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Low plasma CC16 levels in smokers are
associated with a higher risk for chronic
bronchitis

To the Editor:

Club cell protein (CC16 in humans) plays a crucial role in maintaining homeostasis of the airway
epithelium [1] and has anti-inflammatory activity in the lung [2]. Serum CC16 levels are low in cigarette
smokers [3] and increase following smoking cessation [4], but patients with chronic obstructive pulmonary
disease (COPD) show progressive decrease in CC16 with disease severity [5]. Thus, although the association
between circulating levels of CC16 and airflow obstruction is accepted, the association between circulating
CC16 and chronic bronchitis, and whether a link in association exists between circulating CC16 levels, lung
function decline and chronic bronchitis have not been shown. Therefore, we tested the hypothesis that
circulating levels of CC16 are associated with the presence of chronic bronchitis in ever smokers.

For these studies, we used data from two cohorts of smokers. Detailed description of the prospective
cohort of current and former smokers in the Lovelace Smokers Cohort (LSC) (median follow-up 6 years)
has been published previously [6, 7]. The ECLIPSE cohort of COPD patients has been extensively
described [8, 9]. Chronic bronchitis is defined as a self-reported cough productive of phlegm for at least
3 months per year for 2 or more consecutive years. Comparisons of plasma CC16 levels in smokers with
chronic bronchitis versus those without chronic bronchitis in the LSC and ECLIPSE cohorts, and rapid
forced expiratory volume in 1s (FEV1) decliners versus non-decliners in the LSC, were performed using
SAS 9.3 (Cary, NC, USA).

The association between plasma CC16 levels and CB was assessed in subgroups within the two cohorts
with a minimum follow-up period of 3 years. Among the 2273 participants enrolled in the LSC, 1210
subjects with a minimum of 3 years of observation were selected for analysis of plasma CC16 levels.
Commercially available ELISA kits were used for the CCl6 measurement (BioVendor Research and
Diagnostic Products, Asheville, NC, USA) according to manufacturer’s instructions. p-values for univariate
comparisons were calculated using paired t-tests or Mann—Whitney rank sum tests. Jonckheere-Terpstra
tests or ANOVAs were performed in comparisons of multiple ordered alternatives. Chronic bronchitis
subjects had significantly lower CC16 levels (chronic bronchitis 2.7 ng-mL™, 95% CI 0.9—7.3; versus no
chronic bronchitis 3.4 ngmL™", 95% CI 1.1-9.0) Multivariable logistic regression models adjusted for age,
sex, baseline body mass index (BMI), pack years of smoking, baseline current smoking status, COPD and
rapid decline status showed that low CCI16 levels are associated with higher rates of baseline chronic
bronchitis (OR 0.73, p=0.013) independent of concomitant COPD and lung function decline. To limit
over-adjustment, per cent predicted FEV1 was omitted as covariate in these models. This finding was
validated in a multivariable analysis in the ECLIPSE cohort adjusted for the same covariates showing that
lower CC16 levels were associated with higher rates of chronic bronchitis (OR 0.71, p=0.002). As in earlier
findings that low plasma CC16 levels are associated with increased FEV1 decline in COPD [8, 10], we also
found that low CC16 is associated with rapid decline in FEV1 in ever smokers. In a logistic regression
model, adjusted for age, sex, Hispanic ethnicity, baseline BMI, pack years, current smoking at baseline and
baseline per cent predicted FEV1, CC16 showed a negative association with COPD (OR 0.71, p=0.01;
n=313/1210). This is also consistent with our recent findings in mice and humans [5].

This study shows that in two large cohorts higher plasma CC16 levels are associated with lower
frequencies of chronic bronchitis and that chronic bronchitis was associated with lower plasma CC16
levels. Clearly baseline lung function is also strongly associated with CC16 levels, more so in fact than
chronic bronchitis in the older, sicker ECLIPSE cohort, indicating that CC16 is commensurate with
existing lung damage. Indeed, the findings that younger smokers and current smokers have lower CC16
levels together with published data showing CC16 is associated with early mortality [11] suggest that low
CC16 may serve as a predictor of future lung problems.

To determine whether the low levels of circulating CC16 may be caused by genetic variants, we selected an
independent group of 1196 subjects for analysing 10 tag single nucleotide polymorphisms (SNPs) present
in the promoter region of CC16. The gene encoding for CC16 is SCGBIAI. We used 1193 subjects for
whom plasma CC16 and SNP analysis data were available to determine the association of 10 SNPs with
plasma CCI16 levels (370 with and 823 without chronic bronchitis). An observed trend toward association
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of plasma CC16 levels with chronic bronchitis led to the additional genotyping in 668 additional subjects
for rs72923298 to provide data for a total of 1864 subjects. Plasma samples were drawn at baseline
examination. Common SNPs (n=10, minor allele frequency >0.05) located within the 20 kb upstream of
CCI16 gene were genotyped in 1196 LSC subjects using the HumanOmni2.5-4v1-H BeadChip (Illumina,
San Diego, CA, USA). These 10 SNPs, each having pairwise r°<0.8, were included in the genetic
association analyses. All 10 SNPs were associated with altered plasma CC16 levels. Among these 10 SNPs,
two SNPs (rs3741240 and rs2509963) were associated with rapid decline and one of the alleles associated
with increased plasma CC16 levels was also associated with reduced risk for rapid FEV1 decline. A
different SNP (rs72923298) was significantly associated with plasma CC16 levels (OR 1.12, p=0.049) and
negatively associated with chronic bronchitis (OR 0.75, p=0.05). Although the available sample size is
unable to support adjustment for multiple comparisons, the SNP exhibits a strong association with
circulating CC16 levels. Studies in additional cohorts are planned.

Potential interactions between rapid FEV1 decline status and chronic bronchitis initially were explored in
univariate analyses. Comparing subjects with normal FEV1 decline and no chronic bronchitis, chronic
bronchitis only, rapid decline only, and both rapid decline and chronic bronchitis, showed significant
differences between these groups for plasma CCI16 levels. Subsequent adjusted multivariate analyses
confirmed that the main effects of rapid FEV1 decline and chronic bronchitis maintain significant
associations with plasma CC16 levels (point estimate (PE) —0.1 (st 0.01), p=0.01; PE —0.1 (st 0.1), p=0.02,
respectively). However, neither of the interactions between rapid decline and chronic bronchitis or COPD
and chronic bronchitis were significantly associated with plasma CC16 levels (PE 0.02 (st 0.1), p=0.8; and
PE 0.1 (st 0.1), p=0.2, respectively) (table 1). These findings suggest that CC16 may affect independent
pathways for FEV1 decline and chronic bronchitis. Further support that CC16 may employ different
mechanisms to affect decline in FEV1 and chronic bronchitis stems from the associations with SNPs in the
CC16 promoter. Two SNPs among 10 candidates in the promoter region of the CC16 gene were associated
with plasma CC16 levels and risk for rapid FEV1 decline status. However, a different SNP was associated
both with plasma CC16 levels and chronic bronchitis. Various isoforms of CC16 are produced in the
airways [12], and future studies need to clarify whether they differ in their functions in protecting from
FEV1 decline and chronic bronchitis.

Collectively, our observations support a biological role for CC16 in the development of chronic bronchitis
independent of sex. First, the LSC consists primarily of women and our results confirm those from studies
performed in predominantly male cohorts. Therefore, the beneficial effects of CC16 in ever smokers are
unlikely to be gender specific. Secondly, even after adjustment in multivariable models for age, sex,
baseline BMI, pack years of smoking and baseline current smoking status, the observed effect not only
persists but is strengthened. These observed associations are consistent with published results wherein
CC16 has been associated with anti-inflammatory activity in lungs [2, 13] and with regression of bronchial
dysplasia in former smokers [14]. Taken together, these studies support an integral role for this protein in
lung health.

TABLE 1 Multivariate analysis of the association of plasma CC16 levels with chronic bronchitis,
rapid decline in forced expiratory volume in 1 s (FEV1) and their interaction

PE (sE) p-value
Age 0.018 (0.002) <0.0001
Female —0.249 (0.042) <0.0001
Hispanic —0.026 (0.048) 0.589
Body mass index 0.002 (0.003) 0.430
Pack years —0.001 (0.001) 0.106
Baseline smoker —0.328 (0.040) <0.0001
Rapid decline —0.112 (0.045) 0.012
Chronic bronchitis —0.134 (0.055) 0.015
COPD —0.245 (0.054) <0.0001
Rapid decline + chronic bronchitis 0.015 (0.078) 0.849
Chronic bronchitis + COPD 0.108 (0.085) 0.203

Data are presented as point estimates with standard errors. Multivariable linear regression adjusted for
age, sex, Hispanic ethnicity, baseline body mass index, pack years of smoking, smoking status at baseline,
rapid FEV1 decline status, baseline chronic bronchitis and the interaction of baseline chronic bronchitis and
rapid FEV1 decline status. COPD: chronic obstructive pulmonary disease.
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Mefloquine as a potential drug against
multidrug-resistant tuberculosis

To the Editor:

In the article by Arsaap et al. [1] in a recent issue of the European Respiratory Journal the authors reviewed
six drugs with antimicrobial activity against Mycobacterium tuberculosis (phenothiazine, metronidazole,
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