 235 195 118
9-HRP 0.96 182 089 0.90 127 133 119 114 214 110 0.7 101 101 101
10-HRP 1141 516 241 1310 493 523 580 495 365 397 380 506 371 179
11-HRP 1056 509 253 1555 6.10 481 635 506 381 276 447 422 325 158
12-HRP 2.34 2.73 1.06 297 1.99 2.24 1.64 148 1.07 345 2.03 154 127 0091
13-HRP 313 464 121 466 225 257 200 278 147 393 288 177 149 131
14-HRP 386 941 219 363 479 610 533 511 174 109 780 275 1.13 0.92

15-HRP 163 283 119 119 193 177 159 150 1.08 432 211 101 3.95 167

These results indicate that many candidate mAb pairs were obtained; mAbs 1, 2, 4, and 10
contributed to most of the pairs. When used as a detection antibody, mAb 4 can be paired with
mAbs 1-13. This result suggests that mAb 4 recognizes a unique epitope, which is far from the
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epitopes of the other mAbs. Conversely, mAbs 6, 7, and 8 did not couple well with other mAbs when
used as detection antibodies. Because the antibodies that conjugated with HRP were characterized by
direct ELISA, this result may be attributed to steric hindrance between the capture and detection
antibodies. This difference suggests that relatively more cell lines are essential for the pairwise
interaction analysis.

3.3. Selection of an Optimum mAb Pair for f-Lactamase Detection

Figure 1 shows the running curves of three representative pairs in PBS: 4-2 HRP, 4-11 HRP, and
10-4 HRP. 4-2 HRP and 4-11 HRP were the pairs with the highest ratio and absorbance values at 450 m
(absorbance values of other mAb pairs is not shown). The results indicate that the sandwich ELISA
with 10-4 HRP is more sensitive than that with 4-2 HRP or 4-11 HRP. This result is consistent with
our previous findings that pairs with the highest ratio or absorbance may not guarantee the optimum
pair [20]. Therefore, mAb 10 was used as the capture antibody and mAb 4 was used as the detection
antibody; mADbs 10 and 4 were designated as the optimum mAb pair.

Figure 1. Comparison of running curves between different pairs.

2.5+
2.0

=

c

o

o}

< 154

©

[0

[8)

C

@®

g 1.0 - —=—4-2 HRP

2 —e—4-11 HRP

< —aA— 10-4 HRP
0.5
0.0 T T T v T § T T T T T d T ¥ T '

0 50 100 150 200 250 300 350

Concentration of B-lactamase (ng/mL)
3.4. Development of mAb-Based Sandwich ELISA for the Detection of f-Lactamase

Based on the optimum mAb pair, an mAb-based sandwich ELISA for the detection of B-lactamase
was developed. The optimum concentration of the capture antibody and the dilution factor of the
detection antibody were 5 pg/mL and 2,000, respectively. Commercial p-lactamase was used as a
standard and was added to pure milk, PBS, or PBS containing 0.01% Tween 20. Figure 2 shows the
calibration curve of different concentrations of B-lactamase in pure milk. LOD (limit of detection) was
calculated by multiplying SD (standard deviation) of the blank absorbance value by 3 and dividing the
result by the slope of the standard curve. Figure 3 shows the running curves of different concentrations
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of B-lactamase in PBS or PBS containing 0.01% Tween 20 (PBST). The LOD of B-lactamase in PBST
was 0.56 ng/mL, which was lower (i.e., more sensitive) than that of B-lactamase in PBS or in pure
milk. The sensitivity of this method was enhanced by the presence of Tween 20 in the dilution buffer.
However, a substantial difference of the OD in PBST and the OD in pure milk was obtained when
B-lactamase in PBST was used as the calibration curve. In this case, the recovery of 100 ng/mL
B-lactamase in pure milk was only 59% when PBST was used as the dilution buffer. The curve
obtained from B-lactamase in PBS was not stable; however, it was more comparable to that obtained
from B-lactamase in milk. Therefore, p-lactamase in pure milk was used as the calibration curve for the
detection of B-lactamase. The LOD and the linear dynamic range of this method were 4.17 ng/mL and
5.5-100 ng/mL, respectively.

Figure 2. Calibration curve (in pure milk) for the detection of B-lactamase.

1.6 4

14

Y=0.0132X+0.0922

1.2 %
R"=0.991

1.0+
0.8
0.6

0.4

Absorbance at 450 nm

0.2 1

0.0+

0 20 40 60 80 100
Concentration of B-lactamase (ng/mL)
Points were means of triplicate determinations.

3.5. Method Specificity

As mentioned previously, B-lactamases are divided into four categories (class A, B, C, and D) based
on their amino acid sequence. Several researchers have reported that different f-lactamases may share
a certain degree of homology [22-24]. Because several types of proteins are present in milk, it is
crucial to assess any cross-reactivity in milk using the developed B-lactamase detection method. Figure 4
shows that the OD of TEM1 B-lactamase at 50 ng/mL was ~2. On the other hand, the ODs of other
cross-reactants at 10 pg/mL were <0.16. Lactoferrin, which had the highest OD among the
cross-reactants, had <0.01% cross-reactivity in the developed sandwich ELISA. The molecular
structure of type IV PB-lactamase is not known. The low cross-reactivity of type IV B-lactamase
suggests that our developed sandwich ELISA was very specific for TEM1 B-lactamase. This finding
was possible because sandwich ELISA is based on two monoclonal antibodies, each of which
specifically recognizes one epitope. Other studies have reported similar results. In a previous study, we
developed a highly sensitive sandwich ELISA for the detection of staphylococcal enterotoxin A (SEA).
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The mAb-based sandwich ELISA was very specific for SEA; however, staphylococcal enterotoxins do
share a certain degree of homology. The low cross-reactivity with similar proteins, especially milk
proteins, confirms the specificity of this method. Furthermore, the results may explain the low
background and insignificant matrix effects obtained in pure milk.

Figure 3. Running curves in PBS and PBS containing 0.1% Tween.
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Figure 4. Cross-reactivities of the ELISA toward some enzymes from bacteria and some
common proteins. Concentration of TEM1 B-lactamase is 50 ng/mL. Concentration of
other reactants is 10 ug/mL.
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3.6. Recovery and Validation Tests

The intra- and inter-assay recoveries and coefficient of variation (CV) of the developed sandwich
ELISA were assessed. The intra-assay recovery was determined by analyzing each B-lactamase
concentration six times per run at one time, whereas the inter-assay recovery was determined by
analyzing each concentration at six different times. Table 2 shows that the intra- and inter-assay
recoveries for 10 ng/mL and 40 ng/mL B-lactamase were 103.13-100.22% and 96.82-97.23%,
respectively. The intra- and inter-assay CVs for 10 ng/mL and 40 ng/mL B-lactamase were 6.21-7.38%
and 13.74-12.96%, respectively. These results indicate that our developed sandwich ELISA is accurate
and reliable for detecting TEM 1 B-lactamase in milk.

Table 2. Recovery of sandwich ELISA for p-lactamase.

Sparked level Intra-assay (n.: 6) Inter-assay (n -: 6)
(ng/mL) Mean £SD Recoveries CcV (%) Mean xSD Recoveries CcV (%)
(ng/mL) (%) (ng/mL) (%)
40 40.086 +2.963 100.21 7.38 38.886 +5.035 97.22 12.96
10 10.313 £0.6422 103.13 6.21 9.682 +1.326 96.82 13.74

4. Conclusions

B-Lactamase residues in milk represent a public health risk. Furthermore, it is a challenge to
measure and detect illegal food additives. In this study, we produced 15 high affinity monoclonal
antibodies of TEM 1 B-lactamase by routine immunization, fusion, and selection. Following the
selection of an optimum mAb pair by the pairwise interaction assay, a sandwich ELISA for
B-lactamase detection was developed. The LOD and linear dynamic range of the method were
4.17 ng/mL and 5.5-100 ng/mL, respectively. Converted to units of enzyme activity, the sensitivity of
our developed sandwich ELISA was 4.17 <10~ U/mL (1,000 units/mg enzyme). On the other hand,
the sensitivity of the conventional cylinder plate method is 4 U/mL. The intra- and inter-assay results
revealed that this method was both accurate and reliable. Our developed sandwich ELISA can be used
as a rapid detection method of B-lactamase residues in large volumes of milk. Further studies should
focus on other molecular types of B-lactamase to characterize the specificity of this method.
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