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The influence of the carrier 
molecule on amoxicillin recognition 
by specific IgE in patients with 
immediate hypersensitivity 
reactions to betalactams
Adriana Ariza1, Cristobalina Mayorga1,2,3, María Salas2, Inmaculada Doña2,  
Ángela Martín-Serrano1,3, Ezequiel Pérez-Inestrosa3,4, Dolores Pérez-Sala5, 
Antonio E. Guzmán6, María I. Montañez1,3,* & María J. Torres2,3,*

The optimal recognition of penicillin determinants, including amoxicillin (AX), by specific IgE antibodies 
is widely believed to require covalent binding to a carrier molecule. The nature of the carrier and its 
contribution to the antigenic determinant is not well known. Here we aimed to evaluate the specific-IgE 
recognition of different AX-derived structures. We studied patients with immediate hypersensitivity 
reactions to AX, classified as selective or cross-reactors to penicillins. Competitive immunoassays 
were performed using AX itself, amoxicilloic acid, AX bound to butylamine (AXO-BA) or to human 
serum albumin (AXO-HSA) in the fluid phase, as inhibitors, and amoxicilloyl-poli-L-lysine (AXO-PLL) 
in the solid-phase. Two distinct patterns of AX recognition by IgE were found: Group A showed a 
higher recognition of AX itself and AX-modified components of low molecular weights, whilst Group 
B showed similar recognition of both unconjugated and conjugated AX. Amoxicilloic acid was poorly 
recognized in both groups, which reinforces the need for AX conjugation to a carrier for optimal 
recognition. Remarkably, IgE recognition in Group A (selective responders to AX) is influenced by the 
mode of binding and/or the nature of the carrier; whereas IgE in Group B (cross-responders to penicillins) 
recognizes AX independently of the nature of the carrier.

Allergy to antibiotics is a major health problem in Europe, with betalactams (BLs) the most frequent culprits1,2. 
Approximately 10% of the population reports this allergy3, however, less than 24% of these cases can be con-
firmed1,4, perhaps due to the low sensitivity of the available diagnostic methods where the proper drug derivative 
involved in the reaction is not probably included. Moreover, although BLs specific IgE (sIgE) determination is 
valuable, its predictive value is not very high, therefore it should be performed in combination with skin test or 
drug provocation test (DPT) to get an accurate diagnosis5.

All BLs used in clinical practice can induce allergy, but amoxicillin (AX), with or without clavulanic acid, 
is the most common elicitor2,6. The chemical structure of AX is composed of a ß-lactam ring fused to a thi-
azolidine ring and a side chain (2-Amino-2-(4-hydroxyphenyl)acetamido) bound to carbon 6 of the penicillin 
(Fig. 1). Similarities and differences in the chemical structure of AX compared to other BLs help explain why 
some patients develop allergy only towards AX and tolerate other BLs (selective reactors)7–9, whilst others react 
to several BLs (cross-reactors)2,8,10–13.

AX is a low molecular weight molecule that, according to the hapten hypothesis, does not induce an immune 
response unless covalently bound to a carrier, usually a protein14, in order to give rise to sufficiently large size15,16. 
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This process occurs through the opening of the ß-lactam ring by the amino groups of protein lysine residues17, 
forming the amoxicilloyl (AXO) antigenic determinant (Fig. 1)17,18. In the degradation pathway of AX, other 
structures such as amoxicilloic acid (result from β -lactam ring hydrolysis) and diketopiperazine (resulting from 
intramolecular acylation by the amino group of AX side chain) can be formed19. These two structures do not have 
the ability to bind covalently to proteins and correspondingly, as demonstrated in skin test and basophil activation 
test, cannot be recognized by sIgE from allergic patients20. Moreover, monoclonal antibodies to AX have shown 
that, besides the side chain, part of the carrier molecule is needed to achieve optimal recognition21. Additionally, 
other studies indicate that test sensitivity depends on the carrier molecule but that also the density and distribu-
tion of the AXO can have an important role22–24. Taken together, these studies suggest that the immune response 
to AX is determined not only by its chemical structure but also by the nature of the carrier molecules14.

Traditionally, human serum albumin (HSA) has been considered the main AX target because is the most 
abundant serum protein and possesses a very high ligand-binding capacity25. In addition, other serum proteins 
such as transferrin and immunoglobulins26 and also intracellular proteins from monocytes, B-lymphoma cells, 
and macrophages cell lines have been reported as AX target carriers in in vitro studies27. From an immunological 
point of view, the relevant carrier proteins have not been fully identified. The in vivo haptenation process is com-
plex28 and could be one of the main limitations for detecting drug-protein adducts generated in vivo after drug 
administration. However, mass spectrometry (MS) techniques have recently allowed the characterization of HSA 
modified by AX in serum from subjects under oral AX treatment26,29, having previously been performed for other 
BLs (benzylpenicillin (BP), flucloxacillin and piperacillin)30–34.

The characterization of the AX determinants, the endogenous candidate carrier protein and the IgE recog-
nition of the conjugate is necessary to understand the mechanisms of allergy as well as to implement diagnostic 
tests35–39. Therefore in this work we have studied sIgE recognition in AX allergic patients for four different struc-
tures derived from AX. Two of the structures are not bound to a carrier: AX itself and amoxicilloic acid, with only 
the former retaining the capacity to bind to proteins forming the AXO group. The other two structures consist of 
AX bound to two different carrier molecules, butylamine (BA) or HSA: both have the AXO groups, however the 
former is a monomer presenting a single AXO antigenic determinant, whilst the latter is a macromolecule with 
several AXO groups.

Experimental Design
In order to perform this study, a group of patients with immediate allergic reaction to AX were selected according 
to the European Network for Drug Allergy (ENDA) guidelines and further classified as selective or cross-reactors 
to BLs.

With the aim of evaluating which structures derived from AX were recognized by IgE from allergic patients 
to this drug, radio-allergo-sorbent-test (RAST) inhibition assay was performed using AX and three derivatives 
(amoxicilloic acid, AXO-BA and AXO-HSA) at different concentrations as inhibitors. For further comparisons 

Figure 1. Chemical structure of the AX-derived molecules: amoxicillin (AX), amoxicilloic acid, 
amoxicilloyl-butylamine (AXO-BA) and amoxicilloyl-human serum albumin (AXO-HSA) used as 
inhibitors in the RAST inhibition assay. 
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between groups of patients, the 1 mM concentration of AX derivatives was selected, since it was the optimal 
concentration that produced a differential behaviour in IgE recognition. This was carried out using the Mann–
Whitney test for non-related samples and Wilcoxon test for related samples.

Given that AX can react during the RAST inhibition assay, through either degradation (to amoxicilloic acid or 
diketopiperazine) or conjugation to the proteins from patient sera, the formation of AX-derived molecules was 
studied. First, AX-protein conjugates were analysed by SDS-PAGE (sodium dodecyl sulphate polyacrylamide 
gel electrophoresis) and Western blot using an anti-AX monoclonal antibody and, second, the content of low 
molecular weight compounds was studied by spectroscopic techniques and liquid chromatography. Finally, in 
order to study their ability to be recognized by IgE and if there are differences depending on the groups, different 
molecular weight fractions of these AX-modified sera were employed as inhibitors in RAST inhibition assays.

Results
Immunological recognition of AX-derived structures. We analysed the relevance and influence of 
carrier molecules on the recognition of AX by sIgE in 21 allergic patients with a confirmed diagnosis of an imme-
diate allergic reaction to AX. All cases were diagnosed by skin test positive to BP or AX determinants and RAST 
positive to amoxicilloyl-poly-L-lysine (AXO-PLL). This group of patients was selected from our databank (2000–
2015) that includes 751 patients allergic to BLs. All patients were re-evaluated before inclusion. The demographic, 
clinical, and serologic characteristics of the patients are shown in Table 1. Twelve were women (57%) and the 
median age was 43 (interquartile range (IR): 36–51) years old. The clinical entities observed were anaphylactic 
shock for 3 (14.2%), anaphylaxis for 12 (57.1%) and urticaria for 6 cases (28.5%). The median time interval 
between the reaction and the study was 5 (IR: 2–8.5) months.

According to the IgE recognition to BLs, patients showed two well-differentiated patterns: patients with selec-
tive allergic reactions to AX (Group A), and patients who had a cross-reaction (Group B). Patients with selec-
tive reactions to AX are defined as those with negative skin test to BP determinants but positive to AX, with 
good tolerance to BP and penicillin V, and sIgE antibodies to AX but no detection of sIgE to BP; patients with 
cross-reactive reactions have positive skin test to BP determinants and/or AX and present sIgE to BP and AX 
(Table 1). We found that there were no differences in gender, age (Group A, median: 44 years, IR: 39–47.75 years; 
Group B, median: 40 years, IR: 29.5–58.5 years) and severity of the reaction between both groups. We did find 
significant differences in the time interval between reaction and study (p =  0.003) (Group A, median: 8.5 months, 
IR: 5.5–14 months; Group B, median: 2 months, IR: 1–5 months).

Pat Gen
Age 

(years) Reaction Adre Drug Route
Int 

D-R
Int 
R-S

Skin test

DPT 
BP/PV

% RAST

BP-OL MD AX
BPO-
PLL

AXO- 
PLL

1A F 35 Anaphylaxis + AX O 30 7 − − + − 1,09 21,79

2A M 45 Anaphylaxis nk AX-Clav O nk 19 − − + − 1,68 29,68

3A F 42 Urticaria − AX O 45 8 − − + − 0,93 21,01

4A M 43 Anaphylaxis − AX-Clav O 30 5 − − + − 0,00 25,58

5A F 51 Urticaria − AX-Clav O 30 11 − − + − 0,31 23,61

6A M 47 Anaphylactic shock + AX-Clav O 15 15 − − + − 0,00 15,37

7A M 38 Anaphylaxis + AX-Clav O 35 3 − − + − 0,00 16,42

8A F 48 Urticaria − AX O 45 9 − − + − 2,56 33,72

9B F 19 Anaphylaxis nk AX O 20 5 − − + nd 51,17 26,30

10B F 33 Anaphylaxis nk AX-Clav O 20 2 + − + nd 16,35 19,75

11B M 65 Urticaria − AX P nk 10 − − + nd 14,74 14,31

12B M 50 Anaphylactic shock + AX O 10 2 − − + nd 16,85 17,13

13B F 40 Anaphylaxis + AX-Clav O 20 1 + − − nd 23,90 16,58

14B F 37 Anaphylaxis + AX O 25 4 + + + nd 41,84 60,43

15B M 26 Anaphylaxis − AX O 30 1 − − + nd 6,87 21,62

16B F 40 Anaphylactic shock + AX O 15 5 − − + nd 14,60 11,50

17B F 57 Urticaria − AX O 30 6 + + + nd 25,53 28,92

18B F 61 Urticaria − AX-Clav O 40 2 − − + nd 39,96 42,82

19B M 51 Anaphylaxis nk AX O 15 1 − − + nd 16,33 23,20

20B M 19 Anaphylaxis + AX O 20 3 − − + nd 15,23 10,33

21B F 60 Anaphylaxis + AX-Clav O 15 1 − − + nd 33,28 19,89

Table 1.  Classification and clinical characteristics of patients diagnosed with an immediate allergic reaction 
to AX included in the study. Pat: Patient; Gen: Gender; Adre: Adrenalin treatment administered (+ : yes; − : no; 
nk: not known); AX: amoxicillin; Clav: clavulanic acid; O: Oral; P: Parenteral; F: female; M: male; Int D-R: Time 
interval between drug administration and symptoms (min); Int R-S: Time interval between reaction and study 
(months); BP-OL: benzylpenicilloyl-octa-L-lysine; MD: minor determinant; DPT-BP/PV: Drug provocation test 
benzylpenicillin and penicillin V; BPO-PLL: benzylpenicilloyl-poly-L-lysine; AXO-PLL: amoxicilloyl-poly-L-lysine.
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The in vitro analyses of the IgE recognition were performed by RAST inhibition assay using sera with RAST 
values to AXO-poly-L-lysine (AXO-PLL) higher than 7%. We used as solid-phase AXO-PLL cellulose discs, and 
as fluid phase different inhibitors: AX itself, amoxicilloic acid, AXO-BA and AXO-HSA (Fig. 1). We observed 
two well-defined patterns considering in vitro IgE recognition (inhibition > 50%) to these structures that was 
well related with the clinical response in both Group A and Group B (Fig. 2a). In Group A (N =  8), all patients 
presented a relevant IgE recognition of AX itself, with no IgE recognition of the rest of the inhibitors (Fig. 2a, top). 
In Group B (N =  13), 8 cases had relevant IgE recognition of AXO-HSA with no cases having IgE recognition only 
of AX itself (Fig. 2a, bottom). However the pattern of IgE recognition was more heterogeneous than in Group 
A, with 4 cases having more than 50% of inhibition only of AXO-HSA, 3 of AX, AXO-BA and AXO-HSA, 2 of 
AXO-BA, 1 of AX and AXO-BA, 1 of AX, amoxicilloic acid and AXO-HSA and 2 with no relevant recognition.

We compared the mean ±  SD percentage of inhibition results at decreasing inhibitor concentrations (100–
0.01 mM for AX, amoxicilloic acid and AXO-BA and 6.5–0.01 mM of AXO groups in AXO-HSA adducts) 
between groups (Fig. 2b). At the maximum concentration of most of inhibitors (100 mM), low differences were 
found between groups; however, at decreasing concentrations different patterns clearly appeared between groups 
A and B, particularly for AX itself. In Group A, only a slight decrease in the percentage of inhibition (from 80.93% 
to 62.30%) was found even at the lowest AX concentration (0.01 mM). However, in Group B, we found a strong 
decrease on percentage of inhibition to 40.02% at 1 mM and 16.90% at 0.1 mM of AX inhibitor. Considering 
amoxicilloic acid, no differences were found between both groups at any concentration without relevant IgE 
recognition. Finally, we observed similar results for AX conjugated to BA or HSA, with both Group A and Group 
B having parallel curves although IgE recognition was always higher in Group B. Interestingly, no recognition of 
AXO-HSA was observed in Group A, for any of the concentrations used.

In Group B, the half maximal inhibitory concentration (IC50) for AX is in the range between 10–1 mM 
whereas in Group A more than 100 fold lower concentration is needed (Fig. 2b). No differences were found in the 
IC50 for amoxicilloic acid and AXO-BA. In the case of AXO-HSA, IC50 is around 1 mM in Group B and at least 
10 fold greater concentration is needed in Group A.

Figure 2. RAST inhibition assay results. (a) RAST inhibition assay performed with individual sera from 
AX allergic patients, with selective response to AX, Group A (Top) and, with cross-reactivity to BP and AX, 
Group B (Bottom). Solid-phase: cellulose discs modified with AXO-PLL. Inhibitors: AX (1 mM), amoxicilloic 
acid (1 mM), AXO-BA (1 mM) and AXO-HSA (1 mM AXO groups bound to HSA). Results are expressed as 
percentage of inhibition. (b) RAST inhibition assay performed with serum samples of AX allergic patients 
from Group A (filled circles) and Group B (filled squares). Solid-phase: cellulose discs modified with AXO-
PLL. Inhibitors: AX (100–0.1 mM), amoxicilloic acid (100–0.1 mM), AXO-BA (100–0.1 mM) and AXO-HSA 
(6.5–0.01 mM AXO groups bound on HSA). Results are expressed as mean ±  SD of percentage of inhibition for 
each concentration.
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Analysing the differences between inhibitors in each group in detail (Fig. 3a), we observed that in Group 
A, there was significantly higher IgE recognition of AX itself (median:73.40%; IR:67.70–79.35%) compared to 
amoxicilloic acid (median: 20.55%; IR: 1.175–38.20%; p =  0.012), AXO-BA (median: 21.25%; IR: 3.575–39.20%; 
p =  0.012) and AXO-HSA (median: 9.750%; IR: 0.9–16.65%; p =  0.012). No differences were found between the 
two AXO conjugates and amoxicilloic acid in this group. However, in Group B, the recognition of amoxicilloic 
acid was significantly lower (median: 17.44%; IR: 0.9–20.59%) than that of AX itself (median: 38.23%; IR: 21.91–
63.05%; p =  0.005), AXO-BA (median: 46.20%; IR: 31.07–60.48%; p =  0.006) and AXO-HSA (median: 52.20%; 
IR: 43.50–60.15%; p =  0.002) (Fig. 3a). In this group, no differences between the two AXO conjugates and AX 
itself were found.

Analysing differences for each inhibitor between both groups (Fig. 3b), we observed a significantly higher 
recognition in Group A compared to Group B of AX (p =  0.0034) and higher recognition in Group B compared 
to Group A of AXO-BA (p =  0.0186) and AXO-HSA (p =  0.0003). No significant differences between groups were 
observed for amoxicilloic acid, which was the least well recognized structure.

Study of AX reactivity in sera during in vitro immunoassay. As AX itself was significantly better 
recognized by IgE in Group A than in Group B, and as this structure is the only inhibitor that retains its ability 
to conjugate to proteins, we considered it important to analyse whether AX suffers conjugation to the proteins 
from patients sera during the RAST inhibition assay and if there were differences depending on the groups. 

Figure 3. Comparisons of RAST inhibition results. (a) Comparison of RAST inhibition values for each 
inhibitor at a concentration of 1 mM of AX, amoxicilloic acid and AXO-BA and 1 mM of AXO determinants in 
AXO-HSA in sera for Group A (left) and Group B (right) patients, performed using non-parametric analysis for 
related samples, Wilcoxon test. Significant differences were considered when p <  0.05. (b) Comparison of RAST 
inhibition values for each inhibitor at a concentration of 1 mM of AX, amoxicilloic acid and AXO-BA and 1 mM 
of AXO determinants in AXO-HSA between groups A and B performed using non-parametric analysis for non-
related samples, Mann-Whitney test. Significant differences were considered when p <  0.05.
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To verify this, we detected the AX-protein adducts formed in different sera by SDS-PAGE and Western blot 
using an anti-AX monoclonal antibody. Figure 4a shows the AX-protein adducts detected in serum from 
patients in Group A, Group B and tolerant controls. Results indicate that the same band pattern corre-
sponding to the major AX-serum targets, namely, HSA and the light and heavy chains of immunoglobulins, 
appeared in all cases. Regarding the components of low molecular weight fractions (FC <  3 KDa) the nuclear 
magnetic resonance (NMR) and high-performance-liquid-chromatography (HPLC) analyses confirmed the 
presence of AX itself, amoxicilloic acid and diketopiperazine whereas the matrix-assisted-laser-desorption/
ionization time-of-flight (MALDI-TOF) MS shows the presence of small AX-modified molecules (Figure 
4-Supplementary).

Immunological recognition of AX-modified molecules formed in sera during immunoassay.  
The IgE recognition of the different modified sera fractions was analysed by RAST inhibition using sera from 
groups A and B (Fig. 4b). The results indicated a higher recognition of the AX derivatives contained in the FC <  3 
by IgE from Group A and no differential recognition of any of the fractions by IgE from Group B.

Discussion
The formation of hapten-protein conjugates is a key process in the pathogenesis of AX allergic reactions, and 
although the chemical structure of the antigenic determinant (AXO) is well defined17,18, the nature of the proteins 
involved and their relevance is not completely known40–42. In order to understand how the carrier molecule(s) 
can influence the recognition by IgE in patients allergic to AX we have analysed several AX-derived structures: 
AX itself, amoxicilloic acid and AXO (AXO-BA and AXO-HSA) by RAST inhibition assay. Two main recognition 
patterns were found that interestingly were associated with the two types of clinical reactivity to AX: AX selective 
allergic patients better recognizing AX itself (Group A) and cross-reactive patients to BP and AX recognizing AX 
itself and AX previously conjugated to carrier molecules in a similar manner (Group B). Interestingly, there was a 
poor recognition of amoxicilloic acid in both groups, thus reinforcing the importance of the carrier molecule for 

Figure 4. Detection of serum proteins modified with AX and study of their IgE recognition. (a) Immunological 
detection by Western blot of serum proteins modified with AX during inhibition RAST procedure. Three 
representative cases from a selective allergic patient to AX (6A), a cross-reactive patient to penicillins (16B) 
and a healthy control C are shown. (b) RAST inhibition assays of different serum samples (4A, 6A, 9B and 13B) 
from AX allergic patients. Solid-phase: cellulose discs modified with AXO-PLL. Inhibitors: Different fractions 
(complete sample (CS), fraction with components of molecular weight higher than 30 KDa (FC >  30), fraction with 
components of molecular weight higher than 3 KDa (FC >  3), fraction with components of molecular weight lower 
than 3 KDa (FC <  3)) of three AX-modified-sera (from group A, B and tolerant control) at protein concentration 
1 mg/mL for CS, FC >  30 and FC >  3, and at the same dilution as FC >  3 for FC <  3). Results are expressed as 
percentage of inhibition.
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optimal recognition. This low relevance of amoxicilloic acid in IgE recognition was already observed in a previous 
study indicating that the use of this molecule did not increase the positivity of skin test and basophil activation 
test20.

Analysing the clinical data and diagnosis of patients included in the study, there are some important aspects 
to detail. First, we found that the percentage of patients with anaphylaxis was 71%, which is similar to results 
obtained from groups from South Europe where this percentage ranged from 53.3% to 71%11,43. This indicates 
that although BL administration is mainly administered by oral route, anaphylaxis is not rare. Second, although 
false positive results have been demonstrated especially for penicillin V5, different publications have demon-
strated a good correlation between the results of anti-AX and anti-BP IgE antibodies determined by radioimmu-
noassays and the response after DPT11,43–45. In our study, this agreement was higher between skin tests to AX and 
RAST to AXO-PLL because it was an inclusion criterion, although it was lower for BPO. In that sense, there were 
9 patients with skin test negative to BP-OL and RAST positive to BPO-PLL.This could probably be due to the 
presence of false negative skin test results as previously published45.

The analysis of RAST inhibition results showed that these differences were apparent when using low concen-
trations of inhibitors. In that sense, we found that Group A had a consistent pattern of IgE recognition being AX 
itself the only relevant structure inducing IgE recognition even at the lowest concentration (0.01 mM).

The comparisons of IgE recognition between conjugates were done at the same AXO concentration (1 mM) 
with results demonstrating that the pattern of IgE recognition with AXO-HSA was equivalent to the one described 
with AXO-BA. Differences were only found between groups showing a higher recognition of both conjugates, 
AXO-BA and AXO-HSA, in Group B. These results confirm that IgE recognition has a different behaviour in 
both groups with AX being significantly better recognized in Group A and AXO-BA and AXO-HSA in Group B.

To interpret these results it should be taken into account that given its reactivity, AX can conjugate to sera 
proteins used in the RAST inhibition assay and therefore the resulting adducts are optimally recognized in Group 
A compared to the previously synthetized AXO-BA and AXO-HSA. On the other hand, amoxicilloic acid cannot 
covalently bind to serum proteins during the inhibition assay because the β -lactam ring is already open, and 
binding to proteins through other functional groups is unlikely in the assay conditions. This highlights the role of 
amide linkage in IgE recognition, since it is the only difference between amoxicilloic acid and AXO (Fig. 1) and, 
therefore, the importance of the haptenation process in the recognition of BL structures by the immune system.

Given the different patterns of recognition between groups, we investigated whether there is different con-
jugation behaviour among serum proteins of patients depending on their clinical reactivity. We analysed the 
production of adducts during the inhibition assay with the only structure retaining this capacity (AX itself). We 
observed that AX-modified-protein bands could be assigned to the major serum proteins, HSA, light and heavy 
chains of immunoglobulins, as previously reported26. Remarkably, no differences in the pattern of modification, at 
least for the major stable conjugates, were found between sera of patients from groups A and B or even from con-
trol subjects. Interestingly, although HSA was one of the proteins modified in the inhibition assay, when we used 
AXO-HSA as an inhibitor no patient from Group A optimally recognized this structure. This could be explained 
by the different conditions for adducts attainment, either in vivo or in vitro in terms of concentrations and pH, 
that could alter HSA conformation46–48. Therefore, the number26,31,32,34,49 and distribution23,24 of AXO molecules 
on HSA could also be different, and this could affect immunological recognition. The importance of the tridimen-
sional conformation of the hapten in the adduct for IgE recognition has recently been emphasized using synthetic 
nano-carriers as a model50. Indeed, differences in the hapten spatial conformation were found, with the BPO 
group partially exposed to IgE recognition (only the thiazolidine ring) and with the side chain hidden, whereas 
the entire structure of the AXO group was exposed outside of the carrier molecule.

We looked in more detail at the recognition of AX by analysing specific binding of AX modified proteins 
contained in the complete sample or fractions of different molecular weight. IgE from Group A showed a specific 
recognition to AX-modified FC <  3 whereas no differences in recognition to different fractions were found in 
Group B. These results suggest that the nature of the carrier will influence the clinical response. Thus in selective 
responders, other molecules apart from the main serum proteins, HSA or immunoglobulins, especially those of 
low molecular weight, and maybe AX itself, seem to be more relevant for the optimal IgE recognition. In fact MS 
results seem to indicate that as-yet unidentified low molecular weight components from sera are modified with 
AX during the RAST inhibition procedure.

Summing-up, IgE recognition is influenced by the binding and nature of the carrier molecule in Group A, 
while IgE mainly recognizes the amoxicilloyl structure independently of the nature of the carrier in Group B. The 
sub-optimal IgE recognition of amoxicilloic acid reinforced the need for conjugation (through an amide linkage) 
to a carrier in Group B. These results lead to a better understanding of the haptenation process and will help 
improve diagnostic techniques.

Methods
Patients. Patients who had been diagnosed with an immediate allergic reaction to AX using the diagnostic 
procedure described in the ENDA51,52 were eligible for the study. In order to be included patients needed to have 
skin tests positive to BP determinants and/or AX and RAST positive to AXO-PLL higher than 7%, as this allowed 
performing the RAST inhibition assay.

Patients were classified as selective reactions to AX (Group A) when they had negative skin test to BP deter-
minants, good tolerance in DPT to BP and penicillin V, and sIgE antibodies to AX but no detection of sIgE to BP. 
Patients were classified with cross-reactive reactions (Group B) when they had positive skin test to BP determi-
nants and/or AX and present sIgE antibodies to BP and AX, and therefore DPT was not performed.

Blood samples collected from the included patients were processed following standard procedures by the 
Malaga Hospital-IBIMA Biobank. The study was conducted according to the Declaration of Helsinki principles 
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and was approved by the Provincial Ethics Committee of Malaga. All subjects included in the study were informed 
orally and signed the corresponding informed consent.

Skin testing. Skin prick tests (SPT) were performed as recommended and if negative were followed 
by intradermal tests (IDT)51,52. The maximum concentrations of the penicillin derivatives used were: 
benzylpenicilloyl-octa-L-lysine (BP-OL) 0.04 mg/mL (8.64 ×  10−5 M of the benzylpenicilloyl (BPO) moiety); 
minor determinant (MD) 0.5 mg/mL (1.5 ×  10−3 M of the sodium benzylpenilloate); AX 20 mg/mL (5 ×  10−2 M). 
In the SPT, a wheal larger than 3 mm with a negative response to the control saline was considered positive. For 
IDT, the wheal area was marked at the start and again 20 minutes after testing. An increase in diameter greater 
than 3 mm was considered positive53.

Drug provocation test (DPT). This test was carried out in a single-blind procedure following ENDA rec-
ommendations51,52. DPT consists of the administration of increasing doses of the BL at regular time intervals 
(30–60 minutes) to achieve the therapeutic dose, followed by two days ambulatory administration. First intra-
muscular BP (Normon-Laboratories, Madrid, Spain) was administered at the clinical setting followed by two 
days of oral penicillin V (ERN, Barcelona, Spain) at home, followed one week later by oral AX (Glaxo-Smithkline, 
Madrid, Spain) at the clinical setting followed by two days of oral AX at home.

SIgE antibodies determination. Serum sIgE from patients were quantified by using RAST with BP or AX 
conjugated to PLL (Sigma, St Louis, USA) bound to cyanogen bromide-activated cellulose discs44. RAST was per-
formed incubating sera with the solid-phases for 3 h at room temperature. After washing, 125I-anti-IgEantibody 
(ALK-Abello, Madrid, Spain) was added for the detection and the radioactivity was measured in a gamma coun-
ter (Packard BioScience, Frankfurt, Germany). Results were calculated as a percentage of the maximum of the 
count per minute (cpm), as in Eq. (1), and considered positive if they were higher than 2.5% of label uptake, 
which was the mean ±  2 SD of the negative control group.

=
−

×−RAST
cpm cpm

cpm
% 100

(1)
BPO AXO PLL PLL

maximum

/

Determination of IgE specificity and cross-reactivity. This was performed using the RAST inhibition 
assay22,44,54 with sera from patients with RAST values higher than 7%, using AXO-PLL solid-phase. As inhibi-
tors (Fig. 1) we used AX, amoxicilloic acid, AXO-BA at 10-fold decreasing concentrations (100–0.01 mM) and 
AXO-HSA (at 6.5, 1, 0.1 and 0.01 mM of AXO determinants in AXO-HSA) in PBS that were incubated with 
serum for 3 h, at room temperature. Then, these fluid phases (inhibitors plus sera) were added to the solid-phase, 
AXO-PLL cellulose discs, and the RAST method was followed as described above. Results were expressed as per-
centage of inhibition calculated according to the Eq. (2):

=
−

×−

−
Inhibition RAST RAST

RAST
% (% % )

%
100

(2)
non inhibited inhibited

non inhibited

For further comparisons between groups of patients, we selected 1 mM of AX determinants. This was chosen 
because it was the optimal concentration that produced a differential behaviour in IgE recognition (Figure 1- 
Supplementary). Moreover, the IgE specificity to different derivatives was also determined by using the IC50.

Preparation of inhibitor structures. Amoxicilloic acid and AXO-BA conjugates were prepared as 
described20,44 and characterized by NMR (Figure 2-Supplementary).

AXO-HSA was prepared by incubation of HSA (10 mg/mL) with a freshly prepared solution of AX (100 mg/mL)  
in 50 mM Na2CO3/NaHCO3 pH 10.2, for 48 h at 37 °C. AX unbound to proteins was removed by dialysis with 
3 kDa cut-off membranes for 72 h in Na2CO3/NaHCO3 pH 10.2 buffer that was replaced every 12 h. AXO-HSA 
adducts were characterized by MALDI-TOF MS (Figure 3-Supplementary), the increment of mass observed 
(4850 Da), compared to the HSA control sample, corresponds approximately to 13 units of AXO conjugated per 
HSA molecule.

In vitro modification of serum proteins of subjects (patients and controls) by AX for their use 
as inhibitors. Sera were incubated with a freshly prepared solution of AX (at 100 mM in 50 mM Na2CO3/
NaHCO3 pH 10.2) for 48 h at 37 °C. Four fractions were obtained from the modified sera: i) complete sample 
(CS); ii) fraction with components of molecular weight higher than 30 KDa (FC >  30), dialyzed against PBS with 
filter membrane (30 KDa); iii) fraction with components of molecular weight higher than 3 KDa (FC >  3), dia-
lyzed against PBS with filter membrane (3 KDa); iv) fraction with components of molecular weight lower than 
3 KDa (FC <  3). FC >  30 and FC >  3 contain the drug bound to serum proteins and FC <  3 mainly contains the 
free drug or its metabolites.

Before using these fractions as inhibitors in RAST inhibition, the CS, FC >  30 and FC >  3 were normalized to 
1 mg/mL protein concentration. For the FC <  3, as its low proteins content, the same dilution as FC >  3 was used. 
This fraction was analysed by NMR, MALDI-TOF MS and HPLC (Figure 4-Supplementary).

SDS-PAGE electrophoresis and Western blot. The formation of AX-serum proteins adducts during 
the RAST inhibition assay, as a potential source of carriers, was assessed by collecting the sera samples after 
3 h of incubation with AX (1, 10 and 100 mM). These sera samples were analysed by SDS-PAGE in 12.5% 
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polyacrylamide gels. Afterwards, proteins were transferred to BioTrace PVDF membranes (0.45 μ m, Pall 
Corporation, Life Sciences) on a wet blotting system (Bio-Rad, Hercules, CA, USA). AX-modified-proteins were 
detected using a mouse anti-AX monoclonal antibody at 1:500 dilution followed by incubation with a rabbit 
anti-mouse-Ig HRP-conjugated (Dako, Glostrup, Denmark) at 1:2000 dilution and enhanced chemiluminiscence 
detection26,55.

Statistical analysis. Quantitative variables without a normal distribution were expressed as median and IR 
and comparisons were carried out using the Mann–Whitney test for non-related samples and Wilcoxon test for 
related samples. P values ≤   0.05 were considered statistically significant.
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