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Abstract
Background and aim. Chronic spontaneous urticaria (CSU) is a disease of 
unknown etiology and autoimmunity has been thought to be an etiological factor. 
Immunoglobulin E (IgE)-anti-thyroid peroxidase antibodies (anti-TPO) may play 
a role in the pathogenesis of certain cases of urticaria. The aim of this study is 
to investigate IgE-anti-TPO in patients with chronic spontaneous urticaria and in 
patients with Hashimoto’s thyroiditis.
Methods. A total of 175 subjects were included in this study. 59 patients had 
chronic spontaneous urticaria without history of Hashimoto’s thyroiditis, while 58 
patients had Hashimoto’s thyroiditis without history of urticaria. The control group 
consisted of 58 participants without history of Hashimoto’s thyroiditis and urticaria. 
Serum IgE-anti-TPO levels were analyzed by site-directed IgE capture Enzyme-
Linked Immunosorbent Assay technique. We used this technique by modifying it. 
Results. IgE-anti-TPO antibodies were detected in all three groups and in all 
subjects. There was no significant difference between the three groups in terms of 
IgE-anti-TPO levels. Although total IgE and IgE-anti-TPO levels were higher in 
the IgG-anti-TPO positive chronic spontaneous urticaria, there was no significant 
difference.
Conclusions. IgE-anti-TPO antibodies do not play a pathogenic role in the majority 
of patients with chronic spontaneous urticaria.
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Introduction
Chronic urticaria is a continuous 

or intermittent period of urticaria lesions 
lasting longer than six weeks [1-3]. 
Chronic spontaneous urticaria is a disease 
of unknown etiology which is frequently 
observed in women and more common in 
adults. It is not usually related to external 
factors [1,2,4,5]. Autoimmunity has been 
reported to be an etiological factor in 40 to 
60% of patients with chronic spontaneous 
urticaria, particularly in those with 
thyroid autoimmune disorders such as 
Hashimoto’s thyroiditis [6-8]. There is 
an increased incidence of anti-thyroid 
antibodies in CSU both immunoglobulin 
G (IgG) anti-thyroid peroxidase (anti-
TPO) and IgG anti-thyroglobulin (anti-
Tg) with an incidence of about 25% 

[9]. Some authors have suggested that 
immunoglobulin E (IgE) anti-thyroid 
peroxidase antibodies (IgE-anti-TPO) may 
play a role in the pathogenesis of certain 
cases of urticaria [10-12].

In this study, we aimed to 
investigate IgE-anti-TPO levels in patients 
with CSU and in patients with Hashimoto’s 
thyroiditis using the site-directed IgE 
capture Enzyme-Linked Immunosorbent 
Assay (ELISA) technique.

Methods 
Study population
A total of 175 -subjects -were 

included in this cross-sectional study. 
- 59 patients had CSU without a history 
of Hashimoto’s thyroiditis, while 58 
patients had Hashimoto’s thyroiditis 
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without a history of urticaria. The control group consisted 
of 58 participants without any history of autoimmune 
diseases, Hashimoto’s thyroiditis and urticaria. Patients 
with CSU who received anti-IgE, corticosteroid and/or 
immunosuppressive therapy were excluded.

All participants were informed about the nature 
of the study and written informed consent was obtained. 
For this study, approval was obtained from the Ethics 
Committee for Non-invasive Clinical Studies at the 
University School of Medicine (No:2017/1083). The study 
was conducted in accordance with the principles of the 
Declaration of Helsinki.

Detection of IgE-anti-TPO and IgG-anti-TPO 
levels

Serum IgG-anti-TPO levels were measured using 
the chemiluminescence immunoassay (ARCHITECT 
i1000SR-Abbott).

Serum IgE-anti-TPO levels were assessed by a site-
directed IgE capture ELISA method modified as below 
[11]. We used a 96-wellplate and coated the well using 
anti-human IgE (clone: MHE-18, Cat. No. 325502, 0.5 mg/
mL, Biolegend, CA, USA) in such a way as to 1.6 µg/mL 
antibody in 10mM sodiumcarbonate (Na2CO3) at pH 9.0 
solution. After adding 100 µL anti-human IgE solution, the 
plates were incubated overnight at 4°C without shaking. 
We used cell culture plates (CorningCostar, Cat No. 
CLS3595, USA). After 24 hours of incubation, the plates 
were blocked with 2% fetal bovine serum (FBS) (Sigma-
Aldrich, Cat No. F2442, Germany) for 4 hours. At the end 
of the blocking procedure, we poured FBS solution and 
did not wash the plates. The samples (serum, 100 µL/well) 
were added in the well (four replicates) and incubated for 2 
hours at 37°C. The plates were then washed with washing 
buffer and 100 µL TPO-biotin (1:1000 dilution) was added 
to the well. As no commercial TPO-biotinis was available, 
biotinylated (biotin-XX Microscaler Protein Labeling 
Kit, Cat No. B30010, Invitrogen/ThermoFisherScientific, 
USA) recombinant human-TPO (RSR-TPO-SF9, Ltd, 
Cardiff, UK) was used. The plates were incubated for 2 
hours at 37°C without shaking and the plates were washed 
three times with washing buffer. Then, 100 µL/1:2000 
diluted HRP-streptavidin (Biolegend, Cat No. 405210, 
CA, USA) was added to all wells. After incubation for 
1 hour at 37°C, the plates were washed three times with 
washing buffer. Subsequently, 100 µL TMB substrate 
(Biolegend, Cat No. 421501, CA, USA) was added to each 
well and the plates were incubated at least 1 hour at 37°C 
(depending on the chloride content) with shaking at 100 
rpm. Finally, the reaction was stopped by using 50 µL/3M 
NaOH. The yellow color absorbance was measured at 450 
nmviaBioTek ELX800 microplatereader. 

Since we were unable to reach the SP2/Sp1,4 
cells transfected mouse myeloma cells as positive control 
and standard, we used different controls. For the control 
group, two lines of the plate were not coated with anti-

human IgE-antibody, and four wells were coated with 
TPO-biotin directly (1:1000 in Na2CO3); four wells with 
HRP-streptavidin (1:2000), four wells with anti-TPO 
IgG (Cat No: M00320, Boster, CA, USA) and the rest of 
the wells with anti-IgGFc antibody (clone, HP6017, Cat. 
No. 409301, Biolegend, CA, USA). After the coating 
procedure, we blocked and treated the controls as the other 
wells. As previously described, Altrichter et al. [13] used 
streptavidin alkaline phosphatase (AP) and its substrate 
p-NPP, rather than HRP-streptavidin/TMP, and they 
measured the absorbance at 405 nm.

The TPO-biotinand HRP-streptavidin gave the 
maximal signal as 2.0 to 2.5.

We calculated the optic density (OD) in U/mL as 
follows: in a 96-well plate, measuring one OD is equal 
to one U/mL with HRP-streptavidin and TMB substrate. 
We had an OD of approximately 0.1 TMB blank. Then we 
subtracted 0.1 from the sample absorbance and 100 µL is 
ten times 1.0 mL, thus we multiplied ten times the OD. 

For the first time we modified the determination of 
IgE-anti-TPO methods as follows;

1.	 After four-time detection we shortened the 
incubation period with IgE-anti-TPO relative to overnight 
measurement. For incubation we used 37°C, rather than 
4°C for 6 hours.

2.	 We shortened the blocking period with FBS (or 
human serum albumin) at 37°C to 4 hours.

3.	 We used the HRP-streptavidin/TMP substrate 
rather than AP. 

Assessment of Urticaria Activity Score (UAS)
The UAS-7 is a calculated patient-reported outcome 

measure derived by summing the score for the number 
of wheals and intensity of pruritus (0: none, 1: mild, 2: 
moderate, 3: severe) per day, for seven consecutive days 
[2].

Statistical analysis
Statistical analysis was performed using the 

Statistical Package for the Social Sciences (SPSS) 
version 25.0 software (IBM Corp., Armonk, NY, USA). 
Descriptive data were expressed in number and frequency 
and median (min-max) values. All data were analyzed 
using the Kolmogorov-Smirnov test and Shapiro-Wilk 
test for normal distribution. The Kruskal-Wallis test 
was used to compare more than two groups, while the 
Mann-Whitney-U test was used for binary comparisons. 
Categorical variables were compared using the chi-square 
test. A p value of <0.05 was considered statistically 
significant.

Results 
The IgE-anti-TPO antibodies were detected in all 

three groups, and in all subjects; however, there was no 
significant difference in the IgE-anti-TPO levels among 
the groups. Demographic characteristics of the patients 
and IgE-anti-TPO levels are shown in table I.
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The clinical and laboratory characteristics of CSU 
patients are summarized in table II. 

Table II. Clinical and laboratory characteristics of CSU patients.
CSU
n=59

Age (years)* 42 (18-67) 
Female, % 76.3
Duration of disease, months* 16 (2-240) 
Total serum IgE IU/ml* 86.8 (2-1175) 
Total serum IgE>100 IU/ml, % 44.1
UAS-7* 18 (8-32)
IgG-anti-TPO, % 23.7
IgE-anti-TPO Abs* 0.16 (0.06-1.21) 
IgE-anti-TPO U/ml* 1.62 (0.65-12.19) 

CSU, chronic spontaneous urticaria; UAS-7, urticarial activity 
score for 7 consecutive days; TPO, thyroid peroxidase; Abs, 
Absorbance;*Data are expressed as median (min-max).

When patients with CSU were further divided 
into two subgroups according to the IgG-anti-TPO 
positivity, the IgE-anti-TPO levels and total serum IgE 
levels were found to be higher in the IgG-anti-TPO 
positive group, although it did not reach a statistical 
significance. In addition, there were no significant 
differences in age, sex, duration of disease and UAS-7 
among the groups (Table III).

Discussion
Chronic spontaneous urticaria is a chronic 

disease which is thought to be involved in the etiology of 
autoimmunity. In the literature, there are several studies 
investigating Type 1 and Type 2 autoimmunity in CSU 
pathogenesis and it has been suggested that it may be 
involved in the pathogenesis in certain patients [13]. The 
IgE type antibodies such as IgE-anti-TPO, IgE-anti-double 
stranded DNA (dsDNA), higher levels of total IgE in patients 
with urticaria with IgE-anti-TPO and a clear response to anti-
IgE treatment indicate that Type 1 autoimmunity is involved 
in the pathogenesis of CSU [10-15]. Detection of IgG-type 
antibodies against IgE or FcεR1 [16-19], accompanied by 
autoimmune diseases such as autoimmune thyroiditis [9,20], 
autologous serum test positivity [19,21], the effectiveness 
of immunosuppressive treatments [22-25], and the fact that 
some patients respond more slowly to anti-IgE treatment 
suggest that Type 2 autoimmunity is also involved in the 
pathogenesis of the disease [13].

Autoimmune thyroid disease is one of the most 
common autoimmune diseases in patients with chronic 
urticaria [20,26]. Thyroid autoantibodies such as IgG-anti-
TPO and IgG-anti-Tg have been investigated in several 
studies and found to be higher in CSU patients [27]. In 
addition, IgE-anti-TPO has been considered as one of the 
autoantibodies which is involved in the etiopathogenesis 
of the disease. Studies have shown controversial results; 
however, the discrepancy in the results can be attributed to 
the different methodological approaches used in the studies 
[10-12,28,29].

Table I. Comparison of IgE-anti-TPO levels and demographic characteristics of study groups.
Hashimoto’s CSU Control Total p

Number 58 59 58 175 -
Female, % 96.6 76.3 67.2 80 0.000
Age (years)* 40 (20-76) 42 (18-67) 29 (19-70) 37 (18-76) 0.000
IgE-anti-TPO Abs* 0.17 (0.06-1.37)  0.16 (0.06-1.21) 0.14 (0.06-0.39) 0.16 (0.06-1.37) 0.136
IgE-anti-TPO U/ml* 1.76 (0.65-13.73) 1.62 (0.65-12.19) 1.52 (0.68-3.92) 1.69 (0.65-13.73) 0.189

CSU, chronic spontaneous urticaria; TPO, Thyroid peroxidase; Abs, Absorbance; *Data are expressed as median (min-max).

Table III. Comparison of clinical and laboratory characteristics of IgG-anti-TPO (+) and IgG-anti-TPO (-) CSU patients.
IgG-anti-TPO (+) CSU

n=14
IgG-anti-TPO (-) CSU

n=45 p

Age (years)* 46.5(23-67) 40(18-65) 0.075
Female, % 85.7 73.3 0.48
Duration of disease, months* 24(2-36) 16(2-240) 0.58
UAS-7* 17.5(10-32) 18(8-32) 0.63
Total serum IgE IU/ml* 123.3(12.5-385) 78.6(2-1175) 0.91
IgE-anti-TPO Abs* 0.22(0.07-0.92) 0.15(0.06-1.21) 0.28
IgE-anti-TPO U/ml* 2.22(0.72-9.23) 1.5(0.65-12.1) 0.31

CSU, chronic spontaneous urticaria; UAS-7, urticarial activity score for 7 consecutive days, TPO, thyroid peroxidase; Abs, Absorbance; 
*Data are expressed as median (min-max).
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In the literature, Sera et al. were the first to 
investigate the role of IgE-anti-TPO in the etiology of 
CSU [10]. The authors found IgE-anti-TPO antibodies 
in a patient with chronic urticaria using the direct ELISA 
method. In a later study, Tedeschi et al. were unable to 
detect IgE-anti-TPO in 38 patients with IgG-anti-TPO 
positive or negative patients with CSU and healthy 
controls using radioimmunoassay and concluded that IgE-
anti-TPO did not play a pathogenic role in most cases 
with chronic urticaria [28]. In another study, Concha et al. 
examined IgE-anti-thyroid antibodies in 20 patients with 
IgG-anti-TPO positive chronic urticaria and in patients 
with Hashimoto’s thyroiditis using the direct ELISA 
method. The authors found IgE-anti-thyroid antibodies in 
two patients with chronic urticaria, and none in those with 
Hashimoto’s thyroiditis. One of these two patients had 
IgE-anti-TPO while the other patient had IgE-anti-Tg. The 
authors concluded that IgE-anti-TPO might play a causal 
role in the subset of urticaria patients [29].

To the best of our knowledge, the largest series of 
studies on IgE-anti-TPO is the study of Altrichter et al 
[11]. In this study, a significant level of IgE-anti-TPO was 
detected (54.2%) in 478 CSU patients compared to healthy 
controls with a cut-off value of 5 IU / mL. A site-directed 
human IgE capture ELISA was used in this study which 
showed that IgE-anti-TPO positivity in patients with CSU 
was associated with the IgG-anti-TPO positivity, lower 
C4, and lymphocytosis. However, in the afore mentioned 
study, patients with Hashimoto’s thyroiditis were not 
evaluated as another group. In another study including 
aspirin-intolerant acute and chronic urticaria patients, the 
basophil activation test was used for the first time, and it 
was suggested that IgE-anti-TPO could induce aspirin-
intolerant urticaria [12]. A recent study by Sanches et 
al. showed that IgE-anti-TPO levels were higher in CSU 
patients than healthy controls and those with autoimmune 
thyroid diseases.- In this study, the basophil activation test 
was used for the second time and skin tests with TPO were 
performed [30].

In our study, patients with CSU without a history 
of Hashimoto’s thyroiditis, patients with Hashimoto’s 
thyroiditis without a history of urticaria, and a healthy 
population without a history of Hashimoto’s thyroiditis or 
urticaria were evaluated together using the site-directed 
IgE capture ELISA (previously described by Sabine 
Altrichter in 2011). We made a slight modification related 
to the incubation time and incubation temperature. Also, 
we used HRP-enzyme substrate/TMB solution instead 
of streptavidin alkaline phosphatase/p-NPP solution for 
detection.

In our study, the IgE-anti-TPO antibodies were 
detected in all three groups. There was no significant 
difference among the three groups in terms of IgE-anti-
TPO levels, and, therefore the cut-off value was unable to 
be evaluated. In addition, in the present study the IgG-anti-

TPO positivity was found to be 23.7% in CSU patients, 
consistent with the literature [7]. When CSU patients were 
further divided into two subgroups according to IgG-anti-
TPO positivity, total IgE and IgE-anti-TPO levels were 
also found to be higher in the IgG-anti-TPO positive CSU 
group, although it did not reach a statistical significance. 
Also, total IgE levels were higher than 100 IU/mL in 44% 
of the patients with CSU. 

Conclusions
According to our study, IgE-anti-TPO antibodies 

were detected in similar rates in patients with CSU, 
Hashimoto’s thyroiditis and healthy population. These 
findings suggest that IgE-anti-TPO antibodies do not play 
a pathogenic role in the majority of patients with chronic 
spontaneous urticaria. 
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