12:00 in our patients with COPD are also compatible with aggregated
data from healthy subjects and those with asthma, which indicated a
peak value around 4:00 and a trough value between 10:00 and 16:00
(7, 8). The high proportion (50%) of patients with COPD crossing
GOLD thresholds during the day can be related to previous COPD
studies of BEC stability over much longer time periods (4, 9), bearing
in mind that crossing thresholds is a relatively crude measure. When
examining the same three categories of less than 100, 100-299, and 300
or more eosinophils/pl (as we have done here), only 31% of the
patients with COPD were found to cross into another category over

1 year (9). This could suggest that BEC data in Long and colleagues (9)
had probably been gathered at the same time of day to avoid the
within-day BEC variability we observed here. In any case, future
long-term follow-up studies with BEC as a biomarker would surely
benefit from same time of day measurement, owing to the diurnal BEC
variations now demonstrated in patients with COPD. Such studies
should also be standardized for potential technical sources of variability
of BEC measurement as outlined by Chipps and colleagues (10).

A study limitation is sample size, as is usually the case in studies
requiring the patients to remain available for repeated blood
sampling. However, observed patterns were very consistent even in
this relatively small group, and despite being obtained in the real-life
setting of the outpatient clinic.

We demonstrated significant within-day differences in blood
eosinophils in stable patients with COPD with a consistent
underlying pattern. Ideally, BEC could be improved as a theragnostic
biomarker by reaching a consensus on the time of day of blood
sampling. This may not be workable in the reality of the clinic, in
which case at least the same time of day should be considered for the
follow-up of any given patient.

Author disclosures are available with the text of this letter at
www.atsjournals.org.

Acknowledgment: The authors thank Daniél Schuermans (Vrije
Universiteit Brussel, Universitair Ziekenhuis Brussel) for managing the
patients and their blood sampling, Sander Deridder (Katholieke
Universiteit Leuven) for data management, the Interfaculty Center Data
processing & Statistics of the Vrije Universiteit Brussel for statistical
guidance, and the Department of Clinical Biology (Vrije Universiteit
Brussel, Universitair Ziekenhuis Brussel) for performing the analyses of
the blood samples. The authors also thank Prof. Dr. Jan Vandevoorde
(Vrije Universiteit Brussel), who passed away during the course of this
research project, for help with the study design.

Inés Van Rossem, M.D.*
Shane Hanon, M.D.

Sylvia Verbanck, Ph.D.

Eef Vanderhelst, M.D. Ph.D.
Vrije Universiteit Brussel
Brussels, Belgium

ORCID IDs: 0000-0003-3266-8710 (1.V.R.); 0000-0002-1413-7927 (S.H.);
0000-0003-0231-2756 (S.V.); 0000-0001-5552-1645 (E.V.).

*Corresponding author (e-mail: ines.van.rossem@vub.be).

References
1. Global Strategy for the Diagnosis Management and Prevention of Chronic

Obstructive Pulmonary Disease 2021 Report. Global Initiative for
Chronic Obstructive Lung Disease; 2021 [accessed 24 Mar 2021].

732

Available from: https://goldcopd.org/wp-content/uploads/2020/11/GOLD-
REPORT-2021-v1.1-25Nov20_WMV.pdf.

2. Van Rossem |, Vandevoorde J, Hanon S, Deridder S, Vanderhelst E. The
stability of blood eosinophils in stable chronic obstructive pulmonary
disease: a retrospective study in Belgian primary care. BMC Pulm Med
2020;20:200.10.1513/AnnalsATS.202010-12490C.

. Singh D, Kolsum U, Brightling CE, Locantore N, Agusti A, Tal-Singer
R; ECLIPSE investigators. Eosinophilic inflammation in COPD:
prevalence and clinical characteristics. Eur Respir J 2014;44:
1697-1700.

4. Oshagbemi OA, Burden AM, Braeken DCW, Henskens Y, Wouters EFM,
Driessen JHM, et al. Stability of blood eosinophils in patients with
chronic obstructive pulmonary disease and in control subjects, and the
impact of sex, age, smoking, and baseline counts. Am J Respir Crit
Care Med 2017;195:1402—1404.

. Brusselle G, Pavord ID, Landis S, Pascoe S, Lettis S, Morjaria N, et al.
Blood eosinophil levels as a biomarker in COPD. Respir Med 2018;138:
21-31.

6. Fuschillo S, Molino A, Stellato C, Motta A, Maniscalco M. Blood
eosinophils as biomarkers of therapeutic response to chronic
obstructive pulmonary disease: Still work in progress. Eur J Intern
Med 2019;68:1-5.

7. Winkel P, Statland BE, Saunders AM, Osborn H, Kupperman H. Within-
day physiologic variation of leukocyte types in healthy subjects as
assayed by two automated leukocyte differential analyzers. Am J Clin
Pathol 1981;75:693-700.

. Durrington HJ, Gioan-Tavernier GO, Maidstone RJ, Krakowiak K, Loudon
ASI, Blaikley JF, et al. Time of day affects eosinophil biomarkers in
Asthma: Implications for diagnosis and treatment. Am J Respir Crit Care
Med 2018;198:1578-1581.

9. Long GH, Southworth T, Kolsum U, Donaldson GC, Wedzicha JA,
Brightling CE, et al. The stability of blood Eosinophils in chronic
obstructive pulmonary disease. Respir Res 2020;21:15.

10. Chipps BE, Jarjour N, Calhoun WJ, Igbal A, Haselkorn T, Yang M, et al.
A comprehensive analysis of the stability of blood eosinophil levels
[preprint]. Ann Am Thorac Soc; 2021 [accessed 2021 Jul 25].
Available from: https://doi.org/10.1513/AnnalsATS.202010-
12490C.

w

(&}

[oe]

Copyright © 2022 by the American Thoracic Society

‘ W) Check for updates

Obstructive Sleep Apnea Symptom Subtypes and
Cardiovascular Risk: Conflicting Evidence to an
Important Question

To the Editor:

The recent paper by Trzepizur and colleagues (1) extends evidence
that obstructive sleep apnea (OSA) is heterogeneous. The authors
studied a clinical cohort of 5,358 patients with OSA and no evidence
of overt cardiovascular disease (one-third had hypertension) from
seven sleep centers. They found similar symptom subtypes as
discovered in the Icelandic Sleep Apnea Cohort and replicated in
population-based and clinical cohorts (1-4).

3 This article is open access and distributed under the terms of the
Creative Commons Attribution Non-Commercial No Derivatives
License 4.0. For commercial usage and reprints, please e-mail Diane
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The investigators did not replicate the increased
cardiovascular risk in the excessively sleepy subtype. This was
originally shown in the Sleep Heart Health Study (2) and recently
replicated in a clinical cohort from Chile (3). In contrast to
Trzepizur and colleagues (1), Labarca and colleagues (3) found
increased cardiovascular mortality in clinical patients with the
excessively sleepy subtype. Studies before the recognition of
symptom subtypes also showed increased cardiovascular risk
with OSA and excessive sleepiness (5).

These recent articles address an important and challenging
question. Studying the impact of symptoms on cardiovascular
events in clinical populations carries two major challenges.
First, there is potential referral bias. As the authors
acknowledge (1), individuals undergoing a sleep study with
minimal symptoms may have higher baseline cardiovascular
risk. Accounting for this requires careful control for
confounders. Although the investigators (1) controlled for
important covariates, many unmeasured confounders remain
(e.g., lipid levels, use of statins and other medications, diet,
exercise, etc.).

A second challenge is accounting for continuous positive
airway pressure (CPAP) treatment. Studies demonstrating a
relationship between symptom subtypes and cardiovascular
outcomes reported CPAP use in a small percentage of
participants (2, 3). Trzepizur and colleagues (1) report more than
40% using CPAP, including a higher percentage in subtypes
endorsing sleepiness. If CPAP reduces cardiovascular risk, as
suggested by epidemiological but not recent randomized studies
(5), then the effect of OSA would be stronger in untreated
patients. To evaluate whether symptom subtypes independently
predict cardiovascular risk, it is important to consider patients
not using CPAP.

Two additional points mentioned by the authors (1) warrant
further emphasis. First, there are discrepancies in disease severity
across samples. Studies showing increased cardiovascular risk among
the excessively sleepy subtype (2, 3) included only patients with
moderate to severe OSA (apnea-hypopnea index = 15 events/h),
whereas Trzepizur and colleagues (1) include patients with an
apnea-hypopnea index of 5 or more. There were also different
hypopnea definitions used by the Sleep Heart Health Study
(=4% desaturation) (2) and Trzepizur and colleagues
(=3% desaturation or arousal) (1). Thus, the sample studied by
Trzepizur and colleagues (1) is likely much less hypoxemic. Notably,
studies show greater cardiovascular risk in moderate to severe
OSA (5), and the investigators confirmed increased cardiovascular
risk with higher hypoxic burden (1). Whether the excessively sleepy
subtype is particularly important in those with higher hypoxic burden
warrants investigation.

Second, by using only seven symptoms to derive clusters,
including the reliance on one measure of “excessive daytime
sleepiness” (defined as an Epworth Sleepiness Scale > 10) and
absence of symptoms like drowsy driving, falling asleep involuntarily,
teeling sleepy, or frequent napping, Trzepizur and colleagues (1) may
have less accurately identified the excessively sleepy subtype, limiting
their ability to observe an effect. A very recent analysis demonstrates
optimal prediction of the excessively sleepy subtype with two to five
sleepiness-related symptoms (6).

Overall, Trzepizur and colleagues (1) address a very
important question and add new evidence. However, more

Correspondence

questions arise than answers. Larger studies with more
comprehensive control for covariates and more attention to CPAP
treatment as a confounder are needed. Including patients with
mild OSA and limited sleepiness-related symptoms may
contribute to their result. We assert that claiming “subtypes based
on OSA symptoms have no independent predictive value in
clinical-based samples” (1) is premature and not supported by the
overall evidence.
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@ Reply to Keenan et al.
From the Authors:

We appreciate the correspondence of Dr. Keenan and colleagues
about our recently published study in the Journal addressing the
independent association of sleep apnea specific hypoxic burden and
symptom subtypes with the risk of major adverse cardiac event
(MACE) (a composite outcome including all-cause mortality, acute
myocardial infarction, stroke, and unplanned coronary
revascularization) (1).

Contrary to recent data from the Sleep Heart Health Study (2),
we found no independent association between obstructive sleep
apnea (OSA) symptom subtypes and MACE after adjustment for
confounders. In particular, patients with OSA from the excessively
sleepy subtype were not at higher risk of MACE. A number of studies
have reported that excessive daytime sleepiness (EDS) might
represent per se an independent cardiovascular (CV) risk factor.
However, most of those studies relied on population-based cohorts or
on highly selected populations including older patients (3) and
patients with a past history of hypertension (4) or myocardial
infarction (5). Furthermore, recent data from the Sleep Heart Health
Study cohort reported limited independent impact of EDS and no
combined effect of EDS and OSA on incident CV events (6).

We agree with Keenan and colleagues that evaluating the
relevance of symptom subtypes for early identification of patients

3 This article is open access and distributed under the terms of the
Creative Commons Attribution Non-Commercial No Derivatives
License 4.0. For commercial usage and reprints, please e-mail Diane
Gern (dgern@thoracic.org).
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with OSA at high CV risk in clinical practice is challenging owing to
unmeasured confounders and potential referral bias. Within a
monocentric clinic-based cohort study in Santiago, Labarca and
colleagues (7) demonstrated an increased CV mortality in patients
with OSA belonging to the excessively sleepy subtype. However,
compared with our study (N = 5,358), the sample size was much
smaller (N = 780), the number of events was limited, and most
importantly, the prevalent metabolic and CV comorbidities including
coronary heart disease were more common in the excessively sleepy
group in the Labarca study. Therefore, a contribution of prevalent
metabolic and CV diseases to the association of EDS with CV
mortality cannot be formally excluded.

As pointed out by Keenan and colleagues, the risk of bias
related to unmeasured confounders is a major issue in
observational cohort studies. Although we controlled for important
covariates, the presence of potential unmeasured confounding
factors such as exercise and diet cannot be excluded. As shown in
Table 1, further adjustment for the use of cardioprotective
medications including statins, antihypertensive drugs, and
antiplatelet agents did not alter the magnitude of the association
between symptom subtypes and MACE.

As expected within a clinic-based cohort, a large proportion of
our patients were successfully treated by continuous positive airway
pressure, which might have reduced CV risk. However, as shown in
Table 1, we found no significant association between symptom
subtypes and MACE when the analysis was restricted to untreated
patients (n = 3,156). Furthermore, as mentioned by Keenan and
colleagues, previous data showing increased CV risk among the
excessively sleepy subtype included only patients with moderate to
severe OSA (2, 7) and used the 4% desaturation hypopnea definition
(2) rather than the American Academy of Sleep Medicine 2012

Table 1. Cox Proportional Hazard Model Assessing the
Association of Incident Cardiovascular Events and All-Cause
Mortality with Symptom Subtypes in the Whole Population and
in Specific Subgroups

Fully Adjusted
Model
[HR (95% CI)]* P Value

All patients (N =5,358)
Minimally symptomatic (ref) — —

Disturbed sleep 1.12 (0.74-1.69) 0.5997

Excessively sleepy 1.00 (0.78-1.28) 0.9985

Moderately sleepy 0.99 (0.78-1.27) 0.9645
Moderate to severe obstructive sleep

apnea (n=3,819)

Minimally symptomatic (ref) — —

Disturbed sleep 1.07 (0.65-1.77) 0.7826

Excessively sleepy 1.02 (0.77-1.36) 0.8887

Moderately sleepy 1.02 (0.77-1.34) 0.9014
Nontreated obstructive sleep apnea (n=3,156)

Minimally symptomatic (ref) — —

Disturbed sleep 0.87 (0.49-1.54) 0.6357

Excessively sleepy 0.85 (0.61-1.19) 0.3409

Moderately sleepy 1.03 (0.75-1.42) 0.8392

Definition of abbreviations: Cl = confidence interval; HR = hazard
ratio; ref = reference.

*Adjusted for age, gender, body mass index, smoking status,
presence of prevalent disease (diabetes, chronic obstructive
pulmonary disease, and hypertension), type of sleep study, study site,
B-blocker, statins, antihypertensive drugs, and antiplatelet agent
medications.

American Journal of Respiratory and Critical Care Medicine Volume 205 Number 6 | March 15 2022


http://crossmark.crossref.org/dialog/?doi=10.1164/rccm.202111-2567LE&domain=pdf&date_stamp=2022-03-02
https://creativecommons.org/licenses/by-nc-nd/4.0/
https://creativecommons.org/licenses/by-nc-nd/4.0/
mailto:dgern@thoracic.org
https://doi.org/10.1164/rccm.202111-2567LE

