
 

 
 
 

Upper airway and systemic inflammation 
in obstructive sleep apnoea 
Eugenio Vicente1,2,3,9, Jose M. Marin2,3,4,9, Santiago J. Carrizo2,3,4, 
Carlos S. Osuna5, Ricardo González6, Marta Marin-Oto7, Marta Forner2,3,7, 
Paul Vicente7, Pablo Cubero3,7, Ana V. Gil3,7 and Xavier Soler8 

 
Affiliations: 1Otorhinolaryngology Dept, Hospital Miguel Servet, Zaragoza, Spain. 2CIBER Enfermedades 
Respiratorias, Madrid, Spain. 3Instituto de Investigación Sanitaria de Aragón, Zaragoza, Spain. 4Respiratory Dept, 
Hospital Miguel Servet, Zaragoza, Spain. 5Haematology Dept, Hospital Miguel Servet, Zaragoza, Spain. 
6Biochemistry Dept, Hospital Miguel Servet, Zaragoza, Spain. 7Translational Research Unit, Instituto de 
Investigación Sanitaria de Aragón, Zaragoza, Spain. 8Pulmonary, Critical Care and Sleep Division, UCSD, 
San Diego, USA. 9Both authors contributed equally. 

Correspondence: Jose M. Marin, Respiratory Dept, Hospital Universitario Miguel Servet, 1–3, Isabel la 
Catolica, 50006-Zaragoza, Spain. E-mail: jmmarint@unizar.es 

 
ABSTRACT Obstructive sleep apnoea (OSA) is associated with pharyngeal inflammation, but the 
coexistence of systemic inflammation is controversial. This study investigated whether local and systemic 
inflammatory biomarkers are related in patients with OSA. An uncontrolled extension to the study 
assessed the response to effective treatment. 

We recruited 89 patients with OSA (apnoea/hypopnoea index (AHI) ⩾5 events·h−1), 28 snorers and 26 
healthy controls. Pharyngeal lavage (PHAL) and plasma samples were collected at baseline and after a 
1-year follow-up. Inflammatory cells were evaluated by flow cytometry; interleukin (IL)-6, IL-8 and 
tumour necrosis factor-α were evaluated by immunoassay. 

In PHAL, CD4+ T-cells, IL-6 and IL-8 were higher in OSA patients than in snorers or healthy controls 
( p<0.05). The AHI correlated with CD4+, IL-6 and IL-8 in PHAL (all p-values <0.05). There were no 
differences in the inflammatory biomarkers in plasma between the study groups and no relationship 
between plasma and PHAL biomarkers. Biomarkers decreased significantly in PHAL but not in plasma 
after 1 year of therapy with continuous positive airway pressure or surgery. 

In patients with OSA, increased levels of inflammatory biomarkers were found in PHAL, which were 
reduced with effective treatment. No simultaneous increase in plasma inflammatory biomarkers was f 
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Introduction 
Obstructive sleep apnoea (OSA) is defined by total or partial collapse of the upper airway resulting in nocturnal 
hypoxaemia and arousal from sleep. Repetitive airway closure and reopening do not only lead to local 
mechanical stress, but also result in inflammation of the mucosa [1–5]. In patients with OSA, biopsies of the 
upper airway tissue have demonstrated subepithelial oedema and excessive inflammatory cell infiltration [1–5]. 
In addition, their exhaled breath contained elevated levels of nitric oxide and other biomarkers of inflammation. 
Furthermore, increased expression of systemic inflammatory biomarkers has been reported in patients with OSA 
[6–10]. Since ongoing inflammatory responses play crucial roles in atherosclerosis [11, 12], these abnormalities 
are probably implicated in the increased cardiovascular and cerebrovascular morbidity found in these patients 
[13]. Increased levels of proinflammatory cytokines involved in the atherosclerotic process, such as interleukin 
(IL)-6 and C-reactive protein (CRP), have been reported in OSA [14, 15]. These cytokines are also increased 
in other conditions such as obesity [16], which can be a confounding factor in patients with OSA. On the 
other hand, some studies have not shown an independent association between OSA and IL-6 and/or CRP 
levels [17, 18]. Thus, there is controversy about the relationship between these cytokines and OSA. 

Intermittent hypoxia increases the sympathetic response and, if combined with oxidative stress, is thought to 
play an essential role in the development of chronic systemic inflammation in OSA [19–21]. Notwithstanding, 
nocturnal oxygen therapy used to resolve intermittent hypoxaemia present in OSA did not result in any 
changes in inflammatory cytokines [22]. As a matter of fact, the response to OSA treatment with continuous 
positive airway pressure (CPAP) has been variable [15, 22]. An alternative mechanism could lead to a 
systemic inflammatory response releasing inflammatory proteins and immune mediators from the upper 
airway mucosa that spill over into the circulation. Given that no data are available regarding the association 
between upper airway and systemic inflammation in OSA and that such information may be relevant to the 
design of treatment strategies in these patients, this study was conducted to evaluate the association between 
local and systemic inflammation in three groups: 1) subjects with OSA; 2) snorers; and 3) healthy controls. 
Subsequently, the effect of OSA treatment on this association in these groups was assessed. 

 
Methods 
A detailed explanation of the methods used is provided in the supplementary material. 

 
Study design, participants and ethics 
This was a prospective, controlled study with a 1-year follow-up of consecutive patients referred to our 
sleep clinic because of suspected OSA. Full inclusion and exclusion criteria are shown in supplementary 
table S1. In brief, participants were aged 18–60 years and free of any additional comorbid conditions. 
Study procedures were approved by the Ethics and Clinical Research Committee of the Aragón Institute of 
Health Sciences ( protocol 10/231), and informed consent was obtained from each participant. 

 
Clinical data 
Demographic, anthropometric and clinical data were obtained during recruitment [23]. All participants 
had a physical examination of the upper airway by an ear, nose and throat specialist supplemented by 
nasopharyngolaryngoscopy and lateral cephalometric radiographs [24]. Daytime somnolence was assessed 
using the Epworth Sleepiness Scale (ESS) [25]. 

 
Measurements 
Sleep study 
In-home unattended sleep studies were performed at baseline and after a 1-year of follow-up. Recordings 
were scored manually following national guidelines [26] (see supplementary material for details). 

 
Pharyngeal lavage 
At baseline and after a 1-year follow-up, pharyngeal lavage (PHAL) samples were obtained (see supplementary 
material for details). Lavage fluid was centrifuged to obtain a cell pellet for flow cytometry. The cell-free 
supernatants were aliquoted and stored at −80°C for further analyses of inflammatory cytokines. 

 
Flow cytometry 
Flow cytometry analysis was used to quantify the cell count and differential immediately after obtaining 
the lavage fluid and blood samples. Peripheral blood mononuclear cells and PHAL cells were stained to 
determine lymphocyte subpopulations. 

 
Inflammatory biomarkers 
Fasting blood and PHAL were collected on the morning after the sleep study, between 08:00 h and 
10:00 h, at baseline and follow-up. Blood samples were immediately centrifuged for 20 min at 1800×g, and 
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plasma samples were kept at −80°C until assays were performed. The plasma concentration of CRP was 
determined by particle-enhanced immunonephelometry. Plasma and PHAL concentration of IL-6, IL-8 
and TNF-α were determined by high-sensitivity ELISA (Invitrogen, Carlsbad, CA, USA). 

 
Treatment and follow-up 
The Spanish Respiratory Society guidelines for the management of OSA [26] were followed. In summary, 
nasal CPAP therapy was recommended for AHI ⩾30 events·h−1 or for an AHI between 5 and 30 with 
excessive daytime sleepiness (ESS ⩾10) that interfered with daily activities. Upper airway surgery was 
offered as an alternative to all patients who could not tolerate or rejected therapy with CPAP and to 
participants who were not eligible for CPAP therapy according to the guidelines (supplementary table S2). 
Patients who did not receive treatment with CPAP or upper airway surgery were grouped as the “usual 
care” group. All participants were followed at the sleep clinic at 3, 6, 9 and 12 months after the initial visit. 

 
Statistical analyses 
Data are summarised as frequencies for categorical variables and median (interquartile range) for 
continuous variables. Baseline data for the groups studied were compared using Chi-squared, analysis of 
variance and Kruskal–Wallis tests, as appropriate. Continuous variables of inflammatory biomarkers in 
plasma and PHAL were normally distributed and log-transformed. Pearson’s correlation coefficients were 
calculated adjusting for age, sex, body mass index (BMI), ESS and AHI. The difference between baseline 
and 1-year follow-up of biomarkers was assessed using the Wilcoxon signed-rank test or paired t-test, as 
appropriate. All analyses were repeated by separating the population into two groups according to BMI: 
⩽30 kg·m−2  versus  ⩾30  kg·m−2.  Statistical  analyses  were  performed  with  the  STATA  v.12.1  software 
(College Station, TX, USA). 

 
Results 
Population characteristics 
A total of 143 participants were included in the study (figure 1). Of these, 26 had a normal sleep study 
and were non-snorers, 28 were snorers and had a normal sleep study and 89 had OSA (AHI 
⩾5 events·h−1). The baseline characteristics for all groups are presented in table 1. 

 
 

 
 
 
 
 
 
 
 
 
 
 

 
 

FIGURE 1 Study flow chart. Number of participants who were screened, assigned to a study group and 
included in the analyses after the 1-year follow-up according to treatment. OSA: obstructive sleep apnoea; 
CPAP: continuous positive airway pressure. 

143 participants included 

1614 were excluded: 
122 declined to participate 
1492 met ≥1 exclusion criteria 

89 OSA 28 snorers 26 controls 

138 included in the analysis after the 1-year follow-up 



 

TABLE 1 Baseline characteristics of study participants 

 
 
 

 

 Control Snoring OSA p-value 

Participants 26 28 89 N/A 
Age years 44 (38–53) 42 (33–46) 44 (36–56) 0.561 
Male sex n (%) 16 (61) 18 (64) 62 (69) 0.122 
BMI kg·m−2 27.9 (25.2–31.1) 28.9 (26.9–32.1) 29.1 (27.1–33.9) 0.014 
ESS 7 (4–10) 8 (3–11) 9 (6–15) 0.725 
AHI events·h−1 2 (0.5–3.2) 2 (1.0–3.5) 28 (12–44) <0.001 
CT90 % 0 0 (0–0.2) 8.2 (0–18.8) <0.001 

Data are presented as median (interquartile range) unless otherwise stated. OSA: obstructive sleep apnoea; 
N/A: not applicable; BMI: body mass index; ESS: Epworth Sleepiness Scale (range 0–24); AHI: apnoea/ 
hypopnoea index; CT90: percentage of recording time when oxygen saturation of arterial blood <90%. 

 
PHAL and plasma analyses 
Table 2 provides an overview of the cytokines analysed and the cell population from plasma and PHAL in: 
1) controls; 2) snorers; 3) mild-to-moderate OSA (AHI ⩾5 to ⩽30 events·h−1); and 4) severe OSA (AHI 
⩾30 events·h−1). 

For all samples, total cell counts in PHAL ranged from 1.3×106 per mL to 22.6×106 per mL with the 
majority of inflammatory cells being neutrophils (range: 96.9–99.7%), the rest lymphocytes (range: 0.2– 
3.0%). Lymphocytes (in percentage leukocytes) were higher in severe OSA (median (interquartile range): 
1.7 (0.9–2.9)), compared with the control (0.7 (0.3–1.4); p<0.05) and snorer group (1.0 (07–2.1); p<0.05). 
T-lymphocytes accounted for the majority of lymphocytes in all groups. CD4+ was the predominant T-cell 
subclass and was significantly elevated in severe OSA (59% (55–63%)) compared with both control (54% 
(48–57%); p<0.001) and snorer group (55% (55–60%); p<0.05) (figure 2). In PHAL, IL-6 was higher in 
patients with severe OSA (3.6 pg·mL−1 (2.2–6.1 pg·mL−1)) compared to the control (2.4 pg·mL−1 (1.2– 
4.3 pg·mL−1); p<0.01) and snorer group (2.7 pg·mL−1 (1.3–4.7 pg·mL−1); p<0.05). IL-8 was also higher in 
severe OSA (5.1 pg·mL−1 (3.6–7.6 pg·mL−1)) than in the control (2.5 pg·mL−1 (1.7–4.3 pg·mL−1); p<0.01) 
and snorer group (2.9 pg·mL−1 (1.9–4.9 pg·mL−1); p<0.05). IL-8 was also significantly higher in moderate 
OSA compared to  the control group  (4.2 mg·mL−1 (2.7–5.2 pg·mL−1) versus  2.5 pg·mL−1  (1.7– 
4.3 pg·mL−1); p<0.5) (figure 2). In linear regression analysis, CD4+, IL-6 and IL-8 had a positive 
correlation with AHI (r=0.29, p<0.01; r=0.18, p=0.04; and r=0.41, p<0.01, respectively). 

The percentage of circulating lymphocyte subpopulation did not differ across groups. There was a trend for 
increased inflammatory cytokines in plasma by OSA severity, but no significant differences were found 
between groups (table 2). There was no significant correlation between plasma inflammatory cytokines 
and AHI or percentage of recording time with an arterial oxygen saturation <90% (CT90) as a surrogate of 
OSA severity. 

 
Relationship between pharyngeal and systemic inflammation 
Pearson’s correlation coefficients adjusted for age, sex, BMI, ESS and AHI between inflammatory biomarkers 
measured in PHAL and plasma are presented in table 3. None of the biomarkers studied showed a 
significant relationship, either for the whole cohort or when the analyses were performed separately for the 
participants with or without obesity defined as BMI ⩾30 kg·m−2 and <30 kg·m−2, respectively. 

Follow-up 
The 1-year follow-up was completed by 138 participants (96.5%). Five patients were excluded from the 
analysis: two had OSA surgery at 3 and 6 months after initiating CPAP therapy; one had 
uvulopalatopharyngoplasty at baseline and initiated CPAP 4 months later; and two patients in the control 
group declined re-examination. Patient characteristics according to treatment received are shown in 
supplementary table S3. The mean time of CPAP use was 5.8 h per night (range 3.2–9.3 h per night). 
Individual changes in AHI are shown in supplementary figure S1. 

In controls and OSA patients who did not receive treatment with CPAP or upper airway surgery (the 
“usual care” group), there were no changes in the PHAL biomarkers (table 4). Patients who had CPAP 
therapy or surgery showed a reduction in the PHAL inflammatory cell population. This reduction was 
significant for total leukocytes ( p=0.034), percentage lymphocytes ( p=0.008) and percentage CD4+ T-cells 
( p=0.02) in the CPAP treatment group, and for percentage lymphocytes ( p=0.03) and percentage CD4+ 
T-cells ( p=0.04) in the surgery group. In PHAL samples, IL-6 was significantly reduced only in patients 



 

TABLE 2 Baseline pharyngeal lavage and plasma inflammatory biomarkers 

 
 
 
 

 

 Control Snoring Mild-to-moderate OSA Severe OSA 

Participants 26 28 42 47 
Lavage 

Leukocytes ×104 cells·mL−1 
 

12.1 (8.1–25.5) 
 

14.1 (8.4–28.5) 
 

14.4 (8.9–30.1) 
 

15.1 (9.1–35.9) 
Lymphocytes % leukocytes 0.7 (0.3–1.4) 1.0 (0.7–2.1) 1.4 (0.8–2.5) 1.7 (0.9–2.9)#,

¶
 

T-cells % lymphocytes 92 (89–96) 92 (90–95) 94 (91–96) 96 (93–97)# 
CD4+ % T-cells 54 (48–57) 55 (49–60) 58 (54–61) 59 (55–63)¶,+ 
CD8+ % T-cells 32 (27–37) 32 (26–36) 33 (29–45) 31 (25–43) 

B-cells % lymphocytes 2 (1–3) 2 (0–4) 2 (1–5) 3 (2–4) 
NK cells % lymphocytes 4 (2–6) 3 (1–4) 4 (2–5) 3 (1–5) 
IL-6 pg·mL−1 2.4 (1.2–4.3) 2.7 (1.3–4.7) 3.2 (1.6–4.9) 3.6 (2.2–6.1)¶,+ 
IL-8 pg·mL−1 2.5 (1.7–4.3) 2.9 (1.9–4.9) 4.2 (2.7–5.2)# 5.1 (3.6–7.6)¶,+ 
TNF-α pg·mL−1 1.2 (0.8–2.1) 1.5 (0.9–2.7) 1.8 (1.1–3.2) 2.1 (1.7–4.2) 

Plasma     

Lymphocytes % leukocytes 29.8±9.7 29.1±8.2 29.6±6.8 30.9±7.3 
T-cells % lymphocytes 79.8±18.8 74.9±20.4 75.1±19.3 75.4±18.9 

CD4+ % T-cells 60.5±21.1 61.9±22.3 62.2±22.7 59.6±19.7 
CD8+ % T-cells 34.2±13.4 34.8±15.3 32.9±14.4 35.2±14.2 

B-cells % lymphocytes 8.4±3.9 11.2±4.9 14.3±4.8 12.2±4.9 
NK cells % lymphocytes 11.8±5.6 13.9±5.9 10.6±4.6 12.4±6.1 
CRP mg·dL−1 0.15 (0.10–0.28) 0.12 (0.08–0.35) 0.17 (0.10–0.43) 0.19 (0.11–0.44) 
IL-6 pg·mL−1 7.12 (6.61–7.90) 6.91 (6.55–7.15) 7.24 (6.65–8.26) 7.44 (6.77–8.89) 
IL-8 pg·mL−1 21.3 (19.2–22.4) 22.1 (19.7–24.5) 21.6 (20.4–22.9) 22.3 (20.8–23.1) 
TNF-α pg·mL−1 4.35 (4.01–4.99) 4.45 (4.03–5.12) 4.54 (4.09–5.25) 4.46 (4.21–5.06) 

Data are presented as median (interquartile range) or as mean±SD, unless otherwise stated. OSA: obstructive sleep apnoea; NK: natural killer; 
IL: interleukin; TNF-α: tumour necrosis factor-α; CRP: C-reactive protein. #: p<0.05 compared with the control group; ¶: p<0.05 compared with 
the snoring group; +: p<0.001 compared with the control group. 

 
 

treated with CPAP ( p=0.008), whereas IL-8 was decreased in patients treated either with CPAP ( p=0.006) 
or surgery ( p=0.021). In secondary analyses grouping patients according to the type of surgery performed 
(nasal, pharyngeal or both) or mean hours of CPAP used (e.g. more or less than 4 h per night), the same 
changes in the biomarkers analysed were found after 1 year of follow-up, i.e. a reduction in local 
inflammatory biomarkers in PHAL but not in plasma. 

 
Discussion 
This is the first study aimed at investigating the relationship between local (upper airway) and peripheral 
(systemic) inflammation in patients with OSA. The study did not find a relationship between local 
inflammatory cytokines and inflammatory cells collected in the upper airway using PHAL and plasma 
from peripheral blood. Inflammatory biomarkers commonly used in OSA research were evaluated. 
However, to definitively reject the spill-over hypothesis, this work would have to be performed using a 
specific biomarker unique to the upper airway, or somehow specifically identified/tagged as originating in 
the upper airway. These biomarkers could then be measured systemically. 

The relationship between local (target organ) and systemic inflammation has been demonstrated 
previously in other respiratory conditions, such as chronic obstructive pulmonary disease [27]. Such 
findings prompted the “spill-over” hypothesis, which suggested the overflow of inflammatory cytokines 
reaching the blood stream from a local source [28]. Systemic inflammation may also contribute to 
weakening the respiratory muscles [29] and destabilising loop gain and respiratory control, thus impairing 
the protective airway patency mechanisms [30]. 

This work is critically essential given that the investigation of inflammation present in OSA patients at the 
source of airway collapse (upper airway) and its relationship to a systemic effect was performed using a 
novel technique. The PHAL technique is noninvasive and evaluates the local effects of intermittent 
collapse and/or snoring during repetitive cycles in OSA patients. In PHAL, an increase in inflammatory 
cells in patients with OSA was found, but this was not present in simple snorers or controls. These 
changes were mainly caused by activated T-cells and corroborate previous findings of lymphocytosis in 
PHAL by HAUBER et al. [31], and in uvula tissue by BOYD et al. [4] in patients with OSA. However, there is 
no evidence that the levels of inflammatory cells in PHAL are true surrogates of the inflammatory 
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TABLE 3 Adjusted correlation matrix of the association between pharyngeal and plasma 
biomarkers of inflammation 
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FIGURE 2 a) Pharyngeal lavage lymphocytes (as percentage of total leukocytes), b) CD4+ (as percentage of 
T-lymphocytes), c) interleukin (IL)-6 and d) IL-8 in controls, snoring patients, and in patients with mild-
to-moderate (MM OSA) and severe obstructive sleep apnoea (S OSA). Data are presented as median and 
interquartile ranges. *: p<0.05; **: p<0.01. 

 
infiltration of tissues of the upper airway because there are no studies to date assessing both PHAL and 
tissue sampling in the same individuals. 

For the first time, an increase of proinflammatory cytokines in PHAL was found, including IL-6 and IL-8, 
in patients with OSA compared to healthy controls. This is in agreement with KIMOFF et al. [32] who 
found increased expression of IL-6 and IL-1α within the mucosa of the upper airway tissue of patients 
with severe OSA. These authors also found increased expression of RANTES (regulated on activation, 
normal T-cell expressed and secreted) and increased connective tissue within the muscle fascicles. 

 
 

Pharyngeal lavage 
 

IL-6   IL-8  TNF-α  Leukocytes  Lymphocytes T-cells  CD4+ CD8+ B-cells NK cells 

Plasma 
CRP 0.123 0.032 0.034 0.089 0.012 0.043 0.034 0.067 0.006 0.010 
IL-6 0.108 0.056 0.015 −0.082 −0.011 −0.042 −0.043 −0.006 0.013 
IL-8 0.101 0.056 0.012 −0.067 −0.022 −0.025 0.046 0.012 0.020 
TNF-α  0.005 0.003 0.044 0.023 0.078 −0.032 0.005 0.033 
Leukocytes   −0.007 0.032 0.007 0.005 −0.023 0.004 0.031 
Lymphocytes    0.122 0.061 0.075 0.102 −0.002 0.006 
T-cells     0.065 0.066 0.084 −0.054 −0.077 

CD4+      0.101 0.088 0.001 0.007 
CD8+       0.039 −0.077 −0.075 

B-cells       0.018 −0.006 
NK cells        0.106 

Data represent the correlation coefficient adjusted for age, sex, body mass index, Epworth Sleepiness 
Scale and apnoea/hypopnoea index. CRP: C-reactive protein; IL: interleukin; TNF-α: tumour necrosis 
factor-α; NK: natural killer
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Control# Usual care¶ Surgery+ CPAP§ 

Baseline 1 year Baseline 1 year Baseline 1 year Baseline 1 year 
 

 

Lavage  

Leukocytes ×104 cells·mL−1 12.0 (8.0–24.2) 11.1 (8.3–22.1) 13.3 (8.1–24.5) 12.4 (8.2–23.7) 14.1 (8.9–27.4) 12.1 (8.2–21.3) 15.9 (9.9–32.1) 12.4 (8.1–27.2)* 
Lymphocytes % leukocytes 0.6 (0–1.3) 0.6 (0–1.20) 1.1 (0.8–2.7) 1.2 (0.9–3.0) 1.5 (0.8–3.1) 1.1 (0.7–2.3)* 1.9 (1.0–3.9) 1.1 (0.8–3.0)** 
T-cells % lymphocytes 91 (88–96) 92 (89–96) 93 (91–95) 94 (90–95) 94 (92–97) 92 (91–95)* 96 (93–98) 92 (90–95)** 

CD4+ % T-cells 54 (47–56) 53 (46–56) 55 (50–62) 56 (49–60) 59 (55–64) 54 (50–61) 60 (55–67) 56 (51–62)* 
CD8+ % T-cells 31 (24–35) 32 (25–37) 33 (27–38) 34 (29–39) 31 (25–36) 34 (30–38) 30 (22–39) 33 (25–38) 

B-cells % lymphocytes 3 (1–4) 3 (1–4) 2 (0–4) 2 (1–4) 2 (1–3) 3 (1–4) 2 (0–4) 3 (1–5) 
NK cells % lymphocytes 4 (2–6) 3 (1–5) 3 (1–5) 4 (2–6) 2 (2–5) 3 (1–5) 2 (0–5) 3 (1–5) 
IL-6 pg·mL−1 2.4 (1.2–4.3) 2.1 (1.1–4.1) 2.2 (1.3–4.7) 2.4 (1.1–4.3) 3.1 (1.3–4.2) 2.6 (0.7–3.2) 3.9 (2.8–6.9) 2.4 (1.4–3.9)* 
IL-8 pg·mL−1 2.5 (1.7–4.3) 2.6 (1.9–3.9) 2.3 (1.4–4.2) 2.5 (1.1–4.9) 3.9 (1.9–4.1) 2.6 (1.2–3.7)* 5.9 (2.8–7.9) 3.9 (2.0–5.2)** 
TNF-α pg·mL−1 1.4 (0.9–2.3) 1.6 (0.9–2.3) 1.4 (0.8–2.5) 1.5 (0.9–2.6) 1.9 (1.3–3.7) 1.7 (1.0–2.6) 2.8 (1.9–4.8) 2.2 (1.5–3.9) 

Plasma         

Lymphocytes % leukocytes 29.4±9.4 29.9±9.9 29.8±8.9 30.2±9.1 29.1±8.1 28.3±8.8 30.1±8.3 29.1±7.8 
T-cells % lymphocytes 78.7±18.1 77.3±19.2 75.7±21.5 76.2±20.6 77.8±19.9 75.6±18.7 77.4±22.9 75.8±18.9 

CD4+ % T-cells 60.7±22.4 61.5±21.9 61.1±21.4 61.9±22.1 61.9±21.3 61.8±22.0 62.9±18.9 60.8±20.8 
CD8+ % T-cells 34.4±13.2 34.5±12.9 34.1±16.3 33.9±18.7 32.1±14.4 33.0±15.2 32.8±15.2 33.3±13.2 

B-cells % lymphocytes 8.7±3.2 8.8±2.9 10.2±5.1 9.8±3.8 12.1±3.5 11.3±4.1 12.9±5.2 13.8±6.7 
CRP mg·dL−1 0.17 (0.12–0.28) 0.18 (0.11–0.25) 0.15 (0.09–0.31) 0.13 (0.07–0.25) 0.23 (0.11–0.53) 0.18 (0.12–0.35) 0.20 (0.11–0.54) 0.21 (0.12–0.24) 
IL-6 pg·mL−1 7.02 (6.72–7.46) 6.67 (5.23–6.76) 6.33 (6.79–8.05) 6.18 (5.38–8.48) 7.35 (6.99–8.34) 6.79 (5.07–6.54) 6.87 (6.74–7.25) 5.92 (5.13–6.11) 
IL-8 pg·mL−1 21.1 (19.7–21.9) 23.4 (22.8–24.0) 21.9 (20.8–23.1) 23.1 (20.9–24.3) 21.6 (19.4–23.3) 18.9 (18.1–23.4) 22.9 (21.9–24.1) 24.5 (23.0–25.1) 
TNF-α pg·mL−1 4.36 (4.01–4.82) 4.36 (3.95–4.76) 4.38 (4.02–5.20) 4.50 (4.17–4.67) 4.64 (4.05–5.09) 4.32 (4.28–4.49) 4.91 (4.26–5.32) 4.37 (4.19–4.62) 

Data are presented as median (interquartile range) or mean±SD. #: n=24. ¶: n=49. +: n=28. §: n=37. *: p<0.05; **: p<0.01, for comparison with baseline. CPAP: continuous positive airway 
pressure; NK: natural killer; IL: interleukin; TNF-α: tumour necrosis factor-α; CRP: C-reactive protein.

TABLE 4 Baseline, 12-month and treatment effect for all inflammatory biomarkers 
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The final result of these histological changes is a more collapsible and dysfunctional upper airway in OSA. 
Although tissue samples were not available for the cohort in this study, the reduction of both 
inflammatory cytokines and inflammatory cells found in PHAL after treatment suggests that CPAP or 
upper airway surgery in OSA may impact tissue inflammatory response and perhaps reverse the 
histological changes of the upper airway that can be observed in OSA. These changes may partly explain 
the increase in the cross-sectional area of the pharynx after treatment with CPAP [32] and/or upper 
airway surgery [33, 34]. This study cannot explain why PHAL inflammation decreases with surgery or 
CPAP, especially taking into account the different baseline AHI of both groups. It is possible that snoring, 
which was eliminated with both techniques, can play a role in improving the inflammatory status of the 
pharyngeal mucosa. Further studies with snorers without OSA might clarify this issue. 

Upper airway surgery or CPAP treatment had no effect on inflammatory biomarkers in plasma after a 
12-month follow-up. KATAOKA et al. [35] studied the effect of upper airway surgery on circulating 
inflammatory biomarkers in OSA. They found a reduction in plasma levels of TNF-α after 1 week of 
surgical treatment. However, their sample was small and there were no data on concomitant comorbidities. 
In our study, the cohort included patients stratified by OSA severity without any concomitant 
comorbidity, including morbid obesity. Similarly, changes in peripheral inflammatory cytokines after    
1 year of adequate treatment with CPAP were not found (supplementary figure S1). 

Today, the debate continues about the association of OSA with persistent systemic inflammation. In fact, 
baseline values of the most common biomarkers used to study the effect of CPAP on plasma inflammation 
vary widely (supplementary table S4). These differences could be explained by the selection of patients 
(e.g. differences in sex, age and BMI), techniques used to identify the biomarkers and the timing of blood 
sampling. This study was not designed to evaluate the effect of CPAP on circulatory biomarkers; however, 
baseline inflammatory circulating biomarkers were found to be comparable with recent randomised 
controlled trials and in agreement with these results [36, 37]. KOHLER et al. [37] showed no improvement 
in inflammatory biomarkers in the blood of patients with OSA after 1 month of CPAP treatment and 
CHIRINOS et al. [38] found no effect of CPAP treatment on CRP levels over 24 weeks in patients with 
moderate-to-severe OSA. Nevertheless, the lack of changes in systemic inflammation were accompanied by 
improvement in endothelial function and a fall in systolic blood pressure [38, 39]. Finally, in the 
Multicentre Obstructive Sleep Apnoea Interventional Cardiovascular (MOSAIC) study, a trial designed to 
compare CPAP therapy with no CPAP in minimally symptomatic OSA, STRADLING et al. [40] did not find 
changes in IL-6, IL-10, CRP and TNF-α. 

This study has limitations. First, this was not a randomised trial and the results should be considered as 
hypothesis-generating only. However, relatively well-matched groups of patients were studied and provided 
data on the1-year follow-up of OSA treatment effects. Sleep studies were also performed in all patients, so 
that the effect of treatment could be evaluated and related to the change in the AHI. Also, given the 
inherent heterogeneous nature of these patients and their substantial clinical variability on presentation, 
this sample may not be perfectly representative of the general population. Finally, besides studying many 
inflammatory cytokines, this study did not assess other biomarkers that have been found to be elevated in 
OSA [41] and could be implicated in local and systemic inflammatory responses or some potential 
mechanisms, such as oxidative stress or endothelial dysfunction. Therefore, further studies seem warranted. 

 
Conclusions 
This study demonstrated a reduction in certain biomarkers of inflammation found in PHAL after 
long-term treatment with CPAP and/or upper airway surgery in patients with moderate-to-severe OSA. 
Further proof of this association warrants data from randomised studies. Regulators of pharyngeal 
inflammation ( proinflammatory and anti-inflammatory) also deserve further study that can be pursued 
with this proposed model. Finally, this work sets the stage for novel mechanistic studies using a minimally 
invasive technique, PHAL. Results from such studies could potentially be targeted by new drug 
development or other treatment modalities. 
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