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Abstract For laboratory diagnostics of Lyme neuroborreliosis
(LNB), the recomBead Borrelia antibody index (AI) assay has
shown promising results in a mixed age population, but has not
previously been evaluated with specific focus on paediatric
patients. The aim of the study was to evaluate the recomBead
Borrelia AI assay in cerebrospinal fluid (CSF) for the laboratory
diagnosis of LNB in children. We also wanted to explore
whether early markers, such as CXCL13 in CSF and/or total
IgM index could be useful as complementary diagnostic tools.
Children being evaluated for LNB in a Swedish Lyme endemic
area were included in the study (n = 146). Serum and CSFwere
collected on admission. Patients with other specific diagnoses

were controls (n = 15). The recomBead Borrelia AI assay and
the recomBead CXCL13 assay (Mikrogen) were applied to-
gether with total IgM index. The overall sensitivity for
recomBead Borrelia AI (IgM and IgG together) was 74% and
the specificity was 97%.However, the highest sensitivity (91%)
at an acceptable level of specificity (90%) was obtained by
recomBead Borrelia AI together with CXCL13 and total IgM
index, showing a positive predictive value of 84% and a nega-
tive predictive value of 95%. Thus, the recomBead Borrelia AI
assay performs with moderate sensitivity and high specificity in
paediatric LNB patients. The major advantage seems to be in-
creased sensitivity in the possible LNB group compared to the
IDEIA assay. The diagnostic sensitivity may be further in-
creased by using a combination of early markers, such as
CXCL13 in CSF and total IgM index.

Introduction

Laboratory diagnosis of Lyme neuroborreliosis (LNB) has
been hampered over the years with observed heterogeneity
and unsatisfactory diagnostic accuracy [1]. The first genera-
tion of anti-Borrelia antibody tests, based on whole-cell son-
icates, showed low specificity [2]. The second generation of
antibody tests in serum/cerebrospinal fluid (CSF), based on
purified native antigens, such as the flagella antigen, showed a
higher specificity but could not distinguish between present
and previous LNB due to prolonged antibody detection in
CSF [3, 4]. Furthermore, second-generation antibody tests
may show an unsatisfactory sensitivity in patients with early
LNB but are still considered the main diagnostic tool, together
with CSF cell count and clinical assessment [5]. Paediatric
patients often present as early LNB with short duration of
symptoms, and antibody production in CSF may not always
be present at the time of lumbar puncture [6–8]. The third
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generation of antibody tests, based on recombinant Borrelia
antigens and/or purified peptides, has demonstrated a slightly
higher sensitivity with a maintained specificity in laboratory
diagnosis of LNB [1]. The recomBead Borrelia antibody in-
dex (AI) assay, a Luminex-based multiplex bead assay with
several recombinant antigens included, has shown promising
results in a mixed age population [9], but has not previously
been evaluated with specific focus on paediatric patients.

As an early diagnostic marker, the B cell-attracting chemo-
kine CXCL13 has been proven to be reliably elevated in the
CSF of patients with early LNB [10–17]. The chemokine
CXCL13 is, therefore, suitable for laboratory diagnostics of
LNB in paediatric patients [13, 18]. Furthermore, it has been
suggested that the total IgM index (serum/CSF) can be useful
as an unspecific inflammatory marker in laboratory diagnos-
tics of LNB [15, 19], but the total IgM index has not previ-
ously been evaluated in paediatric patients.

The aim of the study was to evaluate the recomBead
Borrelia AI assay in laboratory diagnostics of LNB in chil-
dren. We also wanted to explore whether early markers, such
as CXCL13 and/or total IgM index, could be useful as com-
plementary diagnostic tools for LNB in paediatric patients.

Materials and methods

Patients and controls

Children being evaluated for LNB at seven paediatric depart-
ments in a Lyme endemic area in Central and Southeast
Sweden during the years 2010–2013 accepted to participate
and were consecutively included in the study. On admission,
the child and parents/guardians completed a standardised
questionnaire with questions concerning current symptoms,
observed tick bites, previous antibiotic treatment of Lyme
borreliosis (LB) and the basic health of the child. Serum and
CSF samples were taken on admission, i.e. before the start of
antibiotic treatment. Of 153 patients included in the study,
seven children were excluded because of missing data.
These children (n = 7) did not differ in median age or gender
from patients included in the study (n = 146).

Patients with other specific diagnoses during the study pe-
riod, who underwent a lumbar puncture, were asked, together
with parents/guardians, to participate in the study and were
enrolled as control patients (n = 15). The child and parents/
guardians completed a standardised questionnaire for control
patients, and CSF and blood samples were taken for laborato-
ry analyses.

Classification of LNB patients and controls

LNB patients were classified as definite LNB or possible LNB
in accordance with European guidelines (Table 1) [20]. All

LNB patients had neurological symptoms indicative of LNB
without other obvious reasons, pleocytosis in CSFwith mono-
nuclear dominance (data not shown) and unambiguous re-
sponse to antibiotic treatment. Intrathecal anti-Borrelia anti-
body production (IgG and IgM) was analysed in all patients as
part of clinical routine, with a flagella antigen-based enzyme-
linked immunosorbent assay (ELISA) according to the man-
ufacturer’s instructions (IDEIA Lyme Neuroborreliosis Kit,
Oxoid, Hampshire, UK) [4]. Pleocytosis was defined as total
cell count >5 × 106/L in CSF [21]. Serum and CSF samples
were collected during 2010–2013 and stored at −70 °C with-
out being thawed, until analysis for recomBead AI, CXCL13
and total IgM index (see below) during 2015.

Patients who did not meet the criteria for either definite
LNB or possible LNB were classified as non-LNB and pa-
tients with other specific diagnoses were classified as other
diagnosis (Table 1). The non-LNB and other diagnosis groups
were all negative for anti-Borrelia antibodies in CSF (IDEIA,
Oxoid) and were considered as controls.

Clinical characteristics of LNB patients and controls

Clinical characteristics and laboratory data from all patients
(n = 146) being evaluated for LNB (definite LNB, possible
LNB and non-LNB) are shown in Table 2. Fatigue, headache
and acute peripheral facial nerve palsy were major clinical
manifestations and known tick bite was reported in 52%.
Antibiotics for LNB patients were given in doses according
to the Swedish Medical Products Agency (national guidelines
available at https://lakemedelsverket.se/upload/halso-och-
sjukvard/behandlingsrekommendationer/Borrelia-rek_webb_
bokm%c3%a4rken.pdf); i.e. ceftriaxone i.v. 50–100 mg/kg/
dos once daily in 10–14 days for children <8 years of age
and doxycycline p.o. 4 mg/kg once daily in 10–14 days for
children 8 years of age or older. Some of the patients also
presented with a cutaneous manifestation, such as erythema
migrans (EM) or lymphocytoma (n = 23) (Table 2).

Children in the non-LNB group (n = 88) were patients
presenting with acute facial nerve palsy (n = 30) or headache
and unspecific symptoms (such as fatigue or problems with
food intake or sleep) (n = 58). Non-LNB patients had no
pleocytosis in CSF and no intrathecal anti-Borrelia antibodies,
i.e. did not meet the criteria for definite LNB or possible LNB
(Table 1) and are considered as controls. A few of the non-
LNB patients received antibiotic treatment prescribed by their
paediatrician due to the occurrence of EM and/or anti-Borrelia
antibodies in serum (n = 14) or on vague/incorrect indication
(n = 4).

Another control group was included in the study. Those
were patients who received other specific diagnoses after lum-
bar puncture and further investigation was performed (n = 15)
(Table 1). This control group consisted of patients who were
diagnosed as clinical viral meningitis (n = 5) with high fever,
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meningeal signs and pleocytosis (two of them had enterovirus
verified by PCR in CSF), post-infectious encephalitis (n = 1),
idiopathic intracranial hypertension with headache (n = 4),
stroke with hemiplegia (n = 1) and recurrent one-sided mi-
graine headache (n = 4).

The recomBead Borrelia AI assay

The recomBead Borrelia IgG/IgM assay (Mikrogen Diagnostik
GmbH, Neuried, Germany), a multiplex bead array using
Luminex xMAP technology and, in this study, a BioPlex 200
system (BioRad Laboratories, Inc., Hercules, CA, USA) was
used together with the software Xponent, version 33.1.871.0
(Luminex Corporation, Austin, TX, USA). The test includes 13
recombinant Borrelia antigens attached to polystyrene beads [9].
Albumin, total IgM and total IgG in serum and CSF for the
calculation of recomBead Borrelia AI were analysed by nephe-
lometry with the Immage 800 instrument (Beckman Coulter,
Fullerton, CA, USA) [9]. The recomBead Borrelia AI was cal-
culated for each antigen separately according to Reiber and Peter
(slightly modified) [22] by the Excel program available from
Mikrogen Diagnostik. Cut-off levels and the overall assessments
of the test results were used as recommended by the manufac-
turer and equivocal test results were regarded as positive in the
subsequent calculations.

The recomBead CXCL13 assay in CSF

The same Luminex-based platform as described above was
used for the recomBead CXCL13 assay (Mikrogen
Diagnostik) and applied according to the manufacturer’s in-
structions for evaluation of CXCL13 in CSF. The measuring
range for CXCL13 was 9–1000 pg/mL, and sample results
above 1000 pg/mL were not diluted and reanalysed, and were

thus regarded as >1000 pg/mL. Equivocal test results, as de-
fined by the manufacturer (190–300 pg/mL) were considered
as positive. The cut-off was modified to 160 pg/mL based on a
separate receiver operating characteristic (ROC) curve calcu-
lation on patients with definite LNB (n = 37) and non-LNB
(n = 88) from this present material (data not shown).

Calculation of total IgM index

The total IgM index was calculated as:
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The total IgM index was used as part of the recomBead
Borrelia AI assay but also as a single IgM index calculation
(as described above). The cut-off for the single IgM index was
set at 0.148 mg/L, based on a separate ROC curve calculation
on patients with definite LNB (n = 37) and non-LNB (n = 88)
from this present material (data not shown).

Statistics

SPSS software, version 21 (SPSS Inc., Chicago, IL, USA)
was used for statistical calculations. A p-value <0.05 was con-
sidered significant. Mann–Whitney’s U-test was used for
comparison of the median age between included/excluded pa-
tients. Fisher’s exact test was used for comparison of sex be-
tween included/excluded patients. For calculation of sensitiv-
ity of the diagnostic tests, patients classified as definite LNB
and possible LNB (Table 1) were used as LNB patients, since
they represent well-characterised clinical paediatric LNB
cases with no other obvious diagnosis who responded

Table 1 Classification of LNB
patients and controls Diagnosis Criteria

LNB patients (n = 58) Definite LNB (n = 37)a

1. Neurological symptoms indicative of LNB without other obvious reasons

2. Pleocytosis in CSFb

3. Intrathecal anti-Borrelia antibodies (IgG and/or IgM)c

Possible LNB (n = 21)a

Criteria 1 and 2 are fulfilled

Controls (n = 103) Non-LNB (n = 88)

Patients not meeting the criteria for definite LNB or possible LNB

Other diagnosis (n = 15)

Patients with other specific diagnosis

LNB = Lyme neuroborreliosis; CSF = cerebrospinal fluid; Ig = immunoglobulin; n = number
a LNB patients classified in accordance with European guidelines [20]
b Total cell count >5 × 106 /L in CSF
cDetected by the IDEIA Lyme Neuroborreliosis neuroborreliosis assay [4]
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unambiguously well to treatment. For calculation of specific-
ity, controls classified as non-LNB and other diagnosis
(Table 1) were used, since they represent relevant paediatric
control patients without LNB and were all negative to anti-
Borrelia antibodies in CSF (IDEIA, Oxoid). ROC curve anal-
yses were made using MedCalc version 16.1 (MedCalc
Software, Ostend, Belgium) and the area under the curve
(AUC) was used for the calculation of diagnostic
performance.

Results

The recomBead Borrelia AI assay

Among children with definite LNB, 33 out of 37 patients
(89%) were positive with the recomBead Borrelia AI assay,
whereas in the possible LNB group, 10 out of 21 patients
(48%) were AI-positive (Table 3). In the non-LNB group, 89
out of 92 children (97%) were negative with the recomBead

Table 2 Characteristics of all
children being evaluated for LNB On admission Patients (n = 146)

Age, median, years (range) 10 (2–18)

Gender

Female, n (%) 83 (56)

Male, n (%) 64 (44)

Known tick bite, n (%) 77 (52)

Major clinical features

Fatigue, n (%) 109 (74)

Headache, n (%) 106 (72)

Facial nerve palsy, n (%) 70 (48)

Fever, n (%) 66 (45)

Loss of appetite, n (%) 63 (43)

Neck pain, n (%) 56 (38)

Vertigo, n (%) 54 (37)

Nausea, n (%) 54 (37)

Neck stiffness, n (%) 31 (21)

Radiating pain, n (%) 30 (20)

Erythema migrans (EM) and/or lymphocytoma, n (%) 37 (25)

Laboratory findings

Pleocytosis in CSF, n (%)a 58 (39)

Total cell count × 106/L cells, median (range) 132 (8–890)

Anti- Borrelia antibodies in CSF, n (%)b 37 (25)

IgM, n (%) 5 (13)

IgG, n (%) 8 (22)

IgM + IgG, n (%) 24 (65)

Anti-Borrelia antibodies in serum, n (%) 55 (37)

IgM, n (%) 14 (9)

IgG, n (%) 15 (10)

IgM + IgG, n (%) 26 (16)

Antibiotic treatment, n (%) 76 (52)

Diagnosis

Definite LNB, n (%)c 37 (25)

Possible LNB, n (%)c 21 (14)

Non-LNB, n (%) 88 (61)

LNB = Lyme neuroborreliosis; CSF = cerebrospinal fluid; Ig = immunoglobulin; n (%) = number (percent).
Patients could have one or more symptoms
a Total cell count >5 × 106 /L cells in CSF
bDetected by the IDEIA Lyme neuroborreliosis assay [4]
c LNB patients classified in accordance with European guidelines [20]
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Borrelia AI assay and in the other diagnosis group, all children
(100%) were AI-negative (Table 3).

The overall sensitivity for LNB patients (n = 58) was 74%
for the recomBead Borrelia AI assay and the specificity for
controls (n = 103) was 97% (Table 3).

The recomBead Borrelia antibody assay in serum

Thirty-eight out of 58 (66%) LNB patients were positive in
serum (IgG and/or IgM), which gives the recomBead Borrelia
antibody assay in serum an overall sensitivity of 66% (data not
shown). Ninety-two out of 103 (89%) controls were negative
in serum (IgG and/or IgM), which gives a specificity of 89%
(data not shown).

The recomBead CXCL13 assay in CSF

In the definite LNB group, 36 out of 37 children (97%) were
positive for CXCL13 in CSF (median 923 pg/mL) and in the
possible LNB group, 15 out of 21 children (71%) were posi-
tive for CXCL13 (median 489 pg/mL) (Table 4). In the non-

LNB group, 83 out of 88 (94%) patients were negative for
CXCL13 in CSF (median 35 pg/mL) and among patients with
other diagnosis, 13 out of 15 (87%) were negative for
CXCL13 (median 47 pg/mL) (Table 4). The overall sensitivity
for LNB patients (n = 58) was 88% for the recomBead
CXCL13 assay in CSF and the specificity for controls
(n = 103) was 93% (Table 4).

The total IgM index in CSF/serum

The results for the total IgM index alone among different
patient groups are shown in Table 4. The overall sensitivity
for LNB patients (n = 58) was 84% and the specificity for
controls (n = 103) was 98%.

The recomBead Borrelia AI assay in combination
with CXCL13 and total IgM index

As both recomBead CXCL13 in CSF and total IgM index are
apparently sensitive markers for LNB (Table 4), they were
combined with results from the recomBead Borrelia AI assay.

Table 3 The recomBead Borrelia AI assay in the different patient groups

LNB patients (n = 58) Controls (n = 103) Diagnostic
performance

Definite LNB
(it.ab.+/pleo+) n = 37

Possible LNB
(it.ab.−/pleo+) n = 21

Non-LNB
(it.ab.−/pleo−) n = 88

Other diagnosis
(it.ab.−/pleo−) n = 15

recomBead AI:

Positive AI, n (%) 33 (89) 10 (48) 3 (3) 0 (0) Sensitivity: 74%

Negative AI, n (%) 4 (11) 11 (52) 85 (97) 15 (100) Specificity: 97%

LNB = Lyme neuroborreliosis; AI = antibody index, i.e. intrathecally produced IgG and/or IgM anti-Borrelia antibodies detected by the recomBead
assay; it.ab = intrathecally produced IgG and/or IgM anti-Borrelia antibodies detected by the IDEIA Lyme neuroborreliosis assay; pleo = pleocytosis in
CSF (total cell count >5 × 106 /L); n (%) = number (percent)

Table 4 The CXCL13 and total IgM index in different patient groups

LNB patients (n = 58) Controls (n = 103) Diagnostic
performance

Definite LNB
(it.ab.+/pleo+) n = 37

Possible LNB
(it.ab.−/pleo+) n = 21

Non-LNB
(it.ab.−/pleo−) n = 88

Other diagnosis
(it.ab.−/pleo−) n = 15

CXCL13:

Positive test, n (%) 36 (97) 15 (71) 5 (6) 2 (13) Sensitivity: 88%

Negative test, n (%) 1 (3) 6 (29) 83 (94) 13 (87) Specificity: 93%

Total IgMa:

Positive test, n (%) 37 (100) 12 (57) 0 (0) 2 (13) Sensitivity: 84%

Negative test, n (%) 0 (0) 9 (43) 88 (100) 13 (87) Specificity: 98%

LNB = Lyme neuroborreliosis, it.ab = intrathecally produced IgG and/or IgM anti-Borrelia antibodies detected by the IDEIA Lyme neuroborreliosis
assay; pleo = pleocytosis in CSF (total cell count >5 × 106 /L); n (%) = number (percent)
a Index calculated from total IgM in serum and CSF

Eur J Clin Microbiol Infect Dis (2017) 36:2221–2229 2225



For a positive combined test result, patients needed to have
positive recomBead Borrelia AI and/or positive CXCL13 in
CSF and/or positive total IgM index. For a negative combined
test result, patients needed to be negative for all three tests.
The results are shown in Table 5.

In definite LNB, 37 out of 37 children (100%) were
positive with the combination of tests and in the possible
LNB group, 16 out of 21 children (76%) were positive
(Table 5). In non-LNB, 85 out of 92 (92%) were negative
with the combination of tests and among patients with oth-
er diagnosis, 12 out of 15 (80%) were negative (Table 5).
The diagnostic performance for this combination of tests
showed an overall sensitivity for LNB patients (n = 58) of
91% and an overall specificity for controls (n = 103) of
90% (Table 5).

In Fig. 1, the possible LNB group with pleocytosis is fur-
ther visualised for the combination of different positive test
results (16 out of 21). There was a strong concordance be-
tween recomBead Borrelia AI, CXCL13 and total IgM index,
and only a few patients were positive for CXCL13 (n = 3) or
total IgM index (n = 1) alone (Fig. 1). Serum antibodies for the
recomBead Borrelia assay were positive in 15 out of 21 pa-
tients with pleocytosis in the possible LNB group and, out of
these 15 patients, 12 were CXCL13-positive (median 711 pg/
mL) (data not shown).

The overall diagnostic performance of different
combinations of tests

An overview of different combinations of tests is presented in
Table 6. The highest sensitivity (91%) at an acceptable level of
specificity (90%) is obtained by a combination of all three
tests with a positive predictive value (PPV) of 84% and a
negative predictive value (NPV) of 95% (Table 6). The com-
bination of recomBead Borrelia AI and/or CXCL13 and/or
total IgM index also indicate the highest and most appropriate
AUC of 0.945 (Table 6).

Clinical aspects of the test results

When analysing the test results in relation to clinical informa-
tion more in detail, there were a few patients in the non-LNB
group (n = 7) with elevated recomBead Borrelia AI and/or
CXCL13 and/or total IgM index (Table 5). Three of these
patients (n = 3) were recomBead Borrelia AI-positive but none
had elevated IgM index or pleocytosis in CSF. Furthermore,
five patients (n = 5) had elevated CXCL13 in CSF, with a
median value of 330 pg/mL (range 161–424).

One child (n = 1) presented with acute idiopathic facial
nerve palsy with short duration of symptoms (1–2 days), no
pleocytosis but slightly elevated CXCL13 in CSF (161 pg/
mL), positive recomBead AI and elevated anti-Borrelia anti-
bodies in serum (both recomBead and IDEIA, IgG and IgM).
Two more patients (n = 2) presented with acute idiopathic
facial nerve palsy with short duration of symptoms (1–2 days),
no pleocytosis but elevated CXCL13 in CSF (422 and 330 pg/
mL respectively), no anti-Borrelia antibodies in CSF or serum
and no other probable diagnosis. One girl (n = 1) had been
afflicted with an acute sensorineural hearing loss, had no

Table 5 The combination of recomBead Borrelia AI, CXCL13 and total IgM index in different patient groups

LNB patients (n = 58) Controls (n = 103) Diagnostic
performance

Definite LNB
(it.ab.+/pleo+) n = 37

Possible LNB
(it.ab.−/ pleo+) n = 21

Non-LNB
(it.ab.−/pleo−) n = 88

Other diagnosis
(it.ab.−/pleo−) n = 15

recomBead AI and/or CXCL13 and/or total IgMa:

Positive test, n (%) 37 (100) 16 (76) 7 (8) 3 (20) Sensitivity: 91%

Negative test, n (%) 0 (0) 5 (24) 81 (92) 12 (80) Specificity: 90%

LNB = Lyme neuroborreliosis; AI = antibody index, i.e. intrathecally produced IgG and/or IgM anti-Borrelia antibodies detected by the recomBead
assay; pleo = pleocytosis in CSF (total cell count >5 × 106 /L); it.ab = intrathecally produced IgG and/or IgM anti-Borrelia antibodies detected by the
IDEIA Lyme neuroborreliosis assay; n (%) = number (percent)
a Index calculated from total IgM in serum and CSF

Fig. 1 Concordance between positive test results for recomBead Borrelia
AI, CXCL13 and total IgM index in possible LNB patients (16 out of 21)
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pleocytosis in CSF, no anti-Borrelia antibodies in CSF or
serum but had elevated CXCL13 in CSF (424 pg/mL). This
patient also remembered a red skin lesion on the neck (possi-
bly undiagnosed EM).

In addition, three patients (n = 3) presented with headache
(duration 1–2 weeks), no pleocytosis and no anti-Borrelia
antibodies in CSF. One of these patients had elevated
CXCL13 in CSF (237 pg/mL) and two were positive for
recomBead Borrelia AI.

Among patients with other diagnosis, a few children
(n = 3) had elevated CXCL13 and/or total IgM index
(Table 5). Two of them presented with fever, headache,
meningeal signs, pleocytosis in CSF but no anti-Borrelia
antibodies in CSF or serum and were diagnosed as clinical
viral meningitis (negative PCR for enterovirus). Both pa-
tients had elevated total IgM index (0.36 and 0.30, respec-
tively) and one had elevated CXCL13 in CSF (310 pg/mL).
One patient had intracranial hypertension, no pleocytosis
in CSF, no anti-Borrelia antibodies in CSF or serum, no
other obvious diagnosis but elevated CXCL13 (204 pg/
mL) in CSF.

Discussion

The results from the present study of well-characterised
paediatric LNB patients from a representative clinical set-
ting show that the recomBead Borrelia AI assay has a high
specificity of 97% but a lower sensitivity of 74%.
However, children with LNB often present with short du-
ration of symptoms (early LNB) and intrathecal anti-
Borrelia antibody production has not yet started [6, 7].
These children are normally classified as possible LNB,
they receive antibiotics and they respond well to treatment
[7]. In this present study, we found that the recomBead
Borrelia AI was elevated to a higher extent (48%) in the
possible LNB group than the IDEIA anti-Borrelia antibody
assay. Thus, the recomBead Borrelia AI assay is shown
here to be superior to the IDEIA assay in children with

possible LNB. All recomBead AI-positive patients in the
possible LNB group in our study (n = 10) also had elevated
CXCL13 in CSF and/or total IgM index, further supporting
the early LNB diagnosis.

When analysing diagnostic performances of different
tests, it is desirable to have a gold standard to confirm
the diagnosis and classify patients correctly. However, in
laboratory diagnostics of LNB, there is no gold standard
due to difficulties in culturing the Borrelia spirochete from
patient specimens [23]. Consequently, new tests are often
compared to current tests that also are a part of the classi-
fication of patients, which naturally leads to problems in
the interpretation of test results. To compensate for this
weakness, it is important to have well-characterised pa-
tients, based on relevant and valid clinical information,
which we have strived after in this present study. The pos-
sible LNB group consisted of patients with neurological
symptoms of short duration indicative of LNB, typical sea-
son for LNB, no clinical or laboratory signs of viral or
bacterial meningitis and no other obvious diagnosis. They
all had pleocytosis in CSF with typical mononuclear dom-
inance [21] and they responded well to antibiotic treat-
ment. We, therefore, consider the possible LNB group of
children to be representative for early LNB and we believe
that the positive recomBead AI results in this group are
correctly interpreted as positive compared to the negative
results of the IDEIA assay.

In order to further strengthen the sensitivity in early LNB,
we wanted to explore both CXCL13 in CSF and total IgM
index as early LNB markers and to evaluate whether they
could be useful as complementary tools in laboratory diagnos-
tics of LNB in children. Since the chemokine CXCL13 in CSF
has proven to be a valid early marker for LNB in previous
studies [12, 13], it was suitable for inclusion in analysis of
paediatric LNB patients in this present study. Furthermore,
the total IgM index has previously shown interesting results
in a mixed adult–paediatric LNB patient material [15] and
was, therefore, relevant and interesting to include for analysis
in our study.

Table 6 Overview of different
combinations of tests and their
diagnostic performances

recomBead AI recomBead AI
and/or CXCL13

recomBead AI
and/or total IgMa

recomBead AI and/or
CXCL13 and/or total IgMa

Sensitivity (%) 74 88 86 91

Specificity (%) 97 93 95 90

PPV (%) 93 84 91 84

NPV (%) 87 90 93 95

AUC 0.856 0.922 0.923 0.945

AI = antibody index, i.e. intrathecally produced IgG and/or IgM anti-Borrelia antibodies detected by the
recomBead assay; PPV = positive predictive value; NPV = negative predictive value; AUC = area under the
ROC curve
a Index calculated from total IgM in serum and CSF
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Our results show that both CXCL13 and total IgM index
add useful information in combination with the recomBead
Borrelia AI assay (Tables 5 and 6). There was also a high
concordance between the three different tests among possible
LNB patients (Fig. 1). Consequently, to use an antibody test
based on several recombinant-specific Borrelia antigens
(recomBead Borrelia AI) in combination with early markers
such as CXCL13 and total IgM index seems to be a promising
way to go in laboratory diagnostics of LNB in paediatric pa-
tients. Furthermore, since both albumin and IgM in serum and
CSF are already included as part of the recomBead Borrelia
AI assay, it seems easy and efficacious to use data for the total
IgM index as a complementary early marker for LNB in order
to further improve sensitivity in LNB diagnostics. Although
the results for total IgM index are, to an extent, already includ-
ed in the recomBead Borrelia AI calculation, it is evident from
our results that including total IgM index to the recomBead
Borrelia AI results adds diagnostic value.

The serum/CSF samples had been stored in −70 °C from
admission (2010–2013) until time for analysis (2015) without
being thawed, rendering uncompromised sample quality.
Furthermore, samples from all patient groups were handled
in the same way and previous studies indicate that serum
proteins such as albumin and immunoglobulins, as well as
CXCL13, are stable during prolonged storage [15, 24].

Concerning the recomBead Borrelia serum assay, both the
sensitivity and specificity were lower than in the recomBead
Borrelia AI assay. Among LNB patients with positive
recomBead Borrelia AI, only 30 out of 43 (69%) were also
positive in serum (IgG and/or IgM), confirming that CSF is
required for LNB diagnostics, which is in congruence with
previous studies [25]. An invasion from skin to central ner-
vous system without hematogenous phase is another possibil-
ity in LNB children with tick bite/EM on the head and neck
region and ipsilateral facial nerve palsy [7].

Among LNB patients with pleocytosis in CSF but negative
recomBead Borrelia AI, 12 out of 21 were positive in both
serum (IgG and/or IgM) and CXCL13. Thus, in some cases,
serum antibodies may support the LNB diagnosis. However,
one needs to keep in mind that serum antibody results are
always ambiguous in interpretation due to uncertainties of
cross-reactivity to other infections (elevated IgM), as well as
previous LB infections (elevated IgG) [23].

A few non-LNB patients with short duration of symptoms,
no pleocytosis and no anti-Borrelia antibodies in CSF, but
elevated CXCL13 in CSF, were reported in detail since they
are interesting and may represent patients with very early
LNB being misdiagnosed as non-LNB. Since the role of
CXCL13 is to recruit inflammatory cells into the central ner-
vous system [12], it would be rational to believe that elevated
CXCL13 could be detectable before pleocytosis in CSF in a
few patients with very early LNB, but this needs further in-
vestigation in future studies.

Conclusion

The recomBead Borrelia antibody index (AI) assay performs
with moderate sensitivity in paediatric Lyme neuroborreliosis
(LNB) patients and the major advantage seems to be increased
sensitivity in the possible LNB group compared to the IDEIA
assay. Thus, the two assays complement each other in sensi-
tivity but have comparable high specificity. The recomBead
Borrelia AI assay is more expensive and requires measure-
ments of albumin and total immunoglobulin levels in serum
and cerebrospinal fluid (CSF). Therefore, it may be used in
IDEIA-negative paediatric patients with CSF pleocytosis (po-
tential early LNB cases). The diagnostic sensitivity may be
further increased by using a combination of early markers,
such as CXCL13 in CSF and total IgM index.

Acknowledgements The authors would like to thank the patients and
their parents/guardians for participating in this study. We are also espe-
cially grateful to Research Secretary Maria Pilawa-Podgurski at the
Center for Clinical Research Dalarna for the excellent administrative
support.

Compliance with ethical standards

Funding Financial support was received from the Regional Research
Council Uppsala-Örebro (RFR-226161, RFR-462701), the Center for
Clinical Research Dalarna—Uppsala University (CKFUU-105141,
CKFUU-374651, CKFUU-566761), the Swedish Society of Medicine
(SLS-498901, SLS-93191), Division of Medical Diagnostics, Region
Jönköping County and ScandTick Innovation, an EU Interreg project.

Conflict of interest The authors declare that they have no conflict of
interest.

Ethical approval All procedures performed in this study involving
human participants (children) were in accordance with the ethical stan-
dards of the institutional and/or national research committee and with the
1964 Helsinki declaration and its later amendments or comparable ethical
standards. Approval of the study was obtained from the Regional Ethical
Review Board in Uppsala, Sweden (Dnr 2010/106).

Informed consent Informed written consent was received from all the
included children and/or their parents/guardians in the study.

Open Access This article is distributed under the terms of the Creative
Commons At t r ibut ion 4 .0 In te rna t ional License (h t tp : / /
creativecommons.org/licenses/by/4.0/), which permits unrestricted use,
distribution, and reproduction in any medium, provided you give appro-
priate credit to the original author(s) and the source, provide a link to the
Creative Commons license, and indicate if changes were made.

References

1. Leeflang MM, Ang CW, Berkhout J, Bijlmer HA, Van Bortel W,
Brandenburg AH et al (2016) The diagnostic accuracy of serolog-
ical tests for Lyme borreliosis in Europe: a systematic review and
meta-analysis. BMC Infect Dis 16:140

2228 Eur J Clin Microbiol Infect Dis (2017) 36:2221–2229



2. Aguero-Rosenfeld ME, Wang G, Schwartz I, Wormser GP (2005)
Diagnosis of lyme borreliosis. Clin Microbiol Rev 18(3):484–509

3. Hammers-Berggren S, Hansen K, Lebech AM, Karlsson M (1993)
Borrelia burgdorferi-specific intrathecal antibody production in
neuroborreliosis: a follow-up study. Neurology 43(1):169–175

4. Hansen K, Lebech AM (1991) Lyme neuroborreliosis: a new sen-
sitive diagnostic assay for intrathecal synthesis of Borrelia
burgdorferi-specific immunoglobulin G, A, and M. Ann Neurol
30(2):197–205

5. Djukic M, Schmidt-Samoa C, Lange P, Spreer A, Neubieser K,
Eiffert H et al (2012) Cerebrospinal fluid findings in adults with
acute Lyme neuroborreliosis. J Neurol 259(4):630–636

6. Tveitnes D, Øymar K, Natås O (2009) Laboratory data in children
with Lyme neuroborreliosis, relation to clinical presentation and
duration of symptoms. Scand J Infect Dis 41(5):355–362

7. Skogman BH, Croner S, Nordwall M, Eknefelt M, Ernerudh J,
Forsberg P (2008) Lyme neuroborreliosis in children: a prospective
study of clinical features, prognosis, and outcome. Pediatr Infect
Dis J 27(12):1089–1094

8. Øymar K, Tveitnes D (2009) Clinical characteristics of childhood
Lyme neuroborreliosis in an endemic area of northern Europe.
Scand J Infect Dis 41(2):88–94

9. Henningsson AJ, Christiansson M, Tjernberg I, Löfgren S,
MatussekA (2014) Laboratory diagnosis of Lyme neuroborreliosis:
a comparison of three CSF anti-Borrelia antibody assays. Eur J Clin
Microbiol Infect Dis 33(5):797–803

10. Rupprecht TA, Pfister HW, Angele B, Kastenbauer S, Wilske B,
Koedel U (2005) The chemokine CXCL13 (BLC): a putative diag-
nostic marker for neuroborreliosis. Neurology 65(3):448–450

11. Rupprecht TA, Lechner C, Tumani H, Fingerle V (2014) CXCL13:
a biomarker for acute Lyme neuroborreliosis: investigation of the
predictive value in the clinical routine. Nervenarzt 85(4):459–464

12. Ljøstad U, Mygland A (2008) CSF B— lymphocyte
chemoattractant (CXCL13) in the early diagnosis of acute Lyme
neuroborreliosis. J Neurol 255(5):732–737

13. Sillanpää H, Skogman BH, Sarvas H, Seppälä IJ, Lahdenne P
(2013) Cerebrospinal fluid chemokine CXCL13 in the diagnosis
of neuroborreliosis in children. Scand J Infect Dis 45(7):526–530

14. Bremell D, Mattsson N, Edsbagge M, Blennow K, Andreasson U,
Wikkelsö C et al (2013) Cerebrospinal fluid CXCL13 in Lyme

neuroborreliosis and asymptomatic HIV infection. BMC Neurol
13:2

15. Tjernberg I, Henningsson AJ, Eliasson I, Forsberg P, Ernerudh J
(2011) Diagnostic performance of cerebrospinal fluid chemokine
CXCL13 and ant ibodies to the C6-pept ide in Lyme
neuroborreliosis. J Infect 62(2):149–158

16. Henningsson AJ, Gyllemark P, Lager M, Skogman BH, Tjernberg I
(2016) Evaluation of two assays for CXCL13 analysis in cerebro-
spinal fluid for laboratory diagnosis of Lyme neuroborreliosis.
APMIS 124(11):985–990

17. Pietikäinen A, Maksimow M, Kauko T, Hurme S, Salmi M,
Hytönen J (2016) Cerebrospinal fluid cytokines in Lyme
neuroborreliosis. J Neuroinflammation 13(1):273

18. Wutte N, Berghold A, Löffler S, ZenzW, Daghofer E, Krainberger I
et al (2011) CXCL13 chemokine in pediatric and adult
neuroborreliosis. Acta Neurol Scand 124(5):321–328

19. Tumani H, Nölker G, Reiber H (1995) Relevance of cerebrospinal
fluid variables for early diagnosis of neuroborreliosis. Neurology
45(9):1663–1670

20. Mygland A, Ljøstad U, Fingerle V, Rupprecht T, Schmutzhard E,
Steiner I; European Federation of Neurological Societies (2010)
EFNS guidelines on the diagnosis and management of European
Lyme neuroborreliosis. Eur J Neurol 17(1):8–16, e1–4

21. Tuerlinckx D, Bodart E, Garrino MG, de Bilderling G (2003)
Clinical data and cerebrospinal fluid findings in Lyme meningitis
versus aseptic meningitis. Eur J Pediatr 162(3):150–153

22. Reiber H, Peter JB (2001) Cerebrospinal fluid analysis: disease-
related data patterns and evaluation programs. J Neurol Sci
184(2):101–122

23. Stanek G, Strle F (2009) Lyme borreliosis: a European perspective
on diagnosis and clinical management. Curr Opin Infect Dis 22(5):
450–454

24. Gislefoss RE, Grimsrud TK, Mørkrid L (2009) Stability of selected
serum proteins after long-term storage in the Janus serum Bank.
Clin Chem Lab Med 47(5):596–603

25. Henningsson AJ, Malmvall BE, Ernerudh J, Matussek A, Forsberg
P (2010) Neuroborreliosis—an epidemiological, clinical and
healthcare cost study from an endemic area in the south-east of
Sweden. Clin Microbiol Infect 16(8):1245–1251

Eur J Clin Microbiol Infect Dis (2017) 36:2221–2229 2229


	The recomBead Borrelia antibody index, CXCL13 and total IgM index for laboratory diagnosis of Lyme neuroborreliosis in children
	Abstract
	Introduction
	Materials and methods
	Patients and controls
	Classification of LNB patients and controls
	Clinical characteristics of LNB patients and controls
	The recomBead Borrelia AI assay
	The recomBead CXCL13 assay in CSF
	Calculation of total IgM index
	Statistics

	Results
	The recomBead Borrelia AI assay
	The recomBead Borrelia antibody assay in serum
	The recomBead CXCL13 assay in CSF
	The total IgM index in CSF/serum
	The recomBead Borrelia AI assay in combination with CXCL13 and total IgM index
	The overall diagnostic performance of different combinations of tests
	Clinical aspects of the test results

	Discussion
	Conclusion
	References


