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Background: High levels of sleep disturbances reported among individuals
with alcohol use disorder (AUD) can stimulate inflammatory gene expression,
and in turn, may alter pro-inflammatory cytokines levels. We aimed to
investigate associations between pro-inflammatory cytokine markers with
subjective measures of sleep quality, psychological variables and alcohol
consumption among individuals with AUD.

Methods: This exploratory study is comprised of individuals with AUD
(n = 50) and healthy volunteers (n = 14). Spearman correlation was used to
investigate correlations between plasma cytokine levels and clinical variables
of interest (liver and inflammatory markers, sleep quality, patient reported
anxiety/depression scores, and presence of mood and/or anxiety disorders
(DSM IV/5); and history of alcohol use variables.

Results: The AUD group was significantly older, with poorer sleep quality,
higher anxiety/depression scores, and higher average drinks per day as
compared to controls. Within the AUD group, IL-8 and MCP-1 had positive
significant correlations with sleep, anxiety, depression and drinking variables.
Specifically, higher levels of MCP-1 were associated with poorer sleep
(p = 0.004), higher scores of anxiety (p = 0.006) and depression (p < 0.001), and
higher number of drinking days (p = 0.002), average drinks per day (p < 0.001),
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heavy drinking days (p < 0.001) and total number of drinks (p < 0.001). The
multiple linear regression model for MCP-1 showed that after controlling for
sleep status and heavy drinking days, older participants (p = 0.003) with more
drinks per day (p = 0.016), and higher alkaline phosphatase level (p = 0.001)
had higher MCP-1 level.

Conclusion: This exploratory analysis revealed associations with cytokines
MCP-1 and IL-8 and drinking consumption, sleep quality, and anxiety and
depression in the AUD group. Furthermore, inflammatory and liver markers
were highly correlated with certain pro-inflammatory cytokines in the AUD
group suggesting a possible relationship between chronic alcohol use and
inflammation. These associations may contribute to prolonged inflammatory
responses and potentially higher risk of co-morbid chronic diseases.
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Introduction

Alcohol use disorder (AUD) is characterized by the impaired
ability to stop or control alcohol use, even when patterns
of drinking have negative social, occupational, and health
consequences (1). According to the 2019 US National Survey
of Drug Use and Health, AUD has an estimated prevalence of
5.6% in adults ages 18 and older (2). AUD can stem from several
risk factors, some of which being an early onset of drinking,
genetic influence, sleep related disorders, and the presence of
mental health conditions (3-6). Moreover, due to the complex
and bi-directional relationship between alcohol use and sleep-
related disorders, high levels of sleep disturbances have also
been documented as a common symptom in individuals with
AUD (7).

The specific effects of alcohol on an individual’s sleeping
patterns may depend on several factors such as, the amount
and frequency of alcohol consumption, the time between
consumption and bedtime, and the blood alcohol concentration
(BAC) achieved near bedtime (8). Furthermore, alcohol can have
either a stimulating effect that can increase sleep onset latency,
or a depressant effect that can promote sleepiness (9). As alcohol
metabolizes and blood alcohol levels fall, the second half of
sleep may result in sleep fragmentation and longer periods of

Abbreviations: IL, Interleukin; MCP, Monocyte Chemoattractant
Protein-1; IFN-g, Interferon Gamma; ALT, Alanine transaminase; AST,
Aspartate Aminotransferase;
Alkaline phosphatase; CRP, C-reactive protein; AUD, Alcohol Use
Disorder; SCID, Structured Clinical Interview for DSM-IV/5 Axis |

Disorders; TLFB, Timeline Followback; PSQI, Pittsburgh Sleep Quality

GGT, Gamma-glutamyltransferase; ALP,

Index; REM, Rapid Eye Movement Sleep; CPRS, Clinical pathological
rating scale; BSA, Brief Scale of Anxiety; MADRS, Montgomery Asberg

Depression Rating Scale.
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wakefulness. Chronic use of alcohol can severely disturb the
normal stages of sleep, resulting in prolonged sleep latency in
combination with observed deficits in both total sleep time
(TST) and slow wave sleep (SWS) time (Figure 1A) (10).

Sleep disturbances can evoke a general inflammatory
state by inducing the release of neurotransmitters such
as norepinephrine, causing downstream cell signaling of
12).
contributing to sleep disturbances, research has revealed

inflammatory gene expression (11, In addition to
chronic alcohol abuse to have metabolic consequences, namely
cytokine expression imbalance (Figures 1B,C). Several studies
have reported varying levels of Interleukin (IL)-1a, IL-14, IL-6,
IL-17, IL-18, monocyte chemoattractant protein-1 (MCP-1),
and tumor necrosis factor-alpha (TNF-a) based on type of
sleep condition and duration of sleep deprivation (13-19)
(Figures 1B,C). van Leeuwen et al. (13) found that mRNA
levels for IL-1B, IL-6, and IL-17 had increased significantly in
13 human participants after sleep restriction for five nights,
whereas TNF-o mRNA levels did not change. Similarly, in
a more recent pre-clinical study in mice, continuous sleep
disruption for 3 days resulted in increased plasma cytokine
levels such as IL-1f, IL-6 and TNF-a by 160.3, 51.9, and
213%, respectively (14). Other pre-clinical studies showed
increased levels of IL-18 and IL-17 mRNA expression levels
in the hippocampus of mice after acute rapid eye movement
(REM) sleep deprivation for 3 days, highlighting the role
of these cytokine expression levels in sleep modulation and
inflammation pathways (15-17).

Cytokines MCP1, IL-17, HMGBI, IL-8, TNF-a, IL-1p, and
IL-6 have been linked to chronic alcohol use in both preclinical
studies in mice and in human patients in several studies (20—
22). In fact, a recent study by Leggio et al. examined the
acute effects of oral alcohol administration on four cytokines
IL-6, IL-18, IL-10 and TNF-a among non-treatment seeking
individuals with AUD. They found that plasma TNF-a levels

frontiersin.org


https://doi.org/10.3389/fpsyt.2022.931280
https://www.frontiersin.org/journals/psychiatry
https://www.frontiersin.org

Kazmi et al. 10.3389/fpsyt.2022.931280

B C D

Cytokiné imbalance may contribute to further l l
sleep disturbance
/—\ * Release of

pro-inflammatory Neuroinflammation
cytokines (IL-6, IL-1B, »

. IL-17, & TNF-a) .
Sleep Disturbance ‘ ‘ / )) S
—> | 1Sleep latency -
f Increased risk for
—> J’TOtal SIeep Tlme —’ Inflammatory status “\ lnﬂammatory-related
| I\ | 5 (ca:diovascula: .
= ¢ sease, cancer, bowel
R T_Slow Wave Sleep disense, eft:)
» ime » Expression of Amount of sleep loss
Chronic Alcohol Use LPS-induced activation pro-inl’lamma(ory .
\_ " of NE-kB mediated immune response Systemic
inflammatory pathway genes Inflammation
FIGURE 1

Theoretical relationship between alcohol use and sleep disturbance with inflammation. Subsequent to chronic alcohol use, some individuals
may experience increased sleep latency, as well as decreased total sleep time and slow wave sleep time (A). These sleep disturbances may
contribute to heightened expression of pro-inflammatory immune response genes through the mechanism of toll-like receptor signaling,
leading to leaked lipopolysaccharides (LPS) in plasma. LPS propagates the signal through different pathways, such as NF- kB, and induces
cytokine production peripherally and in the brain (B). Pro-inflammatory cytokine production (IL-6, IL-18, IL-17, TNF-a) can lead to systemic
inflammation and neuro-inflammation (C,D). Due to the bidirectional link between the brain and periphery, the inflammatory activity can in turn
lead to further altered sleep architecture. Ultimately, persistent inflammation can lead to an increased risk for inflammation-related
comorbidities, such as cardiovascular disease, cancer, bowel diseases, and mood disorders (D).

were significantly reduced while IL-6 levels were increased blood cell breakdown, bilirubin, is seen at elevated levels in
3h following alcohol administration (23). Recently, a clinical alcohol consumers (33).

emphasis has been placed on the cyclical effects of neuroimmune Little is known about the relationship between sleep
changes, brain physiology, and affective/behavioral outcomes quality and cytokine levels within the AUD population.
in response to chronic alcohol use. Peripherally produced pro- Therefore, we need to understand the mechanisms to manage
inflammatory cytokines not only circulate systemically, but the inflammatory pathways for the improvement of sleep
can also localize in multiple brain regions, alongside centrally quality, or possible role of sleep quality in regulation of pro-
produced cytokines from astrocytes or microglia cells (24, 25). inflammatory cytokine levels in this population. The primary
A clinical study using human postmortem brains demonstrated aim of this study was to explore the possible relationships
increased MCP-1 concentration in the ventral tegmental area between pro-inflammatory cytokine levels and the clinical
(VTA), substantia nigra (SN), hippocampus and amygdala of biomarkers related to alcohol use such as liver and inflammation
brains of individuals with AUD as compared with those without biomarkers, subjective measures of sleep quality, anxiety and
AUD (26). Thus, MCP-1 has been hypothesized to contribute depression disorders and differing drinking spectrums related to
to the neurodegenerative pathologies of chronic alcohol use. alcohol use.

Continuous neuroinflammation from sustained drinking can

manifest itself through cognitive and behavioral afflictions, such

as fatigue, irritability, loss of concentration and appetite, and

social withdrawal (Figure 1D) (27, 28). In the case of individuals Methods

with AUD, the withdrawal phase can induce disturbed sleep,

depressive mood, and anxiety-like behavior, which can further StUdy population selection
exaggerate drinking habits (29-32).

Furthermore, alcohol use can alter liver function noted This exploratory study included participants from a large
through changes in liver enzymes (Alanine transaminase-ALT, Natural History of Alcohol Use protocol (NCT02231840)
Aspartate  transaminase-AST, Alkaline phosphatase-ALP, conducted by the National Institute on Alcohol Abuse and
Gamma-glutamyltransferase-GGT), protein (Albumin and Alcoholism (NIAAA). The NCT002231840 protocol enrolled
total protein) levels in blood (33-35) and markers of both treatment and non-treatment seeking individuals with
inflammation such as C-reactive protein (CRP) (36, 37). AUD (meeting the DSM IV/5 criteria for AUD), as well as
Another compound produced by liver during normal red healthy volunteers. For the AUD case group, a total of 50
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TABLE 1 Description and administration of study measures.

Measure

Description

10.3389/fpsyt.2022.931280

Timing of administration

Pittsburgh sleep quality index (PSQI)

Timeline follow-back (TLFB)

Comprehensive psychopathological
rating scale (CPRS)

Structured clinical interview for

DSM-1V/5 Axis I disorders (SCID)

The Pittsburgh Sleep Quality Index (PSQI) is a 19-item, self-rated
questionnaire used to measure sleep quality and disturbances
over a one-month (30 days) time interval. Nineteen individual
items generate seven “component” scores: subjective sleep quality,
sleep latency, sleep duration, habitual sleep efficiency, sleep
disturbances, use of sleeping medication, and daytime
dysfunction. A global summation score of five or higher is
indicative of poor sleep quality (38). The PSQI has been validated
in populations with insomnia and other sleep disorders, with
psychiatric patients, and in normal populations (39, 40). There
exists some early evidence of validity in alcohol-dependent
populations (41, 42). The PSQI has internal consistency and a
reliability coefficient ranging from 0.80 to 0.83 for its seven
components (38).

The TLEB collects drinking information using personal historical
events recounted over a fixed time period (43). It is a standard
assessment for measuring alcohol drinking patterns and
quantification in treatment programs. The number of items
corresponds to the number of days of interest, typically 90, which
usually takes about 30 min to complete. The TLFB has
demonstrated high test-retest reliability across multiple
populations of drinkers. Content, criterion, and construct validity
have been demonstrated in both clinical and general population
samples (44). The study collected drinking data for 90 days
preceding admission/screening

The CPRS is a 19-item measure that evaluates the present
psychiatric state, along with the severity of symptoms and
observed behaviors (45). CPRS includes two subscales: Brief Scale
for Anxiety (BSA) and Montgomery Asberg Depression Rating
Scale (MADRS) (46, 47). The BSA employs self-rated scales to
gauge current symptoms of pathological anxiety alone or in
combination of other psychological/medical disorders. The score
for 10 items ranges from 0-60 with higher scores indicating
higher anxiety. The MADRS subscale assesses core symptoms of
depression and consists of 9 patient reported items and 1 based
on interviewer’s observation. The scores range from 0 to 6 for
each item with total scores ranging from 0 to 60.

The SCID is an 11 module semi-structured interview used to
make DSM-IV or 5 diagnoses (Diagnostic and Statistical Manual
of Mental Disorders, version IV OR version 5). Trained
professionals conduct interviews and final diagnoses are
determined through a consensus process involving trained

psychiatrists (48, 49)

PSQI was administered on day 2 of inpatient stay for the
treatment-seeking group and on the screening day for the
non-treatment seeking and control group, as part of the

natural history protocol.

The TLFB was administered during the first week of
inpatient stay for the treatment-seeking cohort and on the
screening day for the non-treatment seeking and control

group.

As part of the Natural History protocol, CPRS was
administered on the screening day for the non-treatment
seeking and control group, while weekly during the inpatient
stay for the treatment seeking AUD group. For this analysis,

only baseline values collected during week 1 are used.

SCID interviews were conducted for all participants at the

time of enrollment as part of the Natural History protocol

individuals from both treatment seeking (n = 25) and non-
treatment seeking (n = 25) arm were included. The treatment-
seeking patients with AUD were eligible to participate in
other research protocols if they met the inclusion criteria. The
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subset of treatment seeking patients selected for this analysis
were also participating in one of two ongoing experimental
medicine trials; however only baseline plasma samples and
data (prior to study medication intervention) were included
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in this analysis. Non-treatment-seeking AUD and healthy
non-AUD participants were participating in acute alcohol
administration studies, and only baseline plasma samples
and data (prior to alcohol administration) were included in
this analysis.

Participant selection for both the case and control groups in
this secondary analysis was based on two criteria: participants
must have had a stored plasma sample collected prior to
enrollment into any experimental medication trial AND
participants must have completed the sleep quality measure
(Pittsburgh Sleep Quality Index, PSQI) at the time of enrollment.
Race was categorized into the following three groups: African
American/American Indian, White or Asian. Marital status was
recoded into three groups as currently married/living with a
partner, divorced or single.

Study measures

Sleep quality measured by Pittsburgh Sleep Quality Index
(PSQI) was assessed both on the continuous scale and as a
dichotomous variable (38-42). When PSQI was dichotomized,
individuals were categorized in the “poor” (=5 PSQI) or “good”
(<5 PSQI) sleep groups. Drinking history was assessed using
the 90-day Timeline Followback (TLFB) measure (43, 44).
The TLFB measure included: average drinks per day, number
of drinking days, number of heavy drinking days and total
drinks. The average drinks per day were calculated from the
total drinks divided by number of drinking days and heavy
drinking days were calculated as days with five or more drinks
consumed for males and four or more drinks consumed for
females across the 90-day period. Current state of anxiety and
depression were assessed using two subscales of Comprehensive
Pathological Rating Scale (CPRS); Brief Scale for Anxiety (BSA)
and Montgomery Asberg Depression Rating Scale (MADRS)
(45-47). Structured Clinical Interview for DSM-IV/5 Axis I
Disorders (SCID) diagnosis of mood and anxiety were also used
for this analysis (48, 49). Table 1 includes detailed description of
all study measures and time of administration.

Plasma cytokine level profiling

Pro-inflammatory cytokine markers related to alcohol use
were quantified using stored baseline plasma samples collected
from all participants prior to enrollment into any drug
interventional protocols. A total of 50 wWL of frozen plasma
samples were used for cytokine level assessment. The pre-
defined Human inflammation panel 1 of the BioLegend®
LEGENDplex™ kit was used and all manufacturer’s instructions
were followed (50). The minimum detectable concentration
(MDC) was defined as the theoretical limit of detection of
the assay for any given cytokine using the LEGENDplex™

Frontiers in Psychiatry

05

10.3389/fpsyt.2022.931280

Data Analysis Software, by applying a 5-parameter curve-
fitting algorithm. These values are different for each cytokine.
The beads were analyzed by CytoFLEX (Beckman Coulter
Life Sciences, Brea, CA) flow cytometer. The flow cytometry
standard (FCS) files were submitted to and further analyzed
by the LEGENDplex™ data analysis software (Biolegend). The
following 13 cytokines were included in the pre-defined panel:
Interleukin (IL)-1b, IL-8, IL-33, IFN-a2, IL-10, IL-23, IFN-
g, IL-12p70, IL-18, TNF-a, IL-17A, IL-6, and MCP-1. The
concentration of each cytokine was determined based on a
known standard curve using the data analysis software provided
by LEGENDplex™. All cytokine level values were expressed as
pictograms per milliliter.

Liver functions and inflammation markers

Because of the known possible effects of chronic alcohol
use on liver functions, markers of liver function profile such as
aspartate aminotransferase (AST), alanine aminotransaminase
(ALT), alkaline phosphatase (ALP), gamma-glutamyl transferase
(GGT), albumin, direct bilirubin, prothrombin time (PT),
and partial thromboplastin Time (PTT) were included in this
analysis. In addition, we explored C-reactive protein (CRP) as a
general marker of inflammation. These data were extracted from
the baseline clinical data for each participant before enrollment
into any interventional trial. The hepatic panel and CRP test
were done by NIH Clinical Center Department of Laboratory
Medicine (DLM) on plasma samples, using the Abbott Architect

immunoassay kit.

Statistical analysis

Demographic and clinical variables assessment

Statistical analysis and data discovery were carried out using
the JMP™ version 15 statistical software (SAS Headquarters,
Cary, NC) and the IBM SPSS Statistics software. Graphical
figures were generated in the JMP™ Statistical Discovery
version 15 software. Student’s or Welch’s ¢-tests and Chi-square
tests were used to assess differences in sleep quality (PSQI),
CPRS anxiety (BSA) and Depression (MADRS) between the
AUD group and the healthy controls. Pearson correlation
was used to assess sleep measures (PSQI) and alcohol
consumption variables within each group. To assess sex specific
differences, PSQI measures and clinical diagnoses of mental
health disorders including anxiety and mood disorders (SCID-
IV/5) were compared between sexes in the AUD group only
using a Student’s ¢-test. Differences in liver and inflammation
biomarkers values were assessed between the AUD population
and the healthy controls using a Wilcoxon ranked sum test. Data
are presented as mean =+ standard deviation.
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Cytokine level filtering and analysis

In order for a cytokine to be included in the univariate
analyses, at least 40% of the samples must have met the minimal
detectable concentration (MDC) limits of the assay (i.e., out
of 64 samples assayed, at least 25 samples must have had
a value at or above the MDC). After filtering, exploratory
analyses were conducted to investigate associations between the
cytokine plasma levels and specific demographic and clinical
variables of interest. The explored variables of interest include
sex, age, race, marital status, liver and inflammation profiles,
drinking variables, mood and anxiety disorders and PSQI.
Differences in cytokine levels were assessed between the AUD
and healthy control groups using Wilcoxon signed rank test.
Wilcoxon signed rank test (or Kruskal-Wallis if more than two
groups) was used to assess differences in cytokine levels in sex
(male, female), race (White, Asian, African American/American
Indian), marital status (single, divorced, married) and between
the presence or absence of mood and anxiety disorders based on
SCID diagnosis and between “good” and “poor” sleepers based
on PSQI. Within the AUD group alone, correlations between
cytokine levels and liver and inflammation biomarkers, PSQI,
CPRS anxiety and depression scores and drinking variables were
assessed using Spearman correlation. Wilcoxon signed rank test
was used to compare cytokine levels within the AUD on the
following variables: good vs. poor sleepers, presence or absence
of anxiety disorders and presence or absence of mood disorders.

Linear regression modeling

More rigorous filtering of cytokines was applied before
running multiple linear regression models. In order for a
cytokine to be included in the multiple linear regression models,
all samples (n = 64) must have met the MDC requirements of
the assay. Exploratory multiple linear regression models were
run for cytokines to assess the relationships between those
cytokine levels and the PSQI as well as differing drinking
spectrums related to alcohol use, controlling for all other
significant variables in the bivariate analyses. Age and the
primary testing variables such as PSQI and significant drinking
measurements were entered in the first block. Stepwise selection
with entering criteria of p < 0.05 and removing criteria of p >
0.10 were used in the second block to select other variables in
the final model. Normality and homoscedasticity were checked
by residual and normal plot. Appropriate transformations
were performed if necessary. Multicollinearity was checked by
tolerance and variance inflation factor (VIF).

Results

Study population description

Average age was 39.5 & 12.0 years for the AUD group and
25.4 £ 5.5 years for healthy controls (Table 2). With respect
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TABLE 2 Demographic and clinical characteristics of study population
(n = 64).

Characteristic AUD Healthy  P-value

(n = 50) controls

(n=14)
Age Mean = SD (years) 39.5+12.0 254+ 5.5 <0.001
N (%) N (%)

Sex 0.195
Male 24 (48%) 4(28.57%)
Female 26 (52%) 10 (71.43%)
Race 0.079
AA/AT 22(44%) 2 (14.29%)
White 26 (52%) 10 (71.43%)
Asian 2 (4%) 2 (14.29%)
Marital status 0.073
Divorced 8(16.33%) 0
Married 7 (14.29%) 0
Single 34 (69.39%) 14 (100%)
Mood disorder (SCID 1V/5)*
Yes 10/50 (20%) 0 0.101
Anxiety disorder (SCID IV/5)*
Yes 17/50 (34%) 0 0.013

Mean £ SD
CPRS
BSA 7.8 £8.1 1.0+ 1.6 <0.001
MADRS 10.8 +10.8 1.5+2.5 <0.001
PSQI Global Score 8.1+44 24+17 <0.001
Drinking measures
Average drinks per day 8.5+48 28+1.0 <0.001
Number of heavy drinking days 54.7 £ 28.0 39+46 <0.001
Number of drinking days 69.1+21.1 216 +11.7 <0.001
Liver and inflammation biomarker
ALP U/L 67.5£19.0 58.6 £12.1 0.104
AST U/L 40.1 £523 19.0 £ 5.4 0.007
Albumin g/dL 43403 44402 0.258
Bilirubin direct mg/dL 0.08 £0.12 0.00 £ 0.00 <0.001
Bilirubin total mg/dL 0.48 £0.29 0.42 £0.12 0.23
GGT U/L 69.1 £82.5 14.6 £ 5.7 <0.001
PT-INR 0.97 £ 0.07 1.03 £ 0.05 0.01
PT-Auto seconds 13.18 £ 0.73 13.72 £ 0.53 0.011
PTT-Auto seconds 31.0£ 3.1 329+27 0.033
ALT U/L 40.1 £39.7 152+ 11.1 <0.001
CRP mg/L 1.84+22 0.7+0.8 0.004

AA/Al, African American/American Indian; SCID, Structural Clinical Interview for
DSM Disorders; CPRS, Clinical pathological rating scale; BSA, Brief scale of anxiety;
MADRS, Montgomery-Asberg depression rating scale; TLFB, Time-line Followback;
ALP, Alkaline Phosphatase; AST, Aspartate Aminotransferase; GGT, Gamma-glutamyl
transferase; PT_INR, Prothrombin Time International Normalized Ratio; PT_Auto,
Automated Prothrombin time; PTT_Auto, Automated Partial Thromboplastin Time;
ALT, Alanine Transaminase; CRP, C-Reactive Protein. *SCID diagnosis of one or more
disorder using the version IV or 5 (depending on the time of enrollment).
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to the healthy controls, most of them were female (71.4%),
white (71.4%) and single (100%), whereas among the AUD
group, 51.9% were white females and 69.4% were single. Among
the AUD group, 20 and 34% had SCID diagnosis of one or
more mood and/or anxiety disorders, respectively, while none
of the participants in the control group had any such diagnosis.
Alcohol consumption assessed by TLFB showed that the AUD
group had a mean average drinks per day of 8.5 & 4.8 ranging
from 2.5 to 22.5 drinks per day (Table 2). Healthy controls
consumed on average 2.8 & 1.0 drinks per day, ranging from
1.4 to 4.6 drinks per day.

Cytokine assay results

Plasma samples from 50 individuals with AUD (comprised
of both treatment- and non-treatment seeking individuals) and
14 healthy volunteers were assayed to determine cytokine levels.
Due to threshold constraints of the assay and certain samples
not reaching the minimum detectable concentration (MDC),
not all samples are included for any given cytokine. The total
number of samples meeting the MDC for each cytokine as
well as the aggregate statistics for both the raw and logarithm
base 10 transformed cytokine level for each is provided in
Supplementary Table S1. The MDC sensitivity levels for the
assay are included in Supplementary Table S2. In order for a
cytokine to be included in the analysis, at least 40% of the
samples (25/64) must have met the MDC sensitivity level of
the assay. The % of samples meeting the MDC is included
in Supplementary Table S1. Of the 13 cytokines assayed, 7 met
the filtering criteria and will be considered for the univariate
analyses. The 7 cytokines and the corresponding percent of
samples that met the MDC of each are as follows: TNF-a (52%),
MCP-1 (100%), IL-8 (52%), IL-10 (40%), IL-18 (100%), IL-23
(42%) and IL-33 (76%). Two cytokines, MCP-1 and IL-18 had

10.3389/fpsyt.2022.931280

100% of the samples at or above the MDC and were considered
in the linear regression modeling.

Sleep, drinking, mental health and liver
profile variable assessment

Sleep quality assessed as total PSQI score was significantly
poorer among the AUD group (8.1 £ 4.3) as compared to
controls (2.4 £+ 1.7) (p < 0.001) (Figure2A). Anxiety and
depression scores were significantly higher among the AUD
group compared to controls (ps < 0.001) (Figures 2B,C). Seven
liver profile markers and C-reactive protein were found to be
significantly different between the AUD group and controls
including: CRP (p = 0.004), ALT (p < 0.001), Bilirubin direct
(p < 0.001), GGT (p < 0.001), AST (p = 0.007), PT_INR,
(p = 0.01), PT_Auto (p = 0.01), and PTT_Auto (p = 0.03)
(Table 2). Within the AUD group, females (n =26, 9.7 &+ 4.7)
had significantly poorer sleep than males (n = 24, 6.5 £ 3.4)
(p = 0.01; data not shown), higher scores for anxiety (10.0 %+
9.3) than males (5.4 £ 5.9) (p = 0.046) and reported higher
levels of depression (14.4 =+ 11.8) than males (7.1 £ 8.3)
(p = 0.015). Interestingly, however, there were no significant
differences between sexes in the TLFB drinking variables among
the AUD group: average drinks per day, heavy drinking drinks
days and number of drinking days. When sleep was examined
for associations with drinking variables within each group,
sleep quality had significant positive correlations (i.e., poorer
sleep associated with higher alcohol consumption) with three
TLFB drinking variables: average drinks per day (Figure 3A,
p < 0.001), heavy drinking days (Figure 3B, p = 0.02) and total
number of drinks (Figure 3C, p = 0.001) among the AUD group.
The number of drinking days was not significantly correlated
with sleep within the AUD group (p = 0.551). A significant
positive correlation was also observed between sleep and anxiety
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FIGURE 2

One-way plot of AUD and controls of sleep, anxiety and depression. (A) PSQI (y-axis) between AUD group and controls (x-axis). Significant
difference of PSQI between AUD group and controls (P < 0.0001). Average PSQI in AUD group 8.14 to average PSQI in controls 2.35. (B) Anxiety
measured by BSA (y-axis) between AUD group and controls (x-axis). Significant difference of anxiety in the AUD group (P = 0.003). (C) Depression
measured by MADRS (y-axis) between AUD group and controls (x-axis). Significant difference of depression scores in AUD group (P = 0.002).
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FIGURE 3

Bivariate plots between sleep quality, alcohol consumption, anxiety and depression within the AUD group. Y-axis is sleep quality (PSQI score) vs.
(A) Average drinks per day (x-axis, AUD: R = 0.50, p < 0.001). (B) Number of heavy drinking days (x-axis, AUD: R = 0. 32, p = 0.02). (C) Total
drinks (x-axis, AUD: R = 0.44, p = 0.001). (D) Anxiety measured by BSA (x-axis, AUD: R = 0.66, p < 0.001). (E) Depression measured by MADRS
(x-axis, AUD: R = 0.67, P < 0.001). Red line represents regression line.

TABLE 3 Significant cytokine associations with age, sleep, anxiety, depression and drinking (AUD group).

Drinking (TLFB)
Cytokines Age Sleep Anxiety Depression Avg drinks Heavy drink No of Total drinks
(PSQI) (BSA) (MADRS) per day days drink days

IL-8 —0.08 0.49* 0.45* 0.48* 0.41- 021 0.17 0.39*
IL-10 —0.05 0.33 0.51% 0.58** 045+ 0.26 -0.12 0.41
MCP-1 0.54%% 0.40% 0.39* 0.44* 0.51% 0540 0.42%* 0617+
TNE-a 021 0.24 0.16 025 0.29 0.43* 0.50%* 0.46*
IL-23 0.50* 0.11 0.11 022 0.34 0.38 0.30 0.40

Numerical values represent Spearman Correlation Coefficient. Asterisk indicates significance level (The *, **, ***, and **** symbols indicate the value of P < 0.05, P < 0.01, P < 0.001, and

P < 0.0001 respectively).

(Figure 3D, p < 0.001) and depression (Figure 3E, p < 0.001)
scores among the AUD group. Interestingly, there was also a
significant positive correlation among the controls between sleep
quality and both anxiety (p = 0.02) and depression (p = 0.02).

Demographic variables and cytokine level
associations

Across the entire study population (N = 64, both AUD
and controls), MCP-1 (p < 0.001) was significantly positively
correlated with age (data not shown). Within the AUD group,
two cytokines were found to be significantly positively correlated
with age: IL-23 (p = 0.022), and MCP-1 (p < 0.001) (Table 3).
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No cytokines were found to be significantly correlated with
age within the healthy control group. None of the cytokines
were found to be significantly different across sex, marital
status, or race over the entire study sample nor within either
group separately.

Clinical variables and cytokine level
associations

Cytokine level associations within the case and control
groups were assessed separately among anxiety, depression,
sleep and the following four drinking variables: average drinks
per day, number of heavy drinking days, number of drinking
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days and the total drinks. Within the AUD group, two cytokines,
IL-8and MCP-1 were found to be positively correlated with
sleep, anxiety, depression and at least two of the four drinking
variables (Table 3). In particular, MCP-1 was significantly
positively correlated with all seven variables. Higher levels of
MCP-1 were associated with poorer sleep (Figure4A, p =
0.004), higher scores of anxiety (Figure 4B, p = 0.006) and
higher scores of depression (Figure 4C, p < 0.002). Furthermore,
individuals with AUD who had high consumption levels
such as number of drinking days (Figure 4D, p = 0.002),
high average drinks per day (Figure 4E, p < 0.001), high
number of heavy drinking days (Figure 4F, p < 0.001) and
high total number of drinks (Figure 4G, p < 0.001) all had
significantly higher levels of MCP-1. Another cytokine IL-8
was found to be significantly correlated with sleep, anxiety,
depression, average drinks per day and the total number of
drinks (Supplementary Figure S1A) among the AUD case group.
The cytokine IL-10 (Supplementary Figure S1B) was found to
be significantly correlated with anxiety, depression and average
drinks per day but not sleep or the other three drinking
variables. In addition to this, TNF-a was found to be significantly
associated with three of the four drinking variables: heavy
drinking days (p = 0.03), number of drinking days (p = 0.01)
and total drinks (p = 0.02). Finally, when controls were assessed,
only MCP-1 was found to be associated with the number of
drinking days (p = 0.002) and total drinks (p = 0.02) but not
with average drinks per day or number of heavy drinking days.
To better understand these relationships, cytokine levels
were assessed between presence/ absence of anxiety (Yes, 17/50),
presence/absence of mood disorders (Yes, 10/50) and between
good/poor sleepers (Poor, 32/50). Two cytokines, MCP-1, and
IL-8 showed significantly different levels with at least two of the

10.3389/fpsyt.2022.931280

three dichotomized grouped variables (Figure 5). IL-8 and MCP-
1 were found to be significantly higher in AUD individuals with
the presence of a mood (p = 0.003, p = 0.01, respectively) and
anxiety (p = 0.04, p = 0.01, respectively) disorder and those who
have poor sleep (p = 0.02, p = 0.04) (Figures 5A,B).

Correlations between liver biomarkers
and cytokine levels

Multiple significant correlations were found between
cytokine levels and liver profile markers within the AUD
group (Figure 6A). Within the AUD group, 5/7 cytokines were
found to be significantly correlated with at least one of the
liver profile biomarkers (Supplementary Table S3; Figure 6B). Of
the 5 cytokines found to be significantly correlated with the
liver profile biomarkers, MCP-1, and IL-10 were significantly
negatively correlated with Albumin. Cytokine MCP-1 was
also significantly negatively correlated with PT-Auto and PT-
INR. All other included cytokines were significantly positively
correlated with ALP, ALT, AST, Bilirubin direct, CRP, and
GGT. When the control group was assessed, cytokine IL-
18 was significantly positively correlated with ALP and CRP
(Supplementary Table S3; Figure 6B).

Multiple linear regression model results

MCP-1 and IL-18 showed levels above the MDC for all 50
AUD samples assayed, and therefore passed the requirement
of <10% of missing values. Given this, these two cytokines
were investigated using multiple linear regression modeling.
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Bivariate plot of cytokine MCP1 and co-occurring symptoms in AUD. MCP-1 (y-axis) vs. (A) Sleep measured by PSQI (x-axis, R = 0.40, p = 0.004),
(B) Anxiety measured by BSA (x-axis, R = 0.39, p = 0.006), (C) Depression measured by MADRS (x-axis, R = 0.44, p = 0.002), (D) Number of
drinking days (x-axis, R = 0.42, p = 0.002), (E) Average drinks per day (x-axis, R = 0.51, p < 0.001), (F) Heavy drinking days (x-axis, R = 0.54, p

< 0.001), and (G) Total number of drinks (x-axis, R = 0.61, p < 0.001). Red line represents regression line.
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One-way plot of IL-8, and MCP-1 vs. co-occurring dichotomized symptoms in AUD. X-axis indicates 3 dichotomized symptoms in individuals
with AUD who reported having good sleep and those who reported having poor sleep (first panel), individuals with AUD who currently have a
mood disorder compared to those who currently do not have a mood disorder (2nd panel), individuals with AUD who currently have an anxiety
Disorder compared to those who currently do not have an anxiety disorder (3rd panel). Y-axis is cytokine levels of: (A) IL-8 (p = 0.02, p = 0.003,
p = 0.04 respectively for sleep, mood and anxiety), (B) MCP-1 levels (p = 0.05, p = 0.01, p = 0.01 respectively for sleep, mood and anxiety).
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Multicollinearity was checked where tolerance and variance
inflation factors (VIF) ranged from 0.577 to 0.907 in MCP-1,
indicating no multicollinearity concerns among any of the
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predictor variables. The final model accounted for 56.3% of the
variability in MCP-1 (Table 4). Controlling for sleep status and
heavy drinking days, participants who were older (p = 0.003),
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TABLE 4 Multiple linear regression results MCP-1.

Variable Beta (std. error) p-value
Age 0.008 (0.003) 0.003
Average drinks per day 0.019 (0.008) 0.016
Heavy drinking Days 0.001 (0.001) 0.285
PSQI score —0.031 (0.066) 0.644
Alkaline phosphatase levels 0.005 (0.002) 0.001

Significant p-values are bolded.

had more drinks per day (p = 0.016), and had higher ALP level
(p=0.001) reported higher MCP-1 levels. The final IL-18 model
with age, PSQI, heavy drinking days, and average drinks per day
was not significant (data not shown, p = 0.93).

Discussion

This
between pro-inflammatory cytokine levels, sleep quality, and

study was aimed at investigating associations
anxiety/mood disorders in individuals with AUD. Considering
the known relationship between heavy alcohol use and sleep
disturbances and the existence of mood and anxiety disorders
in individuals with AUD (Figure 1) (5, 7, 10, 30), higher
levels of sleep disturbance (Figure 2A), anxiety and depression
(Figures 2B,C) was observed in individuals with AUD compared
to the healthy volunteers. Furthermore, not surprisingly,
the individuals with AUD reported poorer sleep quality in
relation to the Timeline Followback (TLFB) variables such
as higher average drink consumption per day, number of
heavy drinking days and higher total drinks (Figures 3A-C).
Additionally, poorer sleep quality was significantly correlated
with higher anxiety and depression scores (Figures 3D,E). Two
cytokines showed significant associations among almost all
the co-occurring symptoms present in individuals with AUD.
Specifically, inflammation as measured by higher cytokines
levels of IL-8, and MCP-1 were found to have positive significant
associations with sleep, anxiety, depression and TLFB assessed
drinking outcomes. Specifically, cytokine MCP-1 was found
to be positively correlated with poor sleep, high anxiety and
depression and higher drinking measures (Figure 4).

Among the AUD group, many of the standard inflammatory
liver biomarkers were positively correlated with 5 cytokines
except albumin, a standard measure of liver and kidney function,
which was negatively correlated with cytokines MCP-1, and
IL-10. Albumin was also negatively correlated with alcohol
consumption in the AUD group indicating that heavier alcohol
use leads to lower albumin levels, a commonly understood
symptom of heavy alcohol use. These exploratory findings
may help to further understand the prolonged inflammatory
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response and higher risk of chronic disease related to heavy
alcohol use.

Sleep and alcohol use have a bi-directional relationship;
that is, those with existing sleep conditions may self-medicate
using alcohol given its sedating properties (51, 52), and heavy
alcohol use can also negatively impact sleep quality (53, 54).
Because of this, poor sleep quality could be a potential risk
for the development as well as relapse of AUD (55). Although
our study was not powered to assess causality, consistent with
prior reports, individuals with AUD in this secondary analysis
reported significantly lower sleep quality (indicate by higher
PSQI global scores) as compared to healthy controls. Given
the associations between both subjective and objective sleep
measures and relapse among individuals with AUD (56, 57),
more focused research is needed to inform the pathways through
which these relationships occur.

Chronic alcohol use and sleep disturbances can cause
higher levels of circulating cytokines with increased risk for
inflammatory disease (11, 21, 22), however, detecting these
effects may require a large longitudinal study. In our study
with a small sample size, we implemented a multiple linear
regression model on two cytokines that had 100% of the
samples assayed and found that after controlling for the
sleep (PSQI) and heavy drinking days (assessed by TLFB),
older individuals with higher alkaline phosphatase levels
and consuming higher average drinks per day had higher
levels of MCP-1 (age p = 0.020, ALP p = 0.009). Our
results also demonstrate significant associations between some
cytokine levels and drinking history; specifically, MCP1 and
IL-18 levels were significantly higher with different drinking
history outcomes confirming previous reports of changes
in the inflammatory response with chronic use of alcohol
(58). Leggio et al. specifically studied levels of four pro-
inflammatory cytokines (TNF-a, IL-10, IL-18 and IL-6) in
a group of 25 non-treatment seeking individuals with AUD
at baseline and following oral alcohol administration. They
found that after 3h of oral alcohol administration, there
was a significant reduction in plasma levels of TNF-a while
significant increase in IL-6 levels (23). While these findings
cannot be directly compared to ours since we do not have
a longitudinal design, this study and these findings show
an acute effect that alcohol might have on inflammation
markers in the plasma. Subsequently, in a pre-clinical study,
Lowe and colleagues reported alcohol induced alterations in
pro-inflammatory expression levels in brain and intestines,
specifically significantly higher expression of MCP-1, TNF-a,
Hmgbl, IL-17, and IL-23 (22). Our results also demonstrate
significant associations between sleep quality and the following
three cytokines, IL8, IL10, and MCP-1 among individuals with
AUD. These findings confirm the previous reports of altered
pro-inflammatory cytokine levels with sleep disturbance (11,
18). With chronic sleep disturbance among individuals with
alcohol use disorder, these elevated cytokine levels may pose
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increased inflammatory disease risk and associated morbidity
and mortality.

Due to the strong evidence of co-occurrence of alcohol
use and mental health disorders (59), we collected both
patient-reported measures and clinical diagnosis of anxiety and
depression. In our study population, most of the individuals with
AUD had one or more mood and/or anxiety disorder whereas
none of the individuals in control group had a diagnosis of mood
or anxiety. Furthermore, the control group also had very low
scores on patient-reported measures of anxiety and depression.
Previously, Klimkiewicz et al. (59) reported in their review of
literature that more than one third (37%) of the individuals with
alcohol dependence had a comorbid psychiatric disorder such
as mood, anxiety and/or depression, whereas Brooks et al. (60)
reported higher sleep regularity scores among treatment seeking
individuals with AUD who were not diagnosed with any mood
disorder. We also found significant associations between mood
and anxiety and pro-inflammatory cytokine levels (MCP-1 &
IL8) among individuals with AUD. These increased cytokine
levels in chronic alcohol use, especially MCP-1, may in turn
facilitate the neurodegenerative changes contributing toward
even higher psychological conditions (26). Therefore, altering
these inflammatory pathways could be a viable strategy for
targeting these co-morbid conditions such as mood, anxiety
and sleep disturbances. A major point to note here is that the
subjective reports of anxiety and depression in our analysis were
validated by clinical diagnosis of these psychiatric disorders,
meaning that we found almost similar associations between
these cytokines and CPRS mood/anxiety scores and SCID
diagnoses of mood and anxiety.

We investigated the TLFB drinking variables between males
and females within each group and observed no significant
differences. This is contrary to what is reported in literature
stating that males consume more alcohol than females and
males experience more adverse events related to alcohol use.
Interestingly, a report in 2020 indicated that these alcohol
consumption gaps between the sexes is narrowing (61). Within
the AUD group specifically, males reported having slightly more
drinking days than females during the previous 90 days but the
difference was not significant (p = 0.30). Furthermore, females
reported drinking more average drinks per day than males in this
study sample but this difference was not significant (p = 0.44). In
order to confirm these findings, a larger sample size would need
to be investigated since this study is comprised of only 24 males
and 26 females with AUD.

Alcohol is metabolized primarily through liver, thus making
it a major target for ethanol toxicity (62). Our results show
significant differences in several liver markers between the
two groups, potentially indicating liver biomarker disruption
from heavy alcohol use. Alcohol induced activation of innate
immunity in liver triggers activation (increased production of
pro-inflammatory mediators) of inflammatory pathways (63).
To this note, we found significant associations between most of
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the liver enzymes (ALT, AST, GGT, ALP) and pro-inflammatory
cytokine levels (IL10, & MCP-1) within the AUD group. These
findings support the current evidence that with chronic alcohol
use, barrier function of the intestinal mucosa is impaired leading
to increased lipopolysaccharide (LPS) to the portal circulation
(62). This in turn activates innate immunity resulting in
increased levels of pro-inflammatory cytokines such as MCP-1.
Mandrekar et al. (64) found in their in vitro experiment,
that there was an enhanced production of TNF-a cells when
monocytes were exposed to alcohol for four or more days
(63). Our findings also highlight significant negative association
between plasma albumin levels and drinking variables as well
as two cytokine levels. To understand the exact relationships
between chronic alcohol use and inflammatory responses,
larger studies with longitudinal designs are required, since
interventions targeting the immune system could be a potential
approach in developing novel treatments for alcohol induced
liver damage/morbidities.

While this study highlights important associations between
inflammation, sleep and heavy alcohol use, there are limitations
that must be noted. The sample population of this exploratory
analysis was not specifically designed to study pro-inflammatory
cytokine levels with relation to disrupted sleep in AUD since
samples were compiled from a large Natural History of
Alcohol Use protocol conducted by the NIAAA. The plasma
sample collection from the AUD group was not conducted
simultaneously before any intervention nor was it collected at
approximately the same time frame as the collection of the
sleep and other study measures. That said, all plasma samples
for cytokines, samples for liver function markers and self-
reported measures were obtained within the first 2 weeks of
inpatient treatment for the treatment-seeking individuals. The
control group was significantly younger than the case group
thus, it is important to mention that this difference could have
confounded some of the inferences made on cytokine level
differences between the AUD group and controls regardless
of drinking. While the control group were used as a healthy
group for comparison, it is important to note that they were
not entirely abstinent from alcohol. All individuals within the
control group did consume some alcohol and had an average
drinks per day range of 1.3 to 4.5 (mean: 2.7 drinks per day).
However, there was only one individual in the control group
who reported having more than 10 heavy drinking days (16
total) in the TLFB. That said, the remaining 13 healthy volunteer
individuals reported <10 heavy drinking days over the 90 days
report of the TLFB. While the healthy control group did report
having some alcohol use, it is important to note that none of
the individuals in the healthy control group had comorbid mood
disorders whether they reported consuming alcohol or not.

Although we found significant associations between
cytokine levels, alcohol use within the last 90 days and sleep,
we were unable to control other factors contributing to those
associations, such as recent alcohol use, diet, co-morbidities,
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and medication use. The LEGENDplex™ (BioLegend®) kit
used for the cytokine assays was a multiplex system that enabled
us to look at a large number of pro-inflammatory cytokines
panel. However, a limitation was the proportion of missing data
where many of the samples included were not able to reach
the MDC of the assay. Once cytokines were filtered, only 7 of
the 13 cytokines were considered for any analyses, therefore
reducing the number of tests in the study. Since this data
reduction step removed almost half of the cytokines considered,
no multiple comparison correction was applied to the smaller
dataset. Furthermore, due to this limitation, complex regression
modeling across all cytokines and other markers could not be
conducted. Future studies investigating this concept should
focus on designing larger case/control groups with age/gender
matched samples with a larger panel of pro-inflammatory
cytokines. Future studies should also take into account the
detection limits of the assay being used. A longitudinal design
could help to further understand the changes in cytokine levels
based on alterations in alcohol consumption and sleep quality.
Of note, however, is that a major strength of this analysis was
that both groups had many study measures collected that could
be investigated with cytokine levels before any intervention
was done.

Conclusion

This exploratory analysis suggests the need to further study
the relationship between markers of inflammation and sleep
among treatment seeking individuals with alcohol use disorder.
A clear understanding of the dynamic relationship between
sleep disturbance and immune pathways in treatment seeking
individuals with AUD may enable clinicians to develop, evaluate
and recommend focused therapeutic strategies to support
individuals with AUD from treatment through recovery to
maintain abstinence and improve sleep quality.

Data availability statement

Aggregate cytokine level values are available as
Supplemental Table 1. Clinical data used in this study are
not publicly available due to ethical concerns regarding patient
privacy and original patient consent. Data may be made

available by requests directly to the corresponding authors.

Ethics statement

Ethical review and approval was obtained in accordance with
local legislation and institutional requirements for the clinical
studies from which data for this publication were obtained.
The participants provided their written informed consent to
participate in this study.

Frontiers in Psychiatry

13

10.3389/fpsyt.2022.931280

Author contributions

GW, ND, MS, and VR were the PIs of the parent protocols
used for this secondary analysis. GW and VR provided
funding and research support. BG and DF provided lab
support, ran the assays, and generated cytokine data. NK,
GW, and VR developed the concept. NK, GW, JB, and VR
designed the analytical approach. JB and LY conducted
the data analysis. NK, GW, JA, LY, JB, and VR interpreted
All authors
provided critical feedback and approved the final version

the findings and drafted the manuscript.

for publication.

Funding

This research was supported by intramural research funds
from the National Institutes of Health, Clinical Center and
National Institute on Alcohol Abuse and Alcoholism.

Acknowledgments

The authors would like to acknowledge the contributions
of Sachin Sundar (post-baccalaureate fellow), and principal
investigators of study protocols, Dr. David Ted George, Dr.
Lorenzo Leggio, and Dr. Markus Heilig, and their clinical
research teams.

Conflict of interest

The authors declare that the research was conducted in the
absence of any commercial or financial relationships that could
be construed as a potential conflict of interest.

Publisher’s note

All claims expressed in this article are solely those of the
authors and do not necessarily represent those of their affiliated
organizations, or those of the publisher, the editors and the
reviewers. Any product that may be evaluated in this article, or
claim that may be made by its manufacturer, is not guaranteed
or endorsed by the publisher.

Supplementary material

The Supplementary Material for this article can be
found online at: https://www.frontiersin.org/articles/10.3389/
fpsyt.2022.931280/full#supplementary-material

frontiersin.org


https://doi.org/10.3389/fpsyt.2022.931280
https://www.frontiersin.org/articles/10.3389/fpsyt.2022.931280/full#supplementary-material
https://www.frontiersin.org/journals/psychiatry
https://www.frontiersin.org

Kazmi et al.

References

1. Understanding Alcohol Use Disorder. National Institute on Alcohol Abuse
and Alcoholism. Available online at: https://www.niaaa.nih.gov/publications/
brochures-and-fact-sheets/understanding-alcohol-use- disorder (accessed
February 7, 2022).

2. SAMHSA, Center for Behavioral Health Statistics and Quality. 2019
National Survey on Drug Use and Health. Table 5.4B—Alcohol Use Disorder in
Past Year Among Persons Aged 12 or Older, by Age Group and Demographic
Characteristics: Percentages, 2018 and 2019. Available online at: https://www.
samhsa.gov/data/sites/default/files/reports/rpt29394/NSDUHDetailed Tabs2019/
NSDUHDetTabsSect5pe2019.htm?s=5.4&#tab5-4b (accessed February 7, 2022).

3. Dawson DA, Goldstein RB, Chou SP, Ruan W], Grant BF. Age at first drink
and the first incidence of adult-onset DSM-IV alcohol use disorders. Alcohol Clin
Exp Res. (2008) 32:2149-60. doi: 10.1111/§.1530-0277.2008.00806.x

4. Kranzler HR, Zhou H, Kember RL, Vickers Smith R, Justice AC, Damrauer
S, et al. Genome-wide association study of alcohol consumption and use
disorder in 274,424 individuals from multiple populations. Nat Commun. (2019)
10:1499. doi: 10.1038/541467-019-09480-8

5. Teplin D, Raz B, Daiter ], Varenbut M, Tyrrell M. Screening for substance
use patterns among patients referred for a variety of sleep complaints. Am J Drug
Alcohol Abuse. (2006) 32:111-20. doi: 10.1080/00952990500328695

6. Yang P, Tao R, He C, Liu S, Wang Y, Zhang X. The risk factors of the
alcohol use disorders-through review of its comorbidities. Front Neurosci. (2018)
12:303. doi: 10.3389/fnins.2018.00303

7. Chakravorty S, Chaudhary NS, Brower KJ. Alcohol dependence and its
relationship with insomnia and other sleep disorders. Alcohol Clin Exp Res. (2016)
40:2271-82. doi: 10.1111/acer.13217

8. Astudillo M, Kuntsche S, Graham K, Gmel G. The influence of
drinking pattern, at individual and aggregate levels, on alcohol-related negative
consequences. Eur Addict Res. (2010) 16:115-23. doi: 10.1159/000303379

9. Stein MD, Friedmann PD. Disturbed sleep and its relationship to alcohol use.
Substance abuse. (2006) 26:1-13. doi: 10.1300/J465v26n01_01

10. Brower KJ. Insomnia, alcoholism and relapse. Sleep Med Rev. (2003) 7:523—-
39. doi: 10.1016/S1087-0792(03)90005-0

11. Irwin MR, Olmstead R, Carroll JE. Sleep disturbance, sleep
duration, and inflammation: a systematic review and meta-analysis of
cohort studies and experimental sleep deprivation. Biol Psychiatry. (2016)
80:40-52. doi: 10.1016/j.biopsych.2015.05.014

12. Furman D, Campisi J, Verdin E, Carrera-Bastos P, Targ S, Franceschi C, et
al. Chronic inflammation in the etiology of disease across the life span. Nat Med.
(2019) 25:1822-32. doi: 10.1038/s41591-019-0675-0

13. van Leeuwen WM, Lehto M, Karisola P, Lindholm H, Luukkonen R, Sallinen
M, et al. Sleep restriction increases the risk of developing cardiovascular diseases
by augmenting proinflammatory responses through IL-17 and CRP. PLoS ONE.
(2009) 4:e4589. doi: 10.1371/journal.pone.0004589

14. Gao T, Wang Z, Dong Y, Cao J, Lin R, Wang X, et al. Role of melatonin
in sleep deprivation-induced intestinal barrier dysfunction in mice. J Pineal Res.
(2019) 67:€12574. doi: 10.1111/jpi.12574

15. Alboni S, Cervia D, Sugama S, Conti B. Interleukin 18 in the CNS. J
Neuroinflammation. (2010) 7:9. doi: 10.1186/1742-2094-7-9

16. Cui K, Yan G, Xu C, Chen Y, Wang J, Zhou R, et al. Invariant NKT cells
promote alcohol-induced steatohepatitis through interleukin-1p in mice. ] Hepatol.
(2015) 62:1311-8. doi: 10.1016/j.jhep.2014.12.027

17. Kang WS, Park HJ, Chung J-H, Kim JW, REM. sleep deprivation increases
the expression of interleukin genes in mice hypothalamus. Neurosci Lett. (2013)
556:73-8. doi: 10.1016/j.neulet.2013.09.050

18. Axelsson J. Rehman J-u, Akerstedt T, Ekman R, Miller GE, Hoglund
CO, et al. Effects of sustained sleep restriction on mitogen-stimulated cytokines,
chemokines and T helper 1/T helper 2 balance in humans. PLoS ONE. (2013)
8:¢82291. doi: 10.1371/journal.pone.0082291

19. Irwin MR, Wang M, Campomayor CO, Collado-Hidalgo A,
Cole S. Sleep deprivation and activation of morning levels of cellular
and genomic markers of inflammation. Arch Intern Med. (2006)
166:1756-62. doi: 10.1001/archinte.166.16.1756

20. Laso FJ, Vaquero JM, Almeida J, Marcos M, Orfao A. Production of
inflammatory cytokines by peripheral blood monocytes in chronic alcoholism:
relationship with ethanol intake and liver disease. Cytometry Part B Clin Cytom.
(2007) 72:408-15. doi: 10.1002/cyto.b.20169

Frontiers in Psychiatry

10.3389/fpsyt.2022.931280

21. Leclercq S, De Saeger C, Delzenne N, de Timary P, Stirkel P.
Role of inflammatory pathways, blood mononuclear cells, and gut-derived
bacterial products in alcohol dependence. Biol Psychiatry. (2014) 76:725-
33. doi: 10.1016/j.biopsych.2014.02.003

22. Lowe PP, Gyongyosi B, Satishchandran A, Iracheta-Vellve A, Cho Y,
Ambade A, et al. Reduced gut microbiome protects from alcohol-induced
neuroinflammation and alters intestinal and brain inflammasome expression. J
Neuroinflammation. (2018) 15:1-12. doi: 10.1186/s12974-018-1328-9

23. Lee MR, Abshire KM, Farokhnia M, Akhlaghi F, Leggio L. Effect
of oral alcohol administration on plasma cytokine concentrations
in heavy drinking individuals. Drug  Alcohol — Depend.  (2021)
225:108771. doi: 10.1016/j.drugalcdep.2021.108771

24. Watkins LR, Maier SE, Goehler LE. Cytokine-to-brain communication:
a review & analysis of alternative mechanisms. Life Sci. (1995) 57:1011-
26. doi: 10.1016/0024-3205(95)02047-M

25. Raison CL, Capuron L, Miller AH. Cytokines sing the blues:
inflammation and the pathogenesis of depression. Trends Immunol. (2006)
27:24-31. doi: 10.1016/}.it.2005.11.006

26. He ], Crews FT. Increased MCP-1 and microglia in various
regions of the human alcoholic brain. Exp Neurol. (2008) 210:349-
58. doi: 10.1016/j.expneurol.2007.11.017

27. Dantzer R. O’Connor JC, Freund GG, Johnson RW, Kelley KW. From
inflammation to sickness and depression: when the immune system subjugates the
brain. Nat Rev Neurosci. (2008) 9:46-56. doi: 10.1038/nrn2297

28. Konsman JP, Parnet P, Dantzer R. Cytokine-induced sickness
behaviour: mechanisms and implications. Trends Neurosci. (2002)
25:154-9. doi: 10.1016/S0166-2236(00)02088-9

29. Blednov Y, Benavidez JM, Geil C, Perra S, Morikawa H, Harris R.
Activation of inflammatory signaling by lipopolysaccharide produces a prolonged
increase of voluntary alcohol intake in mice. Brain Behav Immun. (2011) 25:592-
$105. doi: 10.1016/j.bbi.2011.01.008

30. Vetreno R, Crews F. Current hypotheses on the mechanisms of alcoholism.
Handb Clin Neurol. (2014) 125:477-97. doi: 10.1016/B978-0-444-62619-6.00027-6

31. Qin L, Wu X, Block ML, Liu Y, Breese GR, Hong JS, et al. Systemic
LPS causes chronic neuroinflammation and progressive neurodegeneration. Glia.
(2007) 55:453-62. doi: 10.1002/glia.20467

32. Qin L, He ], Hanes RN, Pluzarev O, Hong J-S, Crews FT. Increased
systemic and brain cytokine production and neuroinflammation by
endotoxin  following ethanol treatment. ] Neuroinflammation. (2008)
5:1-17. doi: 10.1186/1742-2094-5-10

33. Agarwal S, Fulgoni VL, Lieberman HR. Assessing alcohol intake & its
dose-dependent effects on liver enzymes by 24-h recall and questionnaire using
NHANES 2001-2010 data. Nutr J. (2015) 15:1-12. doi: 10.1186/s12937-016-0180-y

34. Jang ES, Jeong S-H, Hwang SH, Kim HY, Ahn SY, Lee J, et al. Effects of coffee,
smoking, and alcohol on liver function tests: a comprehensive cross-sectional
study. BMC Gastroenterol. (2012) 12:145. doi: 10.1186/1471-230X-12-145

35. Niemeld O, Niemeld S, Ritvanen A, Gissler M, Bloigu A, Véiriasmaki M, et
al. Assays of gamma-glutamyl transferase and carbohydrate-deficient transferrin
combination from maternal serum improve the detection of prenatal alcohol
exposure. Alcohol Clin Exp Res. (2016) 40:2385-93. doi: 10.1111/acer.13207

36. Costello EJ, Copeland WE, Shanahan L, Worthman CM, Angold A.
C-reactive protein and substance use disorders in adolescence and early
adulthood: a prospective analysis. Drug Alcohol Depend. (2013) 133:712-
7. doi: 10.1016/j.drugalcdep.2013.08.027

37. Liver function tests. Mayo Clinic. Available online at: https://www.
mayoclinic.org/tests- procedures/liver- function- tests/about/pac-20394595
(accessed February 7, 2022).

38. Buysse DJ, Reynolds IIT CE, Monk TH, Berman SR, Kupfer DJ. The pittsburgh
sleep quality index: a new instrument for psychiatric practice and research.
Psychiatry Res. (1989) 28:193-213. doi: 10.1016/0165-1781(89)90047-4

39. Backhaus J, Junghanns K, Broocks A, Riemann D, Hohagen F. Test-retest
reliability and validity of the pittsburgh sleep quality index in primary insomnia. J
Psychosom Res. (2002) 53:737-40. doi: 10.1016/S0022-3999(02)00330-6

40. Doi Y, Minowa M, Uchiyama M, Okawa M, Kim K, Shibui K, et al.
Psychometric assessment of subjective sleep quality using the Japanese version of
the pittsburgh sleep quality index (PSQI-J) in psychiatric disordered and control
subjects. Psychiatry Res. (2000) 97:165-72. doi: 10.1016/S0165-1781(00)00232-8

frontiersin.org


https://doi.org/10.3389/fpsyt.2022.931280
https://www.niaaa.nih.gov/publications/brochures-and-fact-sheets/understanding-alcohol-use-disorder
https://www.niaaa.nih.gov/publications/brochures-and-fact-sheets/understanding-alcohol-use-disorder
https://www.samhsa.gov/data/sites/default/files/reports/rpt29394/NSDUHDetailedTabs2019/NSDUHDetTabsSect5pe2019.htm?s=5.4&#tab5-4b
https://www.samhsa.gov/data/sites/default/files/reports/rpt29394/NSDUHDetailedTabs2019/NSDUHDetTabsSect5pe2019.htm?s=5.4&#tab5-4b
https://www.samhsa.gov/data/sites/default/files/reports/rpt29394/NSDUHDetailedTabs2019/NSDUHDetTabsSect5pe2019.htm?s=5.4&#tab5-4b
https://doi.org/10.1111/j.1530-0277.2008.00806.x
https://doi.org/10.1038/s41467-019-09480-8
https://doi.org/10.1080/00952990500328695
https://doi.org/10.3389/fnins.2018.00303
https://doi.org/10.1111/acer.13217
https://doi.org/10.1159/000303379
https://doi.org/10.1300/J465v26n01_01
https://doi.org/10.1016/S1087-0792(03)90005-0
https://doi.org/10.1016/j.biopsych.2015.05.014
https://doi.org/10.1038/s41591-019-0675-0
https://doi.org/10.1371/journal.pone.0004589
https://doi.org/10.1111/jpi.12574
https://doi.org/10.1186/1742-2094-7-9
https://doi.org/10.1016/j.jhep.2014.12.027
https://doi.org/10.1016/j.neulet.2013.09.050
https://doi.org/10.1371/journal.pone.0082291
https://doi.org/10.1001/archinte.166.16.1756
https://doi.org/10.1002/cyto.b.20169
https://doi.org/10.1016/j.biopsych.2014.02.003
https://doi.org/10.1186/s12974-018-1328-9
https://doi.org/10.1016/j.drugalcdep.2021.108771
https://doi.org/10.1016/0024-3205(95)02047-M
https://doi.org/10.1016/j.it.2005.11.006
https://doi.org/10.1016/j.expneurol.2007.11.017
https://doi.org/10.1038/nrn2297
https://doi.org/10.1016/S0166-2236(00)02088-9
https://doi.org/10.1016/j.bbi.2011.01.008
https://doi.org/10.1016/B978-0-444-62619-6.00027-6
https://doi.org/10.1002/glia.20467
https://doi.org/10.1186/1742-2094-5-10
https://doi.org/10.1186/s12937-016-0180-y
https://doi.org/10.1186/1471-230X-12-145
https://doi.org/10.1111/acer.13207
https://doi.org/10.1016/j.drugalcdep.2013.08.027
https://www.mayoclinic.org/tests-procedures/liver-function-tests/about/pac-20394595
https://www.mayoclinic.org/tests-procedures/liver-function-tests/about/pac-20394595
https://doi.org/10.1016/0165-1781(89)90047-4
https://doi.org/10.1016/S0022-3999(02)00330-6
https://doi.org/10.1016/S0165-1781(00)00232-8
https://www.frontiersin.org/journals/psychiatry
https://www.frontiersin.org

Kazmi et al.

41. Brooks AT, Krumlauf M, Fryer CS, Beck KH, Yang L, Ramchandani
VA, et al. Critical transitions: a mixed methods examination of sleep from
inpatient alcohol rehabilitation treatment to the community. PLoS ONE. (2016)
11:¢0161725. doi: 10.1371/journal.pone.0161725

42. Wallen GR, Brooks AT, Whiting B, Clark R, Krumlauf MC, Yang L, et
al. The prevalence of sleep disturbance in alcoholics admitted for treatment: a
target for chronic disease management. Fam Community Health. (2014) 37:288—
97. doi: 10.1097/FCH.0000000000000040

43. Sobell LC, Sobell MB. Timeline Follow-Back. Measuring Alcohol
Consumption. Totowa, NJ: Humana Press (1992). p. 41-72. doi: 10.1007/978-1-
4612-0357-5_3

44. Sobell LC, Sobell MB. Timeline Followback: User’s Guide: Addiction Research
Foundation= Fondation de la recherche sur la toxicomanie (1996).

45, Asberg M, Montgomery S, Perris C, Schalling D, Sedvall G. A
comprehensive psychopathological rating scale. Acta Psychiatr Scand. (1978) 57:5-
27. doi: 10.1111/j.1600-0447.1978.tb02357.x

46. Montgomery SA, Asberg M. A new depression scale designed to
be sensitive to change. B ] Psychiatry. (1979) 134:382-9. doi: 10.1192/bjp.
134.4.382

47. Tyrer P, Owen R, Cicchetti D. The brief scale for anxiety: a subdivision of
the comprehensive psychopathological rating scale. ] Neurol Neurosurg Psychiatry.
(1984) 47:970-5. doi: 10.1136/jnnp.47.9.970

48. First MB. Structured Clinical Interview for DSM-IV-TR Axis I Disorders:
Patient Edition. Biometrics Research Department, Columbia University (2005).

49. First MB, Williams JB, Karg RS, Spitzer RL. Structured Clinical Interview
for DSM-5—Research Version (SCID-5 for DSM-5, Research Version; SCID-5-RV).
Arlington, VA: American Psychiatric Association (2015). p. 1-94.

50. BioLegend. Available online at: https://www.biolegend.com/Files/Images/
media_assets/pro_detail/datasheets/750000393_Human_Inflammation_Panel 1_
R3.pdf~2022

51. Brower KJ. Alcohol’s effects on sleep in alcoholics. Alcohol Res Health.
(2001) 25:110-25.

52. Mahfoud Y, Talih E, Streem D, Budur K. Sleep disorders in substance abusers:
how common are they? Psychiatry. (2009) 6:38-42.

53. Fetting M. Perspectives on Addiction: An Integrative Treatment Model With
Clinical Case Studies. Los Angeles, CA: Sage (2011).

Frontiers in Psychiatry

15

10.3389/fpsyt.2022.931280

54. Koob GE Colrain IM. Alcohol use disorder and sleep disturbances: a
feed-forward allostatic framework. Neuropsychopharmacology. (2020) 45:141-
65. doi: 10.1038/s41386-019-0446-0

55. Roehrs T, Sibai M, Roth T. Sleep and alertness disturbance and substance
use disorders: A bi-directional relation. Pharmacol Biochemist Behav. (2021)
203:173153. doi: 10.1016/j.pbb.2021.173153

56. Smith N, Hill R, Marshall ], Keaney E Wanigaratne S. Sleep
related beliefs and their association with alcohol relapse following
residential alcohol detoxification treatment. Behav Cogn Psychother. (2014)
42:593-604. doi: 10.1017/51352465813000465

57. Conroy DA, Todd Arnedt J, Brower KJ, Strobbe S, Consens F, Hoffmann
R, et al. Perception of sleep in recovering alcohol-dependent patients with
insomnia: relationship with future drinking. Alcohol Clin Exp Res. (2006) 30:1992—
9. doi: 10.1111/§.1530-0277.2006.00245.x

58. Achur RN, Freeman WM, Vrana KE. Circulating cytokines as biomarkers
of alcohol abuse and alcoholism. | Neuroimmune Pharmacol. (2010) 5:83-
91. doi: 10.1007/s11481-009-9185-z

59. Klimkiewicz A, Klimkiewicz J, Jakubczyk A, Kieres-Salomonski I,
Wojnar M. [Comorbidity of alcohol dependence with other psychiatric
disorders. part i epidemiology of dual diagnosis]. Psychiatr Pol. (2015) 49:265-
75. doi: 10.12740/PP/25704

60. Brooks AT, Raju S, Barb JJ, Kazmi N, Chakravorty S, Krumlauf M, et al.
Sleep regularity index in patients with alcohol dependence: daytime napping and
mood disorders as correlates of interest. Int ] Environ Res Public Health. (2020)
17:331. doi: 10.3390/ijerph17010331

61. White AM. Gender differences in the epidemiology of alcohol use and related
harms in the United States. Alcohol Res. (2020) 40:01. doi: 10.35946/arcr.v40.2.01

62. Kawaratani H, Tsujimoto T, Douhara A, Takaya H, Moriya K, Namisaki T,
et al. The effect of inflammatory cytokines in alcoholic liver disease. Mediators
Inflamm. (2013) 2013:495156. doi: 10.1155/2013/495156

63. Li S, Tan H-Y, Wang N, Feng Y, Wang X, Feng Y. Recent insights into
the role of immune cells in alcoholic liver disease. Front Immunol. (2019)
10:1328. doi: 10.3389/fimmu.2019.01328

64. Mandrekar P, Bala S, Catalano D, Kodys K, Szabo G. The opposite
effects of acute and chronic alcohol on lipopolysaccharide-induced inflammation
are linked to IRAK-M in human monocytes. ] Immunol. (2009) 183:1320-
7. doi: 10.4049/jimmunol.0803206

frontiersin.org


https://doi.org/10.3389/fpsyt.2022.931280
https://doi.org/10.1371/journal.pone.0161725
https://doi.org/10.1097/FCH.0000000000000040
https://doi.org/10.1007/978-1-4612-0357-5_3
https://doi.org/10.1111/j.1600-0447.1978.tb02357.x
https://doi.org/10.1192/bjp.134.4.382
https://doi.org/10.1136/jnnp.47.9.970
https://www.biolegend.com/Files/Images/media_assets/pro_detail/datasheets/750000393_Human_Inflammation_Panel_1_R3.pdf~2022
https://www.biolegend.com/Files/Images/media_assets/pro_detail/datasheets/750000393_Human_Inflammation_Panel_1_R3.pdf~2022
https://www.biolegend.com/Files/Images/media_assets/pro_detail/datasheets/750000393_Human_Inflammation_Panel_1_R3.pdf~2022
https://doi.org/10.1038/s41386-019-0446-0
https://doi.org/10.1016/j.pbb.2021.173153
https://doi.org/10.1017/S1352465813000465
https://doi.org/10.1111/j.1530-0277.2006.00245.x
https://doi.org/10.1007/s11481-009-9185-z
https://doi.org/10.12740/PP/25704
https://doi.org/10.3390/ijerph17010331
https://doi.org/10.35946/arcr.v40.2.01
https://doi.org/10.1155/2013/495156
https://doi.org/10.3389/fimmu.2019.01328
https://doi.org/10.4049/jimmunol.0803206
https://www.frontiersin.org/journals/psychiatry
https://www.frontiersin.org

	An exploratory study of pro-inflammatory cytokines in individuals with alcohol use disorder: MCP-1 and IL-8 associated with alcohol consumption, sleep quality, anxiety, depression, and liver biomarkers
	Introduction
	Methods
	Study population selection
	Study measures
	Plasma cytokine level profiling
	Liver functions and inflammation markers
	Statistical analysis
	Demographic and clinical variables assessment
	Cytokine level filtering and analysis
	Linear regression modeling


	Results
	Study population description
	Cytokine assay results
	Sleep, drinking, mental health and liver profile variable assessment
	Demographic variables and cytokine level associations
	Clinical variables and cytokine level associations
	Correlations between liver biomarkers and cytokine levels
	Multiple linear regression model results

	Discussion
	Conclusion
	Data availability statement
	Ethics statement
	Author contributions
	Funding
	Acknowledgments
	Conflict of interest
	Publisher's note
	Supplementary material
	References


