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Abstract
The Asp358Ala variant in the interleukin-6 receptor (IL-6R) gene has been implicated in asthma, autoimmune and
cardiovascular disorders, but its role in other respiratory conditions such as chronic obstructive pulmonary disease (COPD)
has not been investigated. The aims of this study were to evaluate whether there is an association between Asp358Ala and
COPD or asthma risk, and to explore the role of the Asp358Ala variant in sIL-6R shedding from neutrophils and its proinflammatory effects in the lung. We undertook logistic regression using data from the UK Biobank and the ECLIPSE COPD
cohort. Results were meta-analyzed with summary data from a further three COPD cohorts (7,519 total cases and 35,653 total
controls), showing no association between Asp358Ala and COPD (OR ¼ 1.02 [95% CI: 0.96, 1.07]). Data from the UK Biobank
showed a positive association between the Asp358Ala variant and atopic asthma (OR ¼ 1.07 [1.01, 1.13]). In a series of in vitro
studies using blood samples from 37 participants, we found that shedding of sIL-6R from neutrophils was greater in carriers
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of the Asp358Ala minor allele than in non-carriers. Human pulmonary artery endothelial cells cultured with serum from
homozygous carriers showed an increase in MCP-1 release in carriers of the minor allele, with the difference eliminated upon
addition of tocilizumab. In conclusion, there is evidence that neutrophils may be an important source of sIL-6R in the lungs,
and the Asp358Ala variant may have pro-inflammatory effects in lung cells. However, we were unable to identify evidence
for an association between Asp358Ala and COPD.

Introduction
Interleukin-6 (IL-6), a pro-inflammatory cytokine, has been
implicated in a range of complex chronic diseases. Evidence has
been building that one functional variant Asp358Ala (rs2228145)
in the IL-6 receptor (IL-6R) gene regulates IL-6 signaling (1).
Previous studies have shown that this variant is associated with
a decreased risk of coronary heart disease (CHD) (2–4), abdominal aortic aneurysm (5), atrial fibrillation (6), rheumatoid arthritis (7) and type 1 diabetes (1), but an increased risk of atopic
dermatitis (8) and asthma (9).
One hypothesis to explain the varying directional effects of
the IL-6R variant on disease risk is based on the opposing effects
of the variant on IL-6 classic signaling and trans-signaling. IL-6
signaling occurs via two distinct pathways, designated as ‘classical’ signaling and ‘trans-signaling’. In the classical signaling
binding of IL-6 to the membrane bound IL-6 receptor (mIL-6R)
causes recruitment of two molecules of the signal-transducing
receptor glycoprotein 130 (gp130). Homodimerisation of the
gp130 receptors leads to phosphorylation of transcription factors STAT1 or STAT3 by the Janus kinase family (JAK1, JAK2,
TYK2), as well as activation of the mitogen-activated protein
kinase (MAPK) cascade and the phosphoinositide 3-kinase
(PI3K) cascade (10). These downstream pathways can also be
activated by IL-6 trans-signaling via the generation of a soluble
form of the IL-6 receptor (sIL-6R), which forms a complex with
IL-6 and gp130. While sIL-6R can be released following alternative splicing of the IL-6R mRNA, the majority of circulating sIL6R is generated by ADAM10- and ADAM17-mediated proteolysis
of the mIL-6R (11). The substitution of alanine for aspartate in
position 358 of the IL-6R gene results in more efficient proteolytic cleavage of mIL-6R (12). This results in decreased levels of
mIL-6R, which is involved in classic signaling, and increased
levels of soluble sIL-6R, which is involved in trans-signaling (1).
IL-6R classic signaling occurs only in leukocytes and hepatocytes which express the mIL-6R (13), and there is evidence that
the down-regulation of classic signaling in people with one or
two copies of the minor allele (C) leads to the observed
decreased risk of diseases such as CHD (1). In IL-6 trans-signaling, sIL-6R bound to IL-6 stimulates gp130 (13), which is widely
expressed, including in lung cells. Since sIL-6R can trigger IL-6
signaling in cells normally unresponsive to IL-6, trans-signaling
has been implicated in the pathogenesis of a number of inflammatory diseases.
Higher levels of sIL-6R have been found in sputum and bronchoalveolar lavage fluid (BALF) of people with asthma or chronic
obstructive pulmonary disease (COPD) compared to healthy
controls (14,15). Additionally, previous studies have shown associations between polymorphisms in the IL-6 gene and
increased risk of COPD—although not at genome-wide levels of
statistical significance (16). Combined with the replicated finding that rs2228145 is associated with asthma and asthma severity (9,17), this led us to hypothesize that the Asp358Ala
functional variant may be associated with other respiratory
conditions such as COPD. Current evidence suggests that neutrophils are involved in COPD and also occur in greater

quantities in the BALF of people with severe asthma or smokers
with asthma (18). Thus, we hypothesized that neutrophils are a
possible source of sIL-6R in the lungs and may contribute to
pathogenic IL-6R trans-signaling in chronic respiratory
diseases.
In the present study, we first investigated the relationship
between the IL-6R variant and the risk of COPD, using genetic
data from the UK Biobank, a large-scale UK-wide prospective cohort study of middle-aged volunteers, along with several other
well-phenotyped COPD cohorts with genetic information on the
functional IL-6R variant and its proxies. Second, we sought to
replicate the association between the IL-6R functional variant
and an increased risk of asthma and allergy-related diseases
using data collected from participants in the UK Biobank. Third,
we conducted in vitro experiments to examine whether the IL6R variant is associated with increased shedding of sIL-6R from
neutrophils and whether IL-6R trans-signaling is proinflammatory in the lung micro-environment.

Results
Since previous studies have shown higher levels of serum IL-6
in people with COPD compared to those without COPD (19–22),
we first examined the association between rs2228145 and baseline serum IL-6 level in the ECLIPSE study, finding an increase in
IL-6 level per copy of the minor allele after adjustment for age,
COPD status, smoking status, smoking amount and ancestry
(b ¼ 0.15 [95% CI: 0.08, 0.23]). We found no evidence of an association between rs2228145 and COPD when the results from the
UK Biobank (Supplementary Material, Table S1) and the COPD
case-control cohorts were meta-analyzed (OR ¼ 1.02 [0.96, 1.07];
Fig. 1). There was no evidence of heterogeneity between the
studies contributing to the meta-analysis (I2 ¼ 0.0%, P ¼ 0.859).
Results were consistent for the association between rs4129267
(proxy variant) and COPD (OR ¼ 1.02 [0.95, 1.08]; Supplementary
Material, Fig. S1), and also when meta-analyzed using randomeffects meta-analysis (data not shown).
Using UK Biobank data, we found no evidence of an overall
association between rs2228145 and risk of asthma (OR ¼ 1.02
[95% CI: 0.99, 1.05]; Table 1) but when comparing asthma phenotypes, we observed an increased risk of atopic asthma compared to non-atopic asthma per copy of the minor allele of
rs2228145 (OR ¼ 1.07 [1.01, 1.13]; Table 1). The rs2228145 variant
was also associated with an increased risk of allergy-related disease phenotypes (OR ¼ 1.08 [1.04, 1.11]; Table 2). These results
persisted in analyses that used increasingly restrictive sets of
exclusion criteria based on history of inflammatory-related illness (CHD, stroke, diabetes or cancer) and other respiratory illnesses (COPD, asthma (where relevant), pneumonia or
bronchiectasis). The results of this new human genetic data on
COPD and asthma risk in the UK Biobank population are shown
in context of other known disease risks associated with
rs2228145 in Figure 2.
We further assessed whether the rs2228145 variant was
associated with decreased airway function or with an increased
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Figure 1. Forest plot showing the association between rs2228145 and the risk of COPD. CI ¼, confidence interval; COPD ¼, chronic obstructive pulmonary disease;
OR ¼, odds ratio. Results are for current or former smokers and adjusted for age, ancestry principal components, and smoking amount. Fixed effects meta-analysis
using inverse-variance weighting. Sizes of the boxes are proportional to the number of cases.

risk of airway obstruction using spirometry measures from the
UK Biobank. We found no evidence of an association between
rs2228145 and airway function or obstruction, including when
the results were stratified by asthma and COPD status and
examined separately by smoking status (Supplementary
Material, Tables S2 and S3).
To elucidate the association of the Asp358Ala nonsynonymous variant with asthma and allergy-related phenotypes, we next examined the molecular mechanism through a
series of in vitro experiments. As previously shown, the
Asp358Ala variant was associated with increased concentrations of sIL-6R in the serum (Fig. 3A). We then investigated the
expression of mIL-6R in human peripheral blood-derived neutrophils. We demonstrated the expression of mIL-6R in freshly
isolated neutrophils using confocal microscopy (Fig. 3B), flow
cytometry (Fig. 3C) and immunocytochemistry (Fig. 3D).
Expression of IL-6R in peripheral blood mononuclear cells
(PBMCs) was used as a positive control for flow cytometry analysis. These results suggest that neutrophils can provide a
source of sIL-6R in the plasma.
Given that previous work (23) has described shedding of IL6R from stimulated neutrophils, we sought to compare sIL-6R
release between rs2228145 C/C homozygous, A/C heterozygous
and A/A homozygous individuals. Upon stimulation with either
the physiological agonist N-formyl-methionyl-leucyl-phenylalanine (fMLP) or phorbol 12-myristate 13-acetate (PMA), sIL-6R
release from neutrophils was significantly greater in C/C homozygous donors compared to A/A homozygous donors (Figs 3E
and F). This effect was not observed in PBMCs (Fig. 3G). Taken
together, these results are indicative of a genotype-dependent
association of sIL-6R release from neutrophils.

IL-6 trans-signaling has been previously identified as proinflammatory in smooth muscle cells, mesothelial cells and
endothelial cells (24–26). To assess the effect of sIL-6R transsignaling in the lung endothelium, we measured the expression of various cell adhesion markers and monocyte chemoattractant protein-1 (MCP-1) release by human pulmonary
artery endothelial cells (HPAECs) following treatment with
recombinant IL-6 and sIL-6R alone or in combination. TNF-a
treatment was used as a positive control. Stimulation with
either IL-6 or sIL-6R alone did not alter intercellular adhesion
molecule 1 (ICAM-1) levels detected by flow cytometry after
24 h (Fig. 4A). A stimulation period of 24 h was chosen as the
MCP-1 release by HPAECs (using IL-6 and sIL-6R) was demonstrated to be maximal at this time-point (data not shown).
However, IL-6 in combination with sIL-6R significantly
increased the expression of ICAM-1 and the release of MCP-1
by  2-fold in HPAECs (Figs 4B and C). The MCP-1 release was
suppressed in the presence of the anti-human IL-6R monoclonal antibody tocilizumab (Fig. 4D). There was no change in
the expression of vascular cell adhesion protein 1 (VCAM-1)
and E-selectin (Supplementary Material, Fig. S2). Human
bronchial epithelial cells did not enhance MCP-1 (data not
shown) or IL-8 release (Supplementary Material, Fig. S3) following combined IL-6 and sIL-6R stimulation.
Having shown the pro-inflammatory effect of IL-6 transsignaling in the lung endothelium, we next sought to test our
hypothesis that increased sIL-6R shedding by C/C individuals
is pro-inflammatory. We cultured HPAECs with serum from 8
A/A and 9 C/C participants and measured MCP-1 release after
24 h. As shown in Figure 5, incubation with serum from C/C
carriers resulted in no increase in the MCP-1 release compared
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Table 1. Adjusted odds ratios (95% CI) for the risk of asthma and atopic asthma per copy of the minor allele of rs2228145
Overall asthma

Model 1
Model 2
Model 3

Atopic vs. non-atopic asthma*

N cases/N controls

OR (95% CI)

P-value

N cases/N controls

OR (95% CI)

P-value

16,939/83,718
13,591/65,183
13,157/63,859

1.02 (1.00, 1.04)
1.02 (1.00, 1.05)
1.02 (0.99, 1.05)

0.096
0.075
0.126

5,318/8,551
4,550/6,607
4,405/6,396

1.05 (1.00, 1.11)
1.07 (1.01, 1.13)
1.07 (1.01, 1.13)

0.047
0.031
0.032

CI ¼, confidence interval; CHD ¼, coronary heart disease; OR ¼, odds ratio.
*Atopic asthma defined as age of asthma onset before 30 years and having either a history of allergic conditions (hay fever, allergic rhinitis and eczema) or having never
smoked.
Notes: (1) UK Biobank data only. (2) Results adjusted for sex, age, smoking status and ancestry principal components. (3) Model 1 includes the full dataset with no restrictions based on history of disease; Model 2 excludes people with inflammatory-related illness (history of CHD, stroke, diabetes or cancer); and Model 3 excludes people with inflammatory-related illness and those with other respiratory illnesses (chronic obstructive pulmonary disease, pneumonia or bronchiectasis).

Table 2. Adjusted odds ratios (95% CI) for the risk of allergy-related
conditions per copy of the minor allele of the rs2228145
N cases/N controls

OR (95% CI)

P-value

24,112/57,643
20,223/43,796
19,850/42,807

1.06 (1.03, 1.08)
1.07 (1.04, 1.09)
1.08 (1.04, 1.11)

9.00  107
2.58  107
4.00  106

Model 1
Model 2
Model 3

CI ¼, confidence interval; CHD ¼, coronary heart disease; OR ¼, odds ratio.
Notes: (1) Allergy-related conditions include hay fever, allergic rhinitis and eczema. (2) UK Biobank data only. (3) Results adjusted for sex, age, BMI, smoking
status, smoking amount and ancestry principal components. (4) Model 1 includes the full dataset with no restrictions based on history of disease; Model 2
excludes people with inflammatory-related illness (history of CHD, stroke, diabetes or cancer); and Model 3 excludes people with inflammatory-related illness
(history of CHD, stroke, diabetes or cancer) and those with other respiratory illnesses (chronic obstructive pulmonary disease, asthma, pneumonia or
bronchiectasis).

to A/A carriers (A/A serum; 1334 6 195.6 pg/ml and C/C serum;
1977 6 268.1 pg/ml, P ¼ 0.06). The addition of A/A serum alone
resulted in MCP-1 concentrations comparable to that of untreated cells at 24 h (1030 6 319.7 pg/ml), suggesting that addition of serum did not adversely affect the HPAECs. The
addition of IL-6 to the serum resulted in the increased MCP-1
release in both groups compared to serum alone, but significantly more MCP-1 release from C/C carriers (A/A serum;
3604 6 579.7 pg/ml and C/C serum; 4761 6 232.4 pg/ml,
P ¼ 0.009). This response was also replicated using lower IL-6
concentrations (10 ng/ml) (Supplementary Material, Fig. S4A).
There were no statistically significant differences in IL-6 or
MCP-1 concentrations between the C/C and A/A serum prior to
their addition to HPAECs (Supplementary Material, Fig. S4B
and C).Furthermore, incubation with tocilizumab reversed the
IL-6 mediated MCP-1 release in both groups to baseline levels
and, importantly, abolished the difference between the A/A
and C/C carriers (Fig. 5).

Discussion
Although there is considerable evidence that levels of sIL-6R are
increased in people with respiratory diseases such as asthma
and COPD, the genetic association between the Asp358Ala functional variant in the IL-6R gene and COPD has not been specifically assessed, and little is understood about the mechanisms
driving sIL-6 trans-signaling in the lung. In this study, we provide further evidence for the association of the Asp358Ala non-

synonymous variant with atopic asthma and a broad group of
allergy-related conditions, but not with COPD risk. Most importantly, we show, for the first time, an association between the
Asp358Ala variant and increased shedding of sIL-6R from
human neutrophils and provide evidence for a proinflammatory effect of sIL-6 trans-signaling in human pulmonary artery endothelial cells. We observed an increased release of
MCP-1 (a chemokine involved in inflammatory responses) from
lung endothelial cells after addition of serum from homozygous
carriers of the minor allele but not after addition of serum from
homozygous carriers of the major allele. This effect was blocked
with the addition of the anti-IL-6R monoclonal antibody tocilizumab, suggesting that the observed genotype-dependent release of MCP-1 occurred via IL-6 signaling pathways and not
through an alternative mechanism.
In contrast to our hypothesis, we found no association between the Asp358Ala variant and the risk of COPD. This was surprising given reports of increased levels of sIL-6R in people with
COPD (15), and previous reports of associations of polymorphisms
in the IL-6 gene with this condition (16,27,28). Recent experimental evidence in mouse models supports the involvement of IL-6
trans-signaling in the development of emphysema via activation
of the mammalian target of rapamycin complex 1 (mTORC1)
pathway and that this is independent of the inflammatory response (29). Based on this and previous work (30), the authors
hypothesized that IL-6R trans-signaling may contribute to lung
inflammation and the development of emphysema via two discrete pathways. Firstly, they propose that sIL-6R acts via STAT3
activation to initiate lung inflammation (30) and, secondly,
through a pathway whereby sIL-6R activates mTORC1 and contributes to the development of emphysema (29). It is known that
the Asp358Ala variant increases sIL-6 signaling, which activates
STAT3, a necessary component for inflammatory processes, via
the JAK-STAT and Ras-Raf-MAPK signaling pathways (31), however we are not aware of evidence that the Asp358Ala variant directly activates the mTORC1 pathway. Furthermore, a previous
genome-wide association study (32) found no evidence of an association between the rs2228145 variant and emphysema defined
using lung density images using the traditional definition of 950
Hounsfield units with P value ¼ 0.192, and borderline nominal significance for the 15th percentile of the density histogram (P
value ¼ 0.042).
There are two possible explanations for the results of our
study when considered in the context of this previous experimental work. If the STAT3 and mTORC1 pathways are independent, as has been suggested (30), then activation of the
mTORC1 pathway downstream of sIL-6R may require additional
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Figure 2. Forest plot showing associations of rs2228145 (or proxy) with a range of human diseases. CI ¼, confidence interval; COPD ¼, chronic obstructive pulmonary disease; OR ¼, odds ratio. OR plotted on log-scale.

signals over and above increased levels of sIL-6R. This could explain why we found no evidence of an association between the
Asp358Ala variant and the risk of COPD, and why the previous
study (32) found no association between this same variant and
emphysema. That is, the variant might act as an instrumental
variable for exposure to increased levels of sIL-6R only.
Alternatively, our results could result from a lack of power to
detect an effect size as small as that observed. Our study was
only powered to find an odds ratio of greater than 1.075, so if
enhanced IL-6 trans-signaling does contribute to the pathogenesis of COPD, it is likely that this relationship is weaker than
that observed for asthma in previous studies and may therefore
be of limited clinical relevance.
In contrast to a previous genome-wide association study
that reported a 9% increased risk of asthma for carriers of the
minor allele of the rs4129267 variant (proxy for rs2228145) (9),
we found no overall association between the rs2228145 and
asthma (OR ¼ 1.02 [0.99, 1.05]). Our study was powered to see an
effect size of 1.055 or greater, suggesting that the effect of this
variant on asthma was weaker in our study compared to this
previous study. However, it was also noted in the study by
Ferreira and colleagues (9) that this association appeared to be
restricted to atopic asthma, and our finding of an increased risk
of atopic asthma vs. non-atopic asthma (albeit using a proxy
measure) among carriers of the rs2228145 minor allele adds
some weight to these previous unconfirmed findings. We did
not have information on specific asthma phenotypes and instead we used a carefully defined proxy for atopic asthma
(based on age of onset, history of allergies and smoking status
(33)). Further, our finding that the Asp358Ala variant is associated with an increased risk of allergy-related diseases is consistent with a previous study showing an increased risk atopic
dermatitis (8). In contrast to a previous study (17), we found no
association between the Asp358Ala variant and decreased lung

function in asthmatic never-smokers, potentially due to differences in asthma phenotyping which was more rigorously characterized using spirometry measures and bronchodilator
reversibility in the previous study.
Previous studies have shown sIL-6R levels in serum are
increased in people with asthma, particularly among those with
severe asthma phenotypes, and these sIL-6R levels are associated with decreased lung function (17). Neutrophils have been
identified as a potential source of sIL-6R in asthma (13).
Consistent with this hypothesis and with a previous study,
which showed that showed neutrophils can be stimulated to
shed sIL-6R in response to inflammatory cues (23), we have directly shown that neutrophils shed sIL-6R and that this shedding
is increased in carriers of the Asp358Ala minor allele. Although
endothelial cells do not express the mIL-6R required for classic
signaling, they do express gp130 and can utilize sIL-6R (transsignaling) to secrete monocyte MCP-1, IL-8 and induce ICAM-1
expression (26,34). Our finding that IL-6/sIL-6R trans-signaling
increases MCP-1 release and ICAM-1 expression in lung endothelial cells is consistent with findings from previous studies
that used human umbilical vein endothelial cells (34). In addition to aiding monocyte recruitment, MCP-1 is known to induce
mast cell activation and LTC4 release in the airway (35), and
clinical studies have demonstrated that MCP-1 is up-regulated
during the endobronchial allergen challenge (36). Our study
thus extends previous work by showing that MCP-1 release
from lung endothelial cells is increased in carriers of the
Asp358Ala minor allele and can be blocked using the IL-6 inhibitor tocilizumab, providing evidence of a pro-inflammatory effect
of IL-6 trans-signaling in the lung micro-environment. The only
previous study to examine the functional effect of the minor
variant on monocytes reported a genotype-dependent effect on
unstimulated PBMCs (13). In contrast, we found no genotypedependent effect on sIL-6R release from PBMCs; the reason for
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Figure 3. IL-6R alpha expression in human neutrophils and association of the rs2228145 genotype with secretion of sIL-6R by leukocytes. (A) Serum sIL-6R concentration from the rs2228145 genotype groups was measured by ELISA. (B) Immunofluorescence of IL-6R alpha AF647and IgG1 AF647 isotype matched control in neutrophils.
Merged images show DAPI and IL-6R AF647 or IgG1 AF647. Magnification x63 with x5 zoom. (C) Expression of IL-6R alpha in neutrophils (NEU) and monocytes (MONO)
analyzed by flow cytometry. Red (unstained), blue (IgG1) and green (IL-6R AF647). Monocytes were gated from the peripheral blood mononuclear cell population based
on their forward scatter and side scatter properties. (D) Immunocytochemistry of IL-6R alpha and IgG1 isotype matched control in neutrophils. Magnification 100.
Data are representative of three independent experiments. (E) sIL-6R release from the rs2228145 genotyped polymorphonuclear neutrophils (PMN) stimulated for
30 min with fMLP or PMA (F,G) sIL-6R release from the rs2228145 genotyped peripheral blood mononuclear cells (PBMCs) stimulated for 30 min with PMA. sIL-6R concentrations refer to the difference between stimulated and control levels for B–D. Data represent the median with interquartile range. *P<0.05 using non-parametric
test for trend across groups.

this discrepancy is unclear but may reflect the larger sample
size in this study or differing PBMC isolation methods.
This is the first study, to our knowledge, to specifically assess the relationship of the Asp358Ala variant with the risk of
COPD, and the first to describe the associations of this variant
with enhanced sIL-6R shedding from neutrophils and enhanced
MCP-1 release from human lung endothelial cells. The COPD cohorts were well-phenotyped and the genetic analysis results
were robust to sensitivity analyses, including restricting to studies with data on the proxy variant rs4129267 (i.e. excluding UK
Biobank, the least well-phenotyped study included). As well as
these strengths, our study has some limitations. Although a
large number of COPD cases (n ¼ 7,519) and asthma cases
(n ¼ 13,157) were included in the analysis, the study only had
80% power to detect an odds ratio of 1.075 or more for COPD and
1.055 or more for asthma. In the genetic analysis, only
summary-level data could be obtained for four out of six of the
studies; however, we were able to closely match the exclusion
criteria and variables adjusted for in the statistical analysis of
the two studies with individual participant data (ECLIPSE and
UK Biobank) to those used in the other four studies. Although
there was no evidence of heterogeneity between the studies
contributing to the Asp358Ala variant-COPD analysis, it is notable that the direction of the relationship was the same for all

cohorts except for NETT/NAS. The NETT cohort differs from the
other COPD cohorts in that only patients with both more severe
COPD and emphysema were recruited (37); thus the included
participants are likely to represent a more restricted subphenotype of COPD compared to the other cohorts. Disease outcomes in the UK Biobank were based on self-reported data
which can be susceptible to misclassification. However, for the
main outcome of COPD, we were able to minimize misclassification by only including COPD cases where the self-report was either verified in an interview with a trained nurse or where there
was a hospital admission diagnosis of COPD. Further, we used
objective spirometry measures to exclude those with selfreported COPD who had normal lung function (defined as a ratio
of forced expiratory volume in one second (FEV1)/forced vital
capacity (FVC)  0.7 and a percent predicted FEV1  80).
Analyses of airway function, airway obstruction, asthma and
allergy-related conditions were restricted to UK Biobank data as
information on these outcomes was not available in the COPD
cohorts.
There is strong evidence that inflammation is involved in
the etiology of a number of chronic diseases, yet despite this
and existing evidence for the role of IL-6 in COPD (15), our study
shows no strong evidence for an association between inflammation via IL-6 trans-signaling and the risk of COPD. This is
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Figure 4. Effect of sIL-6R trans-signaling on ICAM-1 expression and MCP-1 release from HPAECs. Confluent human pulmonary endothelial cells (HPAECs) were stimulated for 24 h with TNF (5 ng/ml) or sIL-6R (50 ng/ml) 6 IL-6 (50 ng/ml) prior to flow cytometry as described in Materials and Methods. (A) Representative flow cytometry
of ICAM-1 expression in HPAECs after 24 h showing control (red), TNF (green) and sIL-6R þ IL-6 (blue) treatments. (B) Median fluorescence intensity of ICAM-1 expression. Data are representative of six independent experiments (mean 6 SEM). *P<0.05 using one-way ANOVA across groups. (C) Confluent HPAECs were stimulated for
24 h with TNF (5 ng/ml) or sIL-6R (50 ng/ml) 6 IL-6 (50 ng/ml) prior to measurement of secreted MCP-1 by ELISA. Data are representative of five independent experiments
(mean 6 SEM). *P<0.05 using Dunn’s multiple comparison test. (D) Confluent HPAECs were stimulated for 24 h with sIL-6R (50 ng/ml) 6 IL-6 (50 ng/ml), tocilizumab
(TCZ) alone (20 lg/ml), IgG alone (20 lg/ml) or IL-6 þ sIL-6R (pre-incubated with 20 lg/ml TCZ or 20 lg/ml IgG) and MCP-1 measured by ELISA. Data are representative of
eight independent experiments (mean 6 SEM). * P<0.05 using Dunn’s multiple comparison test.

potentially concordant with recent experimental evidence that
suggests the role of IL-6 trans-signaling in the development of
emphysema occurs independently of inflammatory processes
(29), although replication of the results is needed. Furthermore,
while there is strong evidence that IL-6 serum levels are
increased in COPD patients compared to healthy controls, there
is no evidence of an exposure-response relationship with disease severity (15) as would be expected in a causal relationship
and as is observed for asthma (17).
More generally, our results, taken together with those
from previous studies, suggest that IL-6 signaling plays a role
in allergic inflammation, potentially contributing to the development of atopic asthma phenotypes and other allergyrelated diseases. Mechanistically, this finding is supported by
a number of studies using mouse models and patient samples. In particular, Doganci and colleagues (38) found that
local blockade of the sIL-6R in an ovalbumin mouse model of
the late-phase asthma response reduced eosinophil numbers
in BALF and decreased levels of the Th2 cytokines IL-4, IL-5,
and IL-13. In a further mouse model, inhalation of cockroach
allergen resulted in an increase in sIL-6R and triggered a type
2/type 17 cytokine profile with mixed eosinophilicneutrophilic inflammation in BALF, a response that was attenuated using an anti-IL-6R molecule that selectively blocks

IL-6 trans-signaling (39). In humans with allergic asthma,
sputum sIL-6R levels have been shown to be correlated with
the number of IL-5 producing CD4þ T cells following allergen
challenge and IL-6 levels in sputum have been shown to be
associated with a mixed eosinophilic-neutrophilic bronchitis
during exacerbations of asthma (38,40). Furthermore, Ullah
and colleagues (39) have shown that asthmatics with high
(greater than median) levels of IL-6 and IL-6R in the airways
were more likely to have neutrophilic rather than eosinophilic asthma profiles.
Our findings of enhanced shedding of sIL-6R from neutrophils of Asp358Ala homozygotes and an increase in the MCP1 release from lung endothelial cells using serum from these
individuals provides evidence of a mechanism through
which IL-6 trans-signaling may contribute to disease severity in severe, neutrophil-driven, asthma phenotypes. The IL6 signaling pathway is an important therapeutic target for
rheumatoid arthritis and Castleman’s disease (41,42), and is
being investigated in clinical trials for other diseases including systemic lupus erythematosus (43). Our results support
research into the potential for targeting this pathway to treat
allergic inflammatory conditions, such as severe asthma,
while future research with larger numbers of COPD cases is
needed to understand more fully the role of IL-6 trans-
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Figure 5. Serum from Asp358Ala carriers increases MCP-1 release from HPAECs. Confluent HPAECs were cultured for 24 h in the presence of 65% A/A or C/C serum 6 IL6 (50 ng/ml) prior to measurement of secreted MCP-1 by ELISA. Data are presented as individual values and means 6 SEM. *P<0.05 using Mann-Whitney test. The inset
shows the association of serum sIL-6R concentration with IL-6 mediated MCP-1 release from HPAECs. Data are presented as individual values for 8 C/C (red circles), 1
C/A (blue circle) and 9 C/C (black circles) samples. Correlation calculated using the Spearman test with the 95% confidence band of the best-fit line.

signaling and its associated pathways in the development of
COPD.

Materials and Methods
Genetic epidemiological study
Participants. Five cohorts contributed data to this study. Data
from participants in the ECLIPSE study were used to estimate
the association between the rs2228145 variant and baseline
serum IL-6 level, and the risk of COPD. Details on this study
have been previously published (44). Briefly, ECLIPSE is a
three-year longitudinal study with data on 2164 people with
well-phenotyped COPD and 582 controls (337 smokers and 245
non-smoker controls). Data on 1,942 participants (1764 people
with COPD and 178 smoker controls) with imputed genetic
data on the rs2228145 and genotyped data on a proxy variant
(rs4129267) were used in the present study. A summary of
baseline characteristics of the ECLIPSE participants by
rs2228145 genotype is given in Supplementary Material, Table
S4. Data from participants in the UK Biobank were used to estimate the association between the rs2228145 and asthma,
allergy-related diseases, airway function, airway obstruction,
and the risk of COPD. The UK Biobank is an open-access resource with survey, biomedical and genetic data, and linked
hospital episode statistics data, on approximately 500,000 people aged 40 to 69 years at baseline living in the UK. Genotyped
data on rs2228145 from 134,388 participants were available for
this study. Details on the study measures and ascertainment
of outcomes in the UK Biobank are provided in S1 Appendix,
and details on genotyping and genetic QC are available online

(45). This research has been conducted using the UK Biobank
Resource under Application Number 20480. Participants provided written informed consent to be involved in the cohort. A
summary of baseline characteristics of the UK Biobank participants by rs2228145 genotype is given in Supplementary
Material, Table S5. Summary statistics for the association between rs2228145 (and proxy rs4129267) and the risk of COPD
were also available for the COPDGene, the National
Emphysema Treatment Trial (NETT)/Normative Aging Study
(NAS), and GenKOLS studies (37,46–49).
Statistical analyses
Linear regression was used to estimate the association between the rs2228145 variant and log-transformed baseline
level of serum IL-6 in the ECLIPSE study with adjustment for
age, COPD status, smoking status, smoking amount and ancestry principal components. Logistic regression was used to estimate the association between the SNPs (rs2228145 and
rs4129267) and COPD separately in each study. The odds ratios
(OR) show the change in risk of COPD per copy of the minor allele and are presented with 95% confidence intervals (95% CI).
Analyses were restricted to former or current smokers and
were adjusted for age, smoking amount and ancestry principal
components. A series of exclusion criteria were applied to the
UK Biobank data to reflect the exclusion criteria used in the
other four studies. This involved excluding participants with
inflammatory-related illness (history of CHD, stroke, diabetes,
or cancer) or other respiratory conditions (history of asthma,
pneumonia, or bronchiectasis). Effect estimates and standard
errors were pooled using inverse-variance weighted fixed-
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effects meta-analysis. A sensitivity analysis was undertaken,
pooling
results
using
random-effects
meta-analysis.
Heterogeneity in ORs between studies was quantified using
the I2 statistic (50).
Using data from the UK Biobank only, we also examined the
association between rs2228145 and lung function (measured as
the ratio of forced expiratory volume in one second (FEV1) to
forced vital capacity (FVC)) using linear regression, and the associations between rs2228145 and binary outcomes of airflow
obstruction (as per definition in (51)), asthma and atopic
asthma, and allergy-related diseases (hay fever, allergic rhinitis
and eczema) using logistic regressions. A proxy for atopic
asthma was defined as having an asthma diagnosis before the
age of 30 years (52) and having either a history of allergic conditions or being a never smoker. These factors have been previously shown to be predictors of atopic vs. non-atopic asthma
(33). The effect sizes show the change in outcome per copy of
the minor allele and are presented with 95% CIs. Analyses were
adjusted for sex, age, smoking status, smoking amount and ancestry principal components.
Power calculations using the Quanto software (53) were
undertaken to estimate the power available for the main analysis. All other analyses were done using Stata 14.2.

In vitro study
Participants. Thirty seven healthy volunteers were recruited in
the Department of Medicine, Addenbrookes’ Hospital. The age
of blood donors ranged from 22 to 61 years-old and included 17
females and 20 males. All participants gave written informed
consent and the study was approved by the Cambridgeshire 2
Research Ethics Committee (06/Q0108/281).
Reagents. All chemicals were from Sigma-Aldrich (Dorset,
UK), unless otherwise stated. Recombinant sIL-6R and IL-6 were
from PeproTech (London, UK) and tocilizumab (RoActemra,
Roche, Welwyn Garden City, UK). Cell culture reagents were
from Gibco (Paisley, UK).
Genotyping. Blood samples were genotyped by LGC Genomics
at rs2228145 using competitive PCR-based KASPTM technology.
Leukocyte isolation and stimulation
Neutrophils and peripheral blood mononuclear cells (PBMCs)
were isolated from human venous blood using discontinuous
plasma-Percoll gradients as described previously [8] before resuspension in IMDM. Cells (20  106/ml) were stimulated for
30 min at 37  C with fMLP (100 nM) or PMA (200 nM).
Supernatants were collected, centrifuged for 5 min (1200g) and
stored at 80  C prior to ELISA measurement.
ELISAs
Human MCP-1 and CXCL8 (IL-8) were measured using matched
antibodies from R&D Systems. Soluble IL-6R was measured
using Europium-Streptavidin as previously described (1). Serum
samples were collected in clot activating tubes (Vacutainer, BD,
UK). IL-6 and MCP-1 in serum was measured using the V-plex
human assay kit (Meso Scale Discovery, MD, Maryland, US) with
a lower limit of detection of 0.06 pg/ml and 0.13 pg/ml
respectively.
Lung endothelial and epithelial cells. Human pulmonary artery
endothelial cells (HPAECs) were from Lonza (Slough, UK) and
stimulated TNF-a (5 ng/ml) or sIL-6R 6 IL-6 under growth-factorfree conditions for 24 h in EBM-2 media (Lonza, Switzerland).
Serum stimulations were performed in EBM-2 media with 65%

serum from A/A or C/C genotyped donors. Human bronchial
epithelial cells (HBECs) were originally derived in the laboratory
of Professor Jerry Shay, and with his permission were gifted to
us by Professor Gisli Jenkins (Nottingham Respiratory Research
Unit, Nottingham City Hospital). The HBECs were incubated
under growth-factor free conditions for 4-24 h with TNF-a (5 ng/
ml) or sIL-6R 6 IL-6 prior to collection of supernatants for measurement. For the serum stimulation experiments 65% serum (v/
v) was added to each well to obtain a final sIL-6R concentration
as close to 50 ng/ml in the C/C donors.
Flow cytometry
Trypsinised endothelial cells were collected into a 96 well Ubottom plate and centrifuged at 400g for 5 min at room temperature. Cells were resuspended in blocking buffer (5% FBS in 0.5%
BSA) for 10 min at 4  C, and incubated in the dark with conjugated antibodies (E-selectin-Fluorescein (R&D Systems, UK);
VCAM-1-PECY5 (Biolegend, UK); ICAM-1-APC (BD Biosciences,
UK) or conjugated isotype controls (from R&D Systems,
Biolegend and BD Biosciences respectively) for 30 min at 4  C.
Stained cells were centrifuged at 400g for 5 min at room temperature, and fixed in 1% paraformaldehyde (PFA) in PBS in the
dark at room temperature for 10 min. Fixed cells were centrifuged at 400g for 5 min at room temperature, and resuspended
in 400 ll staining buffer (1% FBS and 0.09% sodium azide in PBS).
Detection of cell-bound conjugated antibodies was performed
using a BD FACSCantoTM II (BD Biosciences, UK) and quantification was performed using FlowJo software (Tree Star, USA). Data
were acquired from at least 10,000 gated events.
Expression of IL-6R in neutrophils and PBMCs was determined using IL-6R alpha AF647. Briefly, neutrophils or PBMCs
(5  106/ml) were fixed with CellFIX (BD, Biosciences, UK) for
1 min on ice before incubation with IL-6R alpha AF647 or isotype
control (Biolegend, UK) for 30 min in the dark at 4  C. Data were
acquired from at least 10,000 gated events.
Immunofluorescence and immunocytochemistry
Neutrophils and PBMCs were fixed in 3.5% paraformaldehyde
before three washes in PBS. Cells were cytocentrifuged onto polylysine slides, permeabilised with Triton-X-100 (0.5%) for 10 min
and rinsed in PBS. Cells were blocked with 0.5% BSA for 30 min
before incubation with antibody sIL-6R AF or isotype control
and staining with DAPI based mountant. Immunofluorescence
was visualized using a fluorescent microscope.
For immunocytochemistry pelleted neutrophils and PBMCs
were placed into induced plasma/thrombin clots, formalin-fixed
overnight and processed into paraffin wax block. 4mm sections
were placed onto adhesive slides and high pH antigen retrieval
performed using a Dako PT Module. Slides were washed in PBSTween, blocked with Hydrogen Peroxidase solution (Dako, UK)
and stained with IL-6R alpha antibody (R&D Systems) or mouse
IgG1 isotype (R&D Systems) control for 1 h at room temperature.
Slides were washed as before, incubated with ENVision Flex
HRP (Dako, UK) for 30 min and visualized with 3,3’Diaminobenzedine (Dako, UK) to create a brown reaction product, counterstained with haematoxylin and examined by light
microscopy.
Statistical analysis
Data are reported as mean 6 standard error of the mean (SEM)
from (n) independent experiments and analyzed using
GraphPad Prism 6.0d software (GraphPad Prism, USA). A P value <0.05 was considered statistically significant.

Human Molecular Genetics, 2017, Vol. 26, No. 8

Supplementary Material
Supplementary Material is available at HMG online.

Acknowledgements
We thank Kim Hoenderdos and Carmel Stober for technical support and Rosalind Simmonds for assistance with volunteer recruitment. We also thank the National Institute for Health
Research (NIHR) Cambridge Biomedical Research Centre and
the NIHR Clinical Research Network.
ECLIPSE Investigators — Bulgaria: Y. Ivanov, Pleven; K. Kostov,
Sofia. Canada: J. Bourbeau, Montreal; M. Fitzgerald, Vancouver,
BC; P. Hernandez, Halifax, NS; K. Killian, Hamilton, ON; R. Levy,
Vancouver, BC; F. Maltais, Montreal; D. O’Donnell, Kingston, ON.
Czech Republic: J. Krepelka, Prague. Denmark: J. Vestbo,
Hvidovre. The Netherlands: E. Wouters, Horn-Maastricht. New
Zealand: D. Quinn, Wellington. Norway: P. Bakke, Bergen.
Slovenia: M. Kosnik, Golnik. Spain: A. Agusti, J. Sauleda, P. de
Mallorca. Ukraine: Y. Feschenko, V. Gavrisyuk, L. Yashina, Kiev;
N. Monogarova, Donetsk. United Kingdom: P. Calverley,
Liverpool; D. Lomas, Cambridge; W. MacNee, Edinburgh; D.
Singh, Manchester; J. Wedzicha, London. United States: A.
Anzueto, San Antonio, TX; S. Braman, Providence, RI; R.
Casaburi, Torrance CA; B. Celli, Boston; G. Giessel, Richmond,
VA; M. Gotfried, Phoenix, AZ; G. Greenwald, Rancho Mirage, CA;
N. Hanania, Houston; D. Mahler, Lebanon, NH; B. Make, Denver;
S. Rennard, Omaha, NE; C. Rochester, New Haven, CT; P.
Scanlon, Rochester, MN; D. Schuller, Omaha, NE; F. Sciurba,
Pittsburgh; A. Sharafkhaneh, Houston; T. Siler, St. Charles, MO;
E. Silverman, Boston; A. Wanner, Miami; R. Wise, Baltimore; R.
ZuWallack, Hartford, CT.
ECLIPSE Steering Committee: H. Coxson (Canada), C. Crim
(GlaxoSmithKline, USA), L. Edwards (GlaxoSmithKline, USA), D.
Lomas (UK), W. MacNee (UK), E. Silverman (USA), R. Tal Singer
(Co-chair, GlaxoSmithKline, USA), J. Vestbo (Co-chair,
Denmark), J. Yates (GlaxoSmithKline, USA).
ECLIPSE Scientific Committee: A. Agusti (Spain), P. Calverley
(UK), B. Celli (USA), C. Crim (GlaxoSmithKline, USA), B. Miller
(GlaxoSmithKline, USA), W. MacNee (Chair, UK), S. Rennard
(USA), R. Tal-Singer (GlaxoSmithKline, USA), E. Wouters (The
Netherlands), J. Yates (GlaxoSmithKline, USA).
R Investigators – Administrative Core: James Crapo,
COPDGeneV
MD (PI), Edwin Silverman, MD, PhD (PI), Barry Make, MD,
Elizabeth Regan, MD, PhD.
R Investigators – Genetic Analysis Core: Terri Beaty,
COPDGeneV
PhD, Nan Laird, PhD, Christoph Lange, PhD, Michael Cho, MD,
Stephanie Santorico, PhD, John Hokanson, MPH, PhD, Dawn
DeMeo, MD, MPH, Nadia Hansel, MD, MPH, Craig Hersh, MD,
MPH, Peter Castaldi, MD, MSc, Merry-Lynn McDonald, PhD,
Emily Wan, MD, Megan Hardin, MD, Jacqueline Hetmanski, MS,
Margaret Parker, MS, Marilyn Foreman, MD, Brian Hobbs, MD,
Robert Busch, MD, Adel El-Bouiez, MD, Peter Castaldi, MD,
Megan Hardin, MD, Dandi Qiao, PhD, Elizabeth Regan, MD, Eitan
Halper-Stromberg, Ferdouse Begum, Sungho Won, Sharon Lutz,
PhD.
R Investigators – Imaging Core: David A Lynch, MB,
COPDGeneV
Harvey O Coxson, PhD, MeiLan K Han, MD, MS, MD, Eric A
Hoffman, PhD, Stephen Humphries MS, Francine L Jacobson,
MD, Philip F Judy, PhD, Ella A Kazerooni, MD, John D Newell, Jr.,
MD, Elizabeth Regan, MD, James C Ross, PhD, Raul San Jose
Estepar, PhD, Berend C Stoel, PhD, Juerg Tschirren, PhD, Eva van
Rikxoort, PhD, Bram van Ginneken, PhD, George Washko, MD,
Carla G Wilson, MS, Mustafa Al Qaisi, MD, Teresa Gray, Alex

| 1593

Kluiber, Tanya Mann, Jered Sieren, Douglas Stinson, Joyce
Schroeder, MD, Edwin Van Beek, MD, PhD.
R Investigators – PFT QA Core, Salt Lake City, UT:
COPDGeneV
Robert Jensen, PhD.
R
COPDGeneV
Investigators – Data Coordinating Center and
Biostatistics, National Jewish Health, Denver, CO: Douglas
Everett, PhD, Anna Faino, MS, Matt Strand, PhD, Carla Wilson,
MS.
R Investigators – Epidemiology Core University of
COPDGeneV
Colorado Anschutz Medical Campus, Aurora, CO: John E.
Hokanson, MPH, PhD, Gregory Kinney, MPH, PhD, Sharon Lutz,
PhD, Kendra Young PhD, Katherine Pratte, MSPH, Lindsey Duca,
MS.
R Investigators – Clinical Centers
COPDGeneV
Ann Arbor VA: Jeffrey L. Curtis, MD, Carlos H. Martinez, MD,
MPH, Perry G. Pernicano, MD; Baylor College of Medicine,
Houston, TX: Nicola Hanania, MD, MS, Philip Alapat, MD,
Venkata Bandi, MD, Mustafa Atik, MD, Aladin Boriek, PhD,
Kalpatha Guntupalli, MD, Elizabeth Guy, MD, Amit Parulekar,
MD, Arun Nachiappan, MD; Brigham and Women’s Hospital,
Boston, MA: Dawn DeMeo, MD, MPH, Craig Hersh, MD, MPH,
George Washko, MD, Francine Jacobson, MD, MPH; Columbia
University, New York, NY: R. Graham Barr, MD, DrPH, Byron
Thomashow, MD, John Austin, MD, Belinda D’Souza, MD,
Gregory D.N. Pearson, MD, Anna Rozenshtein, MD, MPH, FACR;
Duke University Medical Center, Durham, NC: Neil MacIntyre,
Jr., MD, Lacey Washington, MD, H. Page McAdams, MD; Health
Partners Research Foundation, Minneapolis, MN: Charlene
McEvoy, MD, MPH, Joseph Tashjian, MD; Johns Hopkins
University, Baltimore, MD: Robert Wise, MD, Nadia Hansel, MD,
MPH, Robert Brown, MD, Karen Horton, MD, Nirupama Putcha,
MD, MHS; Los Angeles Biomedical Research Institute at Harbor
UCLA Medical Center, Torrance, CA: Richard Casaburi, PhD, MD,
Alessandra Adami, PhD, Janos Porszasz, MD, PhD, Hans Fischer,
MD, PhD, Matthew Budoff, MD, Harry Rossiter, PhD, Michael E.
DeBakey VAMC, Houston, TX: Amir Sharafkhaneh, MD, PhD,
Charlie Lan, DO Minneapolis VA: Christine Wendt, MD, Brian
Bell, MD; Morehouse School of Medicine, Atlanta, GA: Marilyn
Foreman, MD, MS, Gloria Westney, MD, MS, Eugene Berkowitz,
MD, PhD; National Jewish Health, Denver, CO: Russell Bowler,
MD, PhD, David Lynch, MD; Reliant Medical Group, Worcester,
MA: Richard Rosiello, MD, David Pace, MD; Temple University,
Philadelphia, PA: Gerard Criner, MD, David Ciccolella, MD,
Francis Cordova, MD, Chandra Dass, MD, Gilbert D’Alonzo, DO,
Parag Desai, MD, Michael Jacobs, PharmD, Steven Kelsen, MD,
PhD, Victor Kim, MD, A. James Mamary, MD, Nathaniel
Marchetti, DO, Aditi Satti, MD, Kartik Shenoy, MD, Robert M.
Steiner, MD, Alex Swift, MD, Irene Swift, MD, Maria Elena VegaSanchez, MD; University of Alabama, Birmingham, AL: Mark
Dransfield, MD, William Bailey, MD, J. Michael Wells, MD, Surya
Bhatt, MD, Hrudaya Nath, MD; University of California, San
Diego, CA: Joe Ramsdell, MD, Paul Friedman, MD, Xavier Soler,
MD, PhD, Andrew Yen, MD; University of Iowa, Iowa City, IA:
Alejandro Comellas, MD, John Newell, Jr., MD, Brad Thompson,
MD; University of Michigan, Ann Arbor, MI: MeiLan Han, MD,
Ella Kazerooni, MD, Carlos Martinez, MD; University of
Minnesota, Minneapolis, MN: Joanne Billings, MD, Tadashi
Allen, MD; University of Pittsburgh, Pittsburgh, PA: Frank
Sciurba, MD, Divay Chandra, MD, MSc, Joel Weissfeld, MD, MPH,
Carl Fuhrman, MD, Jessica Bon, MD; University of Texas Health
Science Center at San Antonio, San Antonio, TX: Antonio
Anzueto, MD, Sandra Adams, MD, Diego Maselli-Caceres, MD,
Mario E. Ruiz, MD.

1594

| Human Molecular Genetics, 2017, Vol. 26, No. 8

Conflict of Interest statement. Since 10/2015 D. Freitag has been a
full time employee of Bayer AG, Germany. In the past three
years, E.K. Silverman received honoraria and consulting fees
from Merck, grant support and consulting fees from
GlaxoSmithKline, and honoraria and travel support from
Novartis. In the last three years E.R. Chilvers has received research grant support and consultancy fees from GSK and Roche,
and travel support from Boehringer-Ingelheim. M. Cho receives
grant funding from GSK. All other authors have declared that no
competing interests exist.

Funding
This work was supported by the UK Medical Research Council
[MR/L003120/1 and MR/J00345X/1]; the British Heart Foundation
[RG/13/13/30194]; the UK National Institute for Health Research
Cambridge Biomedical Research Centre; and the Cambridge
NIHR BRC Cell Phenotyping Hub. The Cardiovascular
Epidemiology Unit at the University of Cambridge is supported
by the UK Medical Research Council [G0800270]; the British
Heart Foundation [SP/09/002]; and the UK National Institute for
Health Research Cambridge Biomedical Research Centre. The
ECLIPSE study is supported by GlaxoSmithKline [SCO104960].
The COPDGene study was supported by National Institutes of
Health [R01 HL089897 and R01 HL089856]. The Norway GenKOLS
study is supported by GlaxoSmithKline [RES11080]. The VA
Normative Aging Study is supported by the Cooperative Studies
Program/Epidemiology Research and Information Center of the
U.S. Department of Veterans Affairs and is a component of the
Massachusetts
Veterans
Epidemiology
Research
and
Information Center, Boston, MA. Funding to pay the Open
Access publication charges for this article was provided by
University of Cambridge block grants from the Research
Councils UK and the Charity Open Access Fund.

References
1. Ferreira, R.C., Freitag, D.F., Cutler, A.J., Howson, J.M.,
Rainbow, D.B., Smyth, D.J., Kaptoge, S., Clarke, P., Boreham,
C., Coulson, R.M., et al. (2013) Functional IL6R 358Ala allele
impairs classical IL-6 receptor signaling and influences risk
of diverse inflammatory diseases. PLoS Genet., 9, e1003444.
2. Genetics Consortium Emerging Risk Factors Collaboration,
IL6R Genetics Consortium Emerging Risk Factors
Collaboration, Sarwar, N., Butterworth, A.S., Freitag, D.F.,
Gregson, J., Willeit, P., Gorman, D.N., Gao, P., Saleheen, D.,
Rendon, A., et al. (2012) The interleukin-6 receptor as a target
for prevention of coronary heart disease: a mendelian randomisation analysis. Lancet, 379, 1214–1224.
3. Deloukas, P., Kanoni, S., Willenborg, C., Farrall, M., Assimes,
T.L., Thompson, J.R., Ingelsson, E., Saleheen, D., Erdmann, J.,
Goldstein, B.A., et al. (2013) Large-scale association analysis
identifies new risk loci for coronary artery disease. Nat.
Genet., 45, 25–33.
4. Sarwar, N., Butterworth, A.S., Freitag, D.F., Gregson, J.,
Willeit, P., Gorman, D.N., Gao, P., Saleheen, D., Rendon, A.,
Nelson, C.P., et al. (2012) Interleukin-6 receptor pathways in
coronary heart disease: a collaborative meta-analysis of 82
studies. Lancet, 379, 1205–1213.
5. Harrison, S.C., Smith, A.J., Jones, G.T., Swerdlow, D.I.,
Rampuri, R., Bown, M.J., Folkersen, L., Baas, A.F., de Borst,
G.J., Blankensteijn, J.D., et al. (2013) Interleukin-6 receptor
pathways in abdominal aortic aneurysm. Eur. Heart J., 34,
3707–3716.

6. Schnabel, R.B., Kerr, K.F., Lubitz, S.A., Alkylbekova, E.L.,
Marcus, G.M., Sinner, M.F., Magnani, J.W., Wolf, P.A., Deo, R.,
Lloyd-Jones, D.M., et al. (2011) Large-scale candidate gene
analysis in whites and African Americans identifies IL6R
polymorphism in relation to atrial fibrillation: the National
Heart, Lung, and Blood Institute’s Candidate Gene
Association Resource (CARe) project. Circ. Cardiovasc. Genet.,
4, 557–564.
7. Eyre, S., Bowes, J., Diogo, D., Lee, A., Barton, A., Martin, P.,
Zhernakova, A., Stahl, E., Viatte, S., McAllister, K., et al. (2012)
High-density genetic mapping identifies new susceptibility
loci for rheumatoid arthritis. Nat. Genet., 44, 1336–1340.
8. Esparza-Gordillo, J., Schaarschmidt, H., Liang, L., Cookson,
W., Bauerfeind, A., Lee-Kirsch, M.A., Nemat, K., Henderson,
J., Paternoster, L., Harper, J.I., et al. (2013) A functional IL-6 receptor (IL6R) variant is a risk factor for persistent atopic
dermatitis. J. Allergy Clin. Immunol., 132, 371–377.
9. Ferreira, M.A., Matheson, M.C., Duffy, D.L., Marks, G.B., Hui,
J., Le Souef, P., Danoy, P., Baltic, S., Nyholt, D.R., Jenkins, M.,
et al. (2011) Identification of IL6R and chromosome 11q13.5
as risk loci for asthma. Lancet, 378, 1006–1014.
10. Scheller, J., Garbers, C. and Rose-John, S. (2014) Interleukin-6:
from basic biology to selective blockade of proinflammatory activities. Semin. Immunol., 26, 2–12.
11. Schumacher, N., Meyer, D., Mauermann, A., von der Heyde,
J., Wolf, J., Schwarz, J., Knittler, K., Murphy, G., Michalek, M.,
Garbers, C., et al. (2015) Shedding of Endogenous Interleukin6 Receptor (IL-6R) Is Governed by A Disintegrin and
Metalloproteinase (ADAM) Proteases while a Full-length IL6R Isoform Localizes to Circulating Microvesicles. J. Biol.
Chem., 290, 26059–26071.
12. Briso, E.M., Dienz, O. and Rincon, M. (2008) Soluble IL-6R is
produced by IL-6R ectodomain shedding in activated CD4 T
cells. J. Immunol. (Baltimore, Md.: 1950), 180, 7102–7106.
13. Garbers, C., Monhasery, N., Aparicio-Siegmund, S., Lokau, J.,
Baran, P., Nowell, M.A., Jones, S.A., Rose-John, S. and
Scheller, J. (2014) The interleukin-6 receptor Asp358Ala single nucleotide polymorphism rs2228145 confers increased
proteolytic conversion rates by ADAM proteases. Biochim.
Biophys. Acta, 1842, 1485–1494.
14. Ravi, A.K., Khurana, S., Lemon, J., Plumb, J., Booth, G., Healy,
L., Catley, M., Vestbo, J. and Singh, D. (2014) Increased levels
of soluble interleukin-6 receptor and CCL3 in COPD sputum.
Respir. Res., 15, 103.
15. Wei, J., Xiong, X.F., Lin, Y.H., Zheng, B.X. and Cheng, D.Y.
(2015) Association between serum interleukin-6 concentrations and chronic obstructive pulmonary disease: a systematic review and meta-analysis. PeerJ., 3, e1199.
16. He, J.Q., Foreman, M.G., Shumansky, K., Zhang, X., Akhabir,
L., Sin, D.D., Man, S.F., DeMeo, D.L., Litonjua, A.A., Silverman,
E.K., et al. (2009) Associations of IL6 polymorphisms with
lung function decline and COPD. Thorax, 64, 698–704.
17. Hawkins, G.A., Robinson, M.B., Hastie, A.T., Li, X., Li, H.,
Moore, W.C., Howard, T.D., Busse, W.W., Erzurum, S.C.,
Wenzel, S.E., et al. (2012) The IL6R variation Asp(358)Ala is a
potential modifier of lung function in subjects with asthma.
J. Allergy Clin. Immunol., 130, 510–515. e511.
18. Kim, S.R. and Rhee, Y.K. (2010) Overlap Between Asthma and
COPD: Where the Two Diseases Converge. Allergy Asthma
Immunol. Res., 2, 209–214.
19. Emami Ardestani, M. and Zaerin, O. (2015) Role of Serum
Interleukin 6, Albumin and C-Reactive Protein in COPD
Patients. Tanaffos, 14, 134–140.

Human Molecular Genetics, 2017, Vol. 26, No. 8

20. Ferrari, R., Tanni, S.E., Caram, L.M., Correa, C., Correa, C.R.
and Godoy, I. (2013) Three-year follow-up of Interleukin 6
and C-reactive protein in chronic obstructive pulmonary disease. Respir. Res., 14, 24.
21. Hacievliyagil, S.S., Mutlu, L.C. and Temel, I. (2013) Airway inflammatory markers in chronic obstructive pulmonary disease patients and healthy smokers. Niger. J. Clin. Pract., 16,
76–81.
22. Piehl-Aulin, K., Jones, I., Lindvall, B., Magnuson, A. and
Abdel-Halim, S.M. (2009) Increased serum inflammatory
markers in the absence of clinical and skeletal muscle inflammation in patients with chronic obstructive pulmonary
disease. Respiration, 78, 191–196.
23. McLoughlin, R.M., Hurst, S.M., Nowell, M.A., Harris, D.A.,
Horiuchi, S., Morgan, L.W., Wilkinson, T.S., Yamamoto, N.,
Topley, N. and Jones, S.A. (2004) Differential regulation of
neutrophil-activating chemokines by IL-6 and its soluble receptor isoforms. J. Immunol., 172, 5676–5683.
24. Hurst, S.M., Wilkinson, T.S., McLoughlin, R.M., Jones, S.,
Horiuchi, S., Yamamoto, N., Rose-John, S., Fuller, G.M., Topley,
N. and Jones, S.A. (2001) Il-6 and its soluble receptor orchestrate a temporal switch in the pattern of leukocyte recruitment seen during acute inflammation. Immunity, 14, 705–714.
25. Robinson, M.B., Deshpande, D.A., Chou, J., Cui, W., Smith, S.,
Langefeld, C., Hastie, A.T., Bleecker, E.R. and Hawkins, G.A.
(2015) IL-6 trans-signaling increases expression of airways
disease genes in airway smooth muscle. Am. J. Physiol. Lung
Cell Mol. Physiol., 309, L129–L138.
26. Romano, M., Sironi, M., Toniatti, C., Polentarutti, N.,
Fruscella, P., Ghezzi, P., Faggioni, R., Luini, W., van
Hinsbergh, V., Sozzani, S., et al. (1997) Role of IL-6 and its soluble receptor in induction of chemokines and leukocyte recruitment. Immunity, 6, 315–325.
27. Wilk, J.B., Walter, R.E., Laramie, J.M., Gottlieb, D.J. and
O’Connor, G.T. (2007) Framingham Heart Study genomewide association: results for pulmonary function measures.
BMC Med. Genet., 8 Suppl 1, S8.
28. Xie, X.M., Ke, R., Zhang, Y.H., Wang, G.Z., Zhu, Y.T., Hussian,
T., Yang, L. and Li, M.X. (2015) Interleukin-6 gene -174G>C
polymorphism and chronic obstructive pulmonary disease
risk: a meta-analysis. Genet. Mol. Res., 14, 8516–8525.
29. Ruwanpura, S.M., McLeod, L., Dousha, L.F., Seow, H.J.,
Alhayyani, S., Tate, M.D., Deswaerte, V., Brooks, G.D.,
Bozinovski, S., MacDonald, M., et al. (2016) Therapeutic
Targeting of the IL-6 Trans-signalling/mTORC1 Axis in
Pulmonary Emphysema. Am. J. Respir. Crit. Care Med.,
194,1494–1505.
30. Ruwanpura, S.M., McLeod, L., Miller, A., Jones, J., Vlahos, R.,
Ramm, G., Longano, A., Bardin, P.G., Bozinovski, S., Anderson,
G.P., et al. (2012) Deregulated Stat3 signaling dissociates pulmonary inflammation from emphysema in gp130 mutant
mice. Am. J. Physiol. - Lung Cell. Mol. Physiol., 302, L627–L639.
31. Rose-John, S. (2012) IL-6 Trans-Signaling via the Soluble IL-6
Receptor: Importance for the Pro-Inflammatory Activities of
IL-6. Int. J. Biol. Sci., 8, 1237–1247.
32. Cho, M.H., Castaldi, P.J., Hersh, C.P., Hobbs, B.D., Barr, R.G.,
Tal-Singer, R., Bakke, P., Gulsvik, A., San Jose Estepar, R., Van
Beek, E.J., et al. (2015) A Genome-Wide Association Study of
Emphysema and Airway Quantitative Imaging Phenotypes.
Am. J. Respir. Crit. Care Med., 192, 559–569.
33. Nieves, A., Magnan, A., Boniface, S., Proudhon, H.,
Lanteaume, A., Romanet, S., Vervloet, D. and Godard, P.
(2005) Phenotypes of asthma revisited upon the presence of
atopy. Respir. Med., 99, 347–354.

| 1595

34. Suzuki, M., Hashizume, M., Yoshida, H. and Mihara, M. (2010)
Anti-inflammatory mechanism of tocilizumab, a humanized anti-IL-6R antibody: effect on the expression of chemokine and adhesion molecule. Rheumatol. Int., 30, 309–315.
35. Campbell, E.M., Charo, I.F., Kunkel, S.L., Strieter, R.M.,
Boring, L., Gosling, J. and Lukacs, N.W. (1999) Monocyte
chemoattractant protein-1 mediates cockroach allergeninduced bronchial hyperreactivity in normal but not CCR2-/mice: the role of mast cells. J. Immunol., 163, 2160–2167.
36. Holgate, S.T., Bodey, K.S., Janezic, A., Frew, A.J., Kaplan, A.P.
and Teran, L.M. (1997) Release of RANTES, MIP-1 alpha, and
MCP-1 into asthmatic airways following endobronchial allergen challenge. Am. J. Respir. Crit. Care Med., 156, 1377–1383.
37. Criner, G.J., Cordova, F., Sternberg, A.L. and Martinez, F.J.
(2011) The National Emphysema Treatment Trial (NETT):
Part I: Lessons learned about emphysema. Am. J. Respir. Crit.
Care Med., 184, 763–770.
38. Doganci, A., Eigenbrod, T., Krug, N., De Sanctis, G.T., Hausding,
M., Erpenbeck, V.J., Haddad el, B., Lehr, H.A., Schmitt, E., Bopp,
T., et al. (2005) The IL-6R alpha chain controls lung CD4þCD25þ
Treg development and function during allergic airway inflammation in vivo. J. Clin. Invest., 115, 313–325.
39. Ullah, M.A., Revez, J.A., Loh, Z., Simpson, J., Zhang, V., Bain,
L., Varelias, A., Rose-John, S., Blumenthal, A., Smyth, M.J.,
et al. (2015) Allergen-induced IL-6 trans-signaling activates
gammadelta T cells to promote type 2 and type 17 airway inflammation. J. Allergy Clin. Immunol., 136, 1065–1073.
40. Chu, D.K., Al-Garawi, A., Llop-Guevara, A., Pillai, R.A.,
Radford, K., Shen, P., Walker, T.D., Goncharova, S., Calhoun,
W.J., Nair, P., et al. (2015) Therapeutic potential of anti-IL-6
therapies for granulocytic airway inflammation in asthma.
Allergy Asthma Clin. Immunol., 11, 14.
41. Smolen, J.S., Beaulieu, A., Rubbert-Roth, A., Ramos-Remus,
C., Rovensky, J., Alecock, E., Woodworth, T. and Alten, R.
(2008) Effect of interleukin-6 receptor inhibition with tocilizumab in patients with rheumatoid arthritis (OPTION
study): a double-blind, placebo-controlled, randomised trial.
Lancet, 371, 987–997.
42. van Rhee, F., Wong, R.S., Munshi, N., Rossi, J.F., Ke, X.Y.,
Fossa, A., Simpson, D., Capra, M., Liu, T., Hsieh, R.K., et al.
(2014) Siltuximab for multicentric Castleman’s disease: a
randomised, double-blind, placebo-controlled trial. Lancet
Oncol., 15, 966–974.
43. Illei, G.G., Shirota, Y., Yarboro, C.H., Daruwalla, J., Tackey, E.,
Takada, K., Fleisher, T., Balow, J.E. and Lipsky, P.E. (2010)
Tocilizumab in Systemic Lupus Erythematosus – Safety,
Preliminary Efficacy, and Impact on Circulating Plasma
Cells. Arthritis Rheum., 62, 542–552.
44. Vestbo, J., Anderson, W., Coxson, H.O., Crim, C., Dawber, F.,
Edwards, L., Hagan, G., Knobil, K., Lomas, D.A., MacNee, W., et al.
(2008) Evaluation of COPD Longitudinally to Identify Predictive
Surrogate End-points (ECLIPSE). Eur. Respir. J., 31, 869–873.
45. UK Biobank. (2015), Genotyping and quality control of UK
Biobank, a large- extensively phenotyped prospective
resource. Vol. 2016, http://www.ukbiobank.ac.uk/wp-con
tent/uploads/2014/04/UKBiobank_genotyping_QC_documen
tation-web.pdf.
46. Pillai, S.G., Ge, D., Zhu, G., Kong, X., Shianna, K.V., Need, A.C.,
Feng, S., Hersh, C.P., Bakke, P., Gulsvik, A., et al. (2009) A
genome-wide association study in chronic obstructive pulmonary disease (COPD): identification of two major susceptibility loci. PLoS Genet., 5, e1000421.
47. Regan, E.A., Hokanson, J.E., Murphy, J.R., Make, B., Lynch,
D.A., Beaty, T.H., Curran-Everett, D., Silverman, E.K. and

1596

| Human Molecular Genetics, 2017, Vol. 26, No. 8

Crapo, J.D. (2010) Genetic epidemiology of COPD (COPDGene)
study design. Copd, 7, 32–43.
48. Zhu, G., Warren, L., Aponte, J., Gulsvik, A., Bakke, P.,
Anderson, W.H., Lomas, D.A., Silverman, E.K. and Pillai, S.G.
(2007) The SERPINE2 gene is associated with chronic obstructive pulmonary disease in two large populations. Am. J.
Respir. Crit. Care Med., 176, 167–173.
49. Bell, B., Rose, C.L. and Damon, A. (1972) The Normative
Aging Study: an interdisciplinary and longitudinal study of
health and aging. Int. J Aging Hum. Dev., 3, 5–17.

50. Higgins, J.P. and Thompson, S.G. (2002) Quantifying heterogeneity in a meta-analysis. Stat. Med., 21, 1539–1558.
51. Quanjer, P.H., Tammeling, G.J., Cotes, J.E., Pedersen, O.F.,
Peslin, R. and Yernault, J.C. (1993) Lung volumes and forced
ventilatory flows. Eur. Respir. J., 6 Suppl 16, 5–40.
52. Rackemann, F.M. (1947) A working classification of asthma.
Am. J. Med., 3, 601–606.
53. Gauderman, W. J. (2002) Sample size requirements for association studies of gene-gene interaction. Am J Epidemiol..,
155: 478–484.

