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Objective: Vestibular neuritis (VN) is a peripheral vestibular disorder leading to a sudden

loss of unilateral vestibular function. Although the underlying etiological mechanisms for

disease development are not yet known, there is evidence that a latent infection with

herpes simplex virus type 1 (HSV-1) might be involved. The polymorphism rs12979860

has been associated with the severity of recurrent herpes labialis and hepatitis C virus

(HCV) clearance and treatment outcome and is located within the first intron of the IFNL4

gene on chromosome 19.q13.2. This case control study was conducted to evaluate the

association of rs12979860 with VN occurrence.

Methods: DNA was extracted from EDTA blood of 151 VN patients and 1,775 healthy

controls. Genotyping of rs12979860 was performed using iPLEX andMassARRAYMatrix

Assisted Laser Desorption Ionization—Time of Flight (MALDI-TOF) mass spectrometry.

For association analyses, an additive, dominant and recessive logistic regression model

was calculated, using age and sex as covariates.

Results: A significant association of rs12979860 with VN was obtained for the additive

[OR= 1.51 (1.18–1.92); p= 9.23× 10−4] and dominant models [OR= 2.15 (1.48–3.13);

p = 5.86 × 10−5], with the T allele being more frequent in the VN group.

Conclusion: By detecting a significant association of the rs12979860-T risk allele for

herpes labialis severity with susceptibility to VN, this study gives further indirect evidence

for an involvement of HSV-1 in VN pathology, thereby strengthening the virus hypothesis.

Keywords: vestibular neuritis, HSV-1, IFNL3, IFNL4, vertigo

INTRODUCTION

Vestibular neuritis (VN) is characterized by an acute onset of sustained spinning vertigo,
oscillopsia, postural imbalance, nausea and vomiting due to a sudden loss of unilateral vestibular
function. The estimated incidence of VN ranges between 3.5 and 15.5 per 100,000 subjects (1, 2)
with a recurrence rate of about 2% (3) to 10.7% (4).

Themechanisms contributing to the development of VN have not yet been identified. According
to the leading virus hypothesis, VN is caused by reactivation of a latent herpes simplex virus
type 1 (HSV-1) infection, which leads to an accumulation of HSV-1 DNA and latency associated
transcript (LAT) in cells hosting the virus (5–8). The virus hypothesis is also supported by a
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mouse model in which vestibular dysfunction and vestibular
ganglion infection were induced after inoculation of HSV-1 and
2 (9), as well as by the observation of elevated acute phase
proteins in the blood and an elevated percentage of CD40-
positive peripheral blood mononuclear cells in VN patients
(10, 11). The latter is associated with thrombotic events, so
that proinflammatory processes and the associated increased
expression of CD40 on monocytes and macrophages may lead
to microvascular occlusion via aggregation of platelets with
these cells (11, 12). In contrast to other complex diseases
such as schizophrenia (13), little is known about the genetic
factors underlying vestibular disorders. For VN, a genome-
wide association study (GWAS) conducted in 151 VN patients
and 2,609 healthy controls was recently published, with three
genome-wide significantly associated loci with a link to viral
replication (14). In addition to the virus hypothesis, immune-
mediated processes were assumed to cause VN, since an
unbalanced CD4/CD8 quotient was found in VN patients, which
is similar to the findings in patients with multiple sclerosis [for
review see (15)]. However, there has been no further progress in
this area in recent years.

In a study by Griffiths et al. (16) an association of the single
nucleotide polymorphism (SNP) rs12979860 with severity and
recurrence rate of herpes labialis was observed, in which a dose-
dependent effect of the T allele was determined. This is in line
with studies conducted in patients with hepatitis C virus (HCV)
infections. In a GWAS on HCV infected individuals, T allele
carriers showed a significantly higher rate of chronic persistence
of the virus, whereas C allele carriers showed a higher incidence
of spontaneous virus clearance (17). In addition, the T allele was
associated with non-response to antiviral therapy with pegylated
interferon λ (IFN- λ) and ribavirin (18, 19) and also with
decreased IFNL3mRNA levels (20). Interestingly, a reduced INF-
λ response was also observed in patients with recurrent herpes
labialis caused by HSV-1 compared to seropositive controls
without recurrences (21).

The SNP rs12979860 is localized on chromosome 19q13.2 in
a region containing the IFNL genes and was initially assigned to
the promotor region of IFNL3. In fact, it is also located in the first
intronic region of the IFNL4 (pseudo)gene. Transcription of this
gene depends on the dinucleotide variant rs368234815 located in
the first exon of IFNL4.While TT renders IFNL4 to a pseudogene,
the 1G variant leads to a frameshift that generates an open
reading frame and enables protein expression (22). The1G allele
of rs368234815 and the T allele of rs12979860 are in strong
linkage disequilibrium (LD) in European and Asian ancestries (r2

= 0.9, European, r2 = 1.0, Asian) (22), but considerably less in
African populations (r2 ∼ 0.7) (23).

IFN- λs (or type III IFNs) mediate antiviral, antibacterial
and antifungal effects, with the four previously known INF- λ

ligands (IFN- λ1-4) having different affinities to their receptor
(IFNLR), which is a heterodimer consisting of an a- (IL28RA)
and a b-subunit (IL10RB) showing a highly variable cell type
specific expression pattern [for review see (24)]. Similar to type
I IFNs (IFN-α and β), IFN- λs are able to inhibit replication
of several virus types, e.g., HSV-1 (25), HSV-2 (26), and HCV
(27). However, IFN- λ4 differs from the other type III IFNs

in its kinetics, its earlier release during viral infections and
its ability to induce the expression of genes that negatively
regulate IFN response (28). Interestingly, it has been shown
that expression of IFNL4 mRNA per se was associated with
a reduced HCV clearance and a poorer response to antiviral
therapy. Thus, a possible functional relationship between the
described polymorphisms and the associated phenotypes was
proposed (20, 22).

Since reactivation of a latent HSV-1 infection is discussed as a
cause for VN and severity and recurrence rates of herpes labialis
caused by HSV-1 infection are associated with rs12979860, a
variation localized in the IFNL4 gene, an influence of this
variation on VN pathology could be hypothesized. Therefore,
a case-control study investigating the association of rs12979860
with VN was conducted.

MATERIALS AND METHODS

Study Population
Participants of European ancestry included in the study were
recruited from the Greater Munich area (Germany) and clinical
interviews were conducted at the German Center for Vertigo
and Balance disorders, the Department of Neurology (patients)
and the Institute for Psychiatry (controls), at the Ludwig-
Maximilians-University Munich from 1997 to 2016. Detailed
medical histories of the participants and their first-degree
relatives were assessed using a semi-structured interview.

Patients
The cohort of VN patients has already been described elsewhere
(14). In brief, 151 patients who met the diagnostic criteria for
unilateral VN (29) were included in the study. The diagnosis was
based on the patient’s medical history, the clinical examination
and, in ambiguous cases, further examinations such as MRI
and caloric testing. The key symptoms, all of which had to
last for at least 72 h, were a history of acute/subacute onset
of sustained spinning vertigo, oscillopsia, gait imbalance and
nausea or vomiting. Horizontal-torsional peripheral vestibular
spontaneous nystagmus toward the unaffected ear, a pathological
head impulse test (HIT) toward the affected side, suppressed by
visual fixation, and postural imbalance with Romberg fall toward
the affected ear were required in the neurological examination. In
addition, caloric testing had to show a hypo- or unresponsiveness
of the affected horizontal canal with an >25% asymmetry
between both sides. A video HIT was performed in all patients
with a gain of the vestibulo-ocular reflex < 0.7 required on the
affected side. Patients with any evidence for other peripheral
and central vestibular or ocular motor disorders (see below)
were excluded. In addition, a history of acute hearing loss,
brainstem or cerebellar symptoms as well as clinical evidence
for a central ocular motor lesion, i.e., skew-deviation, saccadic
smooth pursuit, gaze-evoked nystagmus, normal head-impulse
test led to exclusion from the study (30). Patients with recurrent
VN as well as with chronic hepatitis B, C or HIV infection were
not included.
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Healthy Controls
DNA samples from 1,775 unrelated healthy subjects of European
ancestry were taken from the Phenomics and Genomics
Sample (PAGES), which is comprised of ∼3,000 controls, 1,000
schizophrenia patients and 300 individuals with other diagnoses.
The Structured Clinical Interview (SCID I and SCID II) and
the Family Assessment Module were performed on all healthy
volunteers (31–33). Individuals with a history of VN (self-
reported) as well as those, suffering from neurological or
psychiatric diseases or with first degree relatives with these
disorders were excluded.

Informed Consent
Informed consent was obtained from all participants, and the
study was approved by the Ethics Committee of the Ludwig-
Maximilians-University Munich and carried out in accordance
to the Declarations of Helsinki.

Genotyping
Genomic DNA was extracted from peripheral white blood
cells using the QIAamp DNA Maxi Kit (Qiagen, Hilden,
Germany), according to the manufacturer’s protocol, and
dissolved in nuclease free water. Using picogreen (Invitrogen,
Karlsruhe, Germany) the DNA concentration was measured and
subsequently adjusted to 50 ng/µl.

Genotyping of rs12979860 was performed using the
MassARRAY platform (Sequenom, San Diego, CA) as described
previously (34) with minor adaptations. PCR primer and
extension primer were designed using the Assay Designer 4.0
software (Sequenom, San Diego, CA). 12.5 ng of genomic
DNA, 0.5mM dNTP (ABgene, Hamburg, Germany), 100 nM
PCR primer (forward: ACGTTGGATGAGCGCGGAGTGCAA
TTCAAC, reverse: ACGTTGGATGTCGTGCCTGTCGTGTAC
TGA) (Metabion, Martinsried, Germany), 1.625mMMgCl2, and
0.5U HotStar Taq-polymerase (Qiagen, Hilden, Germany) were
used to perform the initial PCR (initial denaturation at 95◦C for
5min; 45 cycles with 20 s at 95◦C, 30 s at 56◦C, 1min at 72◦C;
final elongation 3min at 72◦C). Following a shrimp alkaline
phosphatase treatment, the iPLEX reaction mix containing the
extension primer (TGCAATTCAACCCTGGTTC) (Metabion,
Martinsried, Germany), was added. PCR reaction was carried
out with the following parameters: initial denaturation at 95◦C
for 30 s, 40 cycles with 5 s at 94◦C and 5 cycles at 52◦C for 5 s,
80◦C for 5 s, final elongation at 72◦C for 3min. After desalting
the extension products, samples were spotted on SpecroCHIPs
GenII (Sequenom, San Diego, CA) and analyzed with the
MassARRAY MALDI-TOF mass spectrometer. Allele-specific
extension products and resulting genotypes were identified by
Typer 3.4 Software (Sequenom, San Diego, CA).

Quality Control
The following quality criteria were applied to confirm reliable
genotypes: compliance with the Hardy-Weinberg equilibrium
(HWE) per genotyping unit containing 376 samples, in the
control and combined sample (p ≥ 0.05), sample callrate > 80%
and SNP callrate > 95%. Deviation from the HWE was accepted
for cases, if controls on the same genotyping unit were in

compliance with the HWE. In addition, the allele frequency of
the genotyped control group was compared with genetic datasets
of populations from Europe, provided by 1,000 Genomes Project
Phase 3 on Ensembl (35) and showed a similar distribution
(T-allele: 33.9% in the genotyped compared to 30.9% in the
European sample).

Statistical Analyses
Group differences in sex and age were calculated using exact
Fisher’s exact test and Wilcoxon rank sum test. Deviations of
the genotype frequency from HWE in the patient, control and
combined samples were analyzed using Pearson’s chi-squared
test. After quality inspection, a logistic regression was calculated
using plink 1.7 (36, 37). Additive (additive effect of increasing
amounts of the minor allele), dominant (homozygous major
allele carriers vs. carriers of the minor allele) and recessive
genotypemodels (homozygousminor allele carriers vs. carriers of
the major allele) corrected for age and sex were used to check for
an association of rs12979860 genotypes with VN. An a posteriori
power calculation was performed using the software Quanto (38)
with the following parameters: unmatched case-control study
(1:11.75), minor allele frequency of 0.35 (total sample), additive
and dominant inheritance models, incidence rate of 0.0155% (as
no data on prevalence rates are available) and significance level
of p < 0.05.

RESULTS

In this study 151 patients with unilateral VN and 1,775 healthy
controls were included in the analysis. The mean age of patients
with VN (64 females, 42%) was 55.4 ± 14.8 years and the mean
age of controls (910 females, 51%) was 55.1 ± 13.4 years, sex
showing a slight statistical difference between groups (sex: p =

0.04, age: p= 0.91).
The T allele of rs12979860 located on chromosome 19q13.2

within the first intron of IFNL4, depicted the minor allele with
a frequency of 43.4% in cases and 33.9% in healthy controls
(Table 1). The control group and the combined sample were in
Hardy-Weinberg equilibrium (controls: χ² = 0.05, p = 0.82 and
combined sample: χ² = 0.88, p = 0.35), whereas the case group
showed a slight deviation (χ²= 7.77, p= 0.005).

For association analyses in this case-control study, additive,
recessive and dominant logistic regression models corrected for
age and sex were calculated. The results are summarized in
Table 2. The additive model revealed a significant association of
rs12979860 with VN (p = 9.23 × 10−4, OR = 1.51, 95% CI =
1.18–1.92), with the T allele being more prevalent in the VN
group compared to the control group. A significant result was
also found in the calculation of the dominant model (carriers of
the minor allele TT + CT vs. homozygote carriers of the major
allele CC). This resulted in an OR of 2.15 (95% CI = 1.48–3.13)
for carriers of the T allele and compared to healthy controls, the
proportion of T allele carriers was higher in the VN group. Using
the recessive model, no significant association was found. Based
on the results of our study, a power calculation was performed,
which yielded a statistical power of 92.17% for the additive model
(OR= 1.51) and 98.60% for the dominant model (OR= 2.15).
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TABLE 1 | Allele and genotype frequencies of rs12979860.

Allele Genotype

Sample C n (%) T n (%) CC n (%) CT n (%) TT n (%)

VN 171 (56.6) 131 (43.4) 40 (26.4) 91 (60.2) 20 (13.2)

Controls 2,346 (66.3) 1,204 (33.9) 773 (43.5) 800 (45.1) 202 (11.4)

Combined 2,517 (65.3) 1,335 (34.7) 813 (42.2) 891 (46.3) 222 (11.5)

TABLE 2 | Logistic regression analysis.

Model P-value OR (95% CI) SE

Additive 9.23 × 10−4 1.51 (1.18–1.92) 0.12

Dominant 5.86 × 10−5 2.15 (1.48–3.13) 0.19

Recessive 5.29 × 10−1 1.17 (0.72–1.92) 0.25

OR, Odds ratio; CI, confidence interval; SE, standard error.

DISCUSSION

In this case-control study the genotype frequency of rs12979860
located in the first intron of the IFNL4 gene on chromosome
19q13.2 and its association with VN were analyzed and a
significantly higher frequency of the T-allele was detected in VN
patients compared to healthy subjects. Increased ORs (additive
model: OR = 1.51, dominant model: OR = 2.15) were obtained
in the calculation of both the additive and the dominant models.
However, the main limitation of the study is the small size of the
case sample, which could lead to the observed deviation from
the HWE, though the high MAF of the variation (34.7% in the
combined sample) is less prone to be influenced by individual
genotype changes than a low MAF variation, thereby arguing
in favor of an association effect. The underlying mechanisms
leading to the development of VN still need to be uncovered.
According to the virus hypothesis, viral pathology induced by
neurotropic viruses such as HSV-1 is thought to be the most
likely cause of VN (29). This hypothesis is supported by a recent
GWAS in VN, in which 3 loci were detected containing genes that
are also involved in viral processes (14). Furthermore, the results
obtained in this candidate gene study showing an increased
risk of VN for carriers of the rs12979860 T allele support
the observation that this allele is associated with increased
clinical severity and recurrence rates of herpes labialis in a dose
dependent manner (16). In the same study, it was shown that the
replication of HSV-1 is inhibited by the induction of a type III
IFN response. Interestingly, reduced IFN-λ levels were found in
patients with recurrent herpes labialis compared to seropositive
controls without a history of recurrence in a study by (21).

The unfavorable effect of the rs12979860 T allele has been
further demonstrated by an association with virus persistence
(17) and a diminished response to antiviral therapy with
pegylated IFN-λ and ribavirin in patients with HCV (19, 39).
Remarkably, a HCV treatment study conducted by Rallón et al.
(40) showed reduced IFN- λ3 levels in T allele carriers, while
rs12979860-C allele carriers were reported to have higher IFN-
λ3 plasma levels (41).

Other studies demonstrated a protective effect of the
rs12979860 T allele, thereby representing conflicting results on
the allele effect, e.g., in studies on the replication of the
cytomegalovirus in patients with solid-organ transplants and
allogenic stem cell transplants. The sample size in these studies,
however, was very small (42, 43).

Functional consequences of the specific alleles of rs12979860
are still under exploration. In addition to a potential role in the
promoter of the IFNL3 gene due to its position in the 5’ region
of the gene, rs12979860 also shows a strong LD to rs368234815,
a dinucleotide insertion/deletion variant within the first exon of
IFLN4. Unlike the TT variant, which is subjected to degradation
by mRNA by nonsense mediated decay, the 1G allele induces a
frameshift which enables expression of the INFL4 gene (22). The
1G variant correlates perfectly with the T allele of rs12979860 in
Asians (r2 = 1.0) and is well correlated in Europeans (r2 > 0.9),
but only moderately in Africans (r2 ∼ 0.7). Thus, the ability to
express IFN- λ4, which is restricted to carriers of the 1G variant,
might explain the strong association of rs12979860 with impaired
HCV clearance in Europeans, while Africans exhibit a higher
association with rs368234815 (22).

Though knowledge regarding the physiological function of
IFN- λ4 is still sparse, significant differences to the other type
III IFNs have been described. Compared to IFN- λ3, IFN- λ4
seems to act faster during acute antiviral response, but at the
same time induces the expression of genes that inhibit IFN
response. For example, the expression of USP18, which is an
inhibitor of antiviral activity of IFN- λ, was elevated in liver
biopsies of HCV patients who carried the 1G allele and were
thus capable of producing IFN- λ4 (28). In addition, IFN- λ4
was shown to induce the expression of SOCS1, an inhibitor
of anti-HCV activity of IFNs. These results are supported by
the investigation of another SNP in the second exon of the
IFNL4 gene. Rs117648444 causes a substitution of an amino acid,
turning IFN- λ4 into a protein variant with reduced activity,
named IFN- λ4-S70. Compared with the fully active IFN- λ4-
P70 variant, humans encoding the impaired IFN- λ4-S70 variant
display better spontaneous HCV clearance rates and overall

Frontiers in Neurology | www.frontiersin.org 4 October 2020 | Volume 11 | Article 570638

https://www.frontiersin.org/journals/neurology
https://www.frontiersin.org
https://www.frontiersin.org/journals/neurology#articles


Rujescu et al. IFNL3/4 Association With Vestibular Neuritis

better treatment response rates (44). These findings suggest that
the presence, rather than absence of IFN- λ4 could be the relevant
disadvantage in viral defense (45). This is supported by the fact
that the 1G variant seems to be undergoing a negative selection,
since 95% of Africans, but only about 54% of Europeans and 13%
of Asians, carry at least one 1G variant (23).

Besides the favorable effects of the CC genotype (rs12979860)
on HCV clearance rates, this genotype was also associated
with a higher rate of hepatic inflammation and fibrosis in
patients with chronic HCV infection and with a higher frequency
of pulmonary fibrosis in patients with systemic sclerosis,
accompanied by increased IFN- λ3 activity (46, 47). A high IFN-
λ3 activity thus seems to be an advantage for virus elimination,
but also to mediate chronic inflammatory processes. The results
of this study may therefore suggest that VN is more likely to
be caused by a reactivation of HSV-1 than by inflammation in
response to the virus.

In summary, the underlying pathological mechanisms for
VN are not yet known, but a viral genesis is discussed, with
HSV-1 being the most likely candidate (29). In an earlier study,
an association of the rs12979860 T allele with the severity of
recurrent herpes labialis was demonstrated (16), establishing a
link to HSV-1 infection. Since the T allele of rs12979860 and
the functional 1G variant rs368234815 are in strong LD, the
expression of IFN- λ4, which depends on the presence of the
1G variant, could contribute to the differing antiviral responses
between IFN- λ4 and other type III IFNs. However, in addition
to the established impact of IFN- λ4 on HCV-infection further
studies are needed to confirm whether an influence on HSV-1
infections also occurs. This would further strengthen the viral
hypothesis of the latent HSV-1 infection for VN. Although
the present study comprises a relatively small sample size and

replication is necessary, these results are consistent with previous
studies on rs12979860.
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