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Abstract

Disruptions in hypothalamic-pituitary-adrenal regulation and immunity have been associated with
posttraumatic stress disorder (PTSD). We examined the association of PTSD with diurnal rhythms
in salivary cortisol in a convenience sample from a population-based study of male and female
American Indians. Subjects with and without PTSD were identified from American Indians living
on/near a Northern Plains reservation as part of a larger study. Over two days diurnal saliva samples
were collected by staff at the University of Colorado Denver Clinical Research Center at waking, 30
minutes after waking, before lunch, and before dinner. Generalized estimating equations linear
regression models investigated the influence of PTSD on cortisol over time. The association of a
lifetime diagnosis of PTSD with salivary cortisol level was assessed in subjects with complete data
(PTSD: n=27; no PTSD n=32) for age, gender, and alcohol consumption in the past month. Subject
mean age was 44 years, and 71% were women. When stratified by gender, women with a lifetime
diagnosis of PTSD had significantly higher mean cortisol levels throughout the day than women
without PTSD (p = 0.01); but there was no significant association between PTSD and cortisol levels
in men (p = 0.36). The cortisol awakening response — the difference in cortisol levels from waking
to 30 minutes after waking — was not associated with PTSD in men or women. A lifetime diagnosis
of PTSD may influence diurnal cortisol among American Indian women. These effects were
independent of influences of current alcohol use/abuse. The unexpected elevation in cortisol in
American Indian women with a lifetime diagnosis of PTSD may reflect acute anxiety associated with
experiencing a number of novel tests in a strange location (e.g., cardiac imaging, medical and dental
exams, etc.), or concurrent depression.
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1. Introduction

Posttraumatic stress disorder (PTSD) is associated with behavioral and physiological
pathology which includes disruption of the hypothalamic pituitary adrenal axis (HPA)
(Yehuda, 2001), altered sympathetic activity (Kosten, Mason, Giller, Ostroff, & Harkness,
1987; Murburg, McFall, Lewis, & Veith, 1995), and structural changes in the central nervous
system (Bremner, 2003). Adrenal and sympathetic changes may mediate altered immune
regulation in PTSD, which has also been noted in several studies (Benight, Harper, Zimmer,
Lowery, Sanger, & Laudenslager, 2004; Everson, Kotler, & Blackburn, 1999; Laudenslager,
et al., 1998; Watson, Muller, Jones, & Bradley, 1993), as well as poorer overall health in
individuals with PTSD (Boscarino, 1997; Kartha, Brower, Saitz, Samel, Keane, Liebschutz et
al., 2008; Wolfe, et al., 1999).

There are convincing data indicating that female gender may be an important risk factor for
being diagnosed with PTSD. Lifetime prevalence of PTSD in the United States is
approximately 5% for men and 10% for women (Kessler, Sonnega, Bromet, Hughes, & Nelson,
1995). Gender differences are widespread in various descriptions of PTSD, and a number of
contributing factors have been proposed, ranging from sexual abuse that is experienced more
frequently by females to greater overall distress at the time of the precipitating incident
(Cortina, Kubiak, Cortina, & Kubiak, 2006; OIff, Langeland, Draijer, & Gersons, 2007).

In addition to gender differences noted in association with PTSD, differences in rates of PTSD
have been noted across ethnic groups (Fontana & Rosenheck, 1994; Pole, Best, Weiss, Metzler,
Liberman, Fagan, et al., 2001; Ruef, Litz, & Schlenger, 2000). Many earlier studies
inadequately represented American Indian populations, and the total number of American
Indians represented by studies are quite small, albeit representative of the US population as a
whole. As a group, American Indians experience higher rates of trauma exposure than the
general population (Beals, Novins, Whitesell, Spicer, Mitchell, & Manson, 2005; Manson,
Beals, Klein, Croy, & AISUPERPFP Team, 2005). This elevated trauma frequency is
associated with increased risk for alcohol use disorders (Boyd-Ball, Manson, Noonan, & Beals,
2006). Not unexpectedly, PTSD prevalence is high among American Indian populations
(Beals, Manson, Shore, Freidman, Ashcraft, Fairbank, et al. 2002; Beals, et al., 2005).
American Indian populations are at greater risk for alcohol dependence when compared to
Caucasian populations (Gilman et al., 2008), and early trauma, which is elevated in this
population, is an important contributing factor in this risk (Boyd-Ball et al., 2006). Current
alcohol abuse can disrupt cortisol regulation (Beresford et al, 2006), the current focus of the
present observations. Thus it is important to control for alcohol abuse when considering
relationships between PTSD and cortisol regulation. Finally, a variety of heath disparities have
been noted for American Indian populations (Castor, Smyser, Taualii, Park, Lawson, Forquera,
et al., 2006; Galloway & Galloway, 2005; Mensah, Mokodad, Ford, Greenlund, & Croft,
2005) that may be related to earlier trauma and/or health behaviors. .

Inalarge scale study of over 3,000 American Indians, the American Indian Services Utilization,
Psychiatry Epidemiology, Risk and Protective Factors Project (AISUPERPFP), twice the rate
of PTSD was noted among American Indians using culturally appropriate instruments
(Manson, Beals, Klein, Croy, & Team, 2005) compared to other reports (Kessler, Sonnega,
Bromet, Hughes, & Nelson, 1995). Cardiovascular disease (CVD) is a new and rising health
problem for American Indian populations (Galloway & Galloway, 2005). The “Healing
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Hearts” study reenrolled a follow up group of AlI-SUPERPFP subjects with and without a life
time history of PTSD to investigate CVD risk factors related to their PTSD status. The goal of
Healing Hearts, from which the present convenience sample was drawn, is to examine PTSD
as a contributing risk factor for CVD among American Indian populations. With reported links
between cortisol, proinflammatory cytokines, stress and CVD (Sorrells and Sapolsky, 2007;
Steptoe et al., 2001), we felt that the addition of diurnal salivary cortisol collections might
inform the Healing Hearts study.

Healing Hearts subjects came to Denver for an extensive two day cardiovascular assessment
consisting of myocardial perfusion imaging using positron emission tomography,
ultrasonography of the carotid arteries, ambulatory ECG monitoring, and a comprehensive
blood panel reflecting lipids and inflammatory factors. This group is unique and desirable for
study because it represents a population based sample, trauma has been assessed on two
different occasions several years apart, and it provides the ability to link current salivary cortisol
variations throughout the day to a lifetime diagnosis of PTSD with matched controls. Beyond
the immediate relevance of cortisol as a general stress marker, the morning rise in salivary
cortisol is related to intima media thickness, an atherosclerosis risk marker (Hurwitz,
Netterstrom, & Hansen, 2001) and thus of relevance to the increased cardiovascular risk of this
cohort. The Healing Hearts study provided an excellent opportunity to assess the morning
increase in salivary cortisol as well as the diurnal decline under carefully controlled conditions.

2. Methods

Subjects

Subjects with and without PTSD were identified from the larger AI-SUPERPFP cohort (Beals,
et al, 2005) for participation in the Healing Hearts study. These subjects were participants in
an earlier population-based sample of male and female American Indians living on/near a
Northern Plains reservation who were part of a study of PTSD and trauma among American
Indian populations. A lifetime PTSD diagnosis was determined as previously described for
this population-based cohort using an adaptation of the University of Michigan Composite
International Diagnostic Interview (Beals, et al., 2005), which uses a culturally sensitive
approach to assessment of psychiatric diagnoses. Non-PTSD subjects were age and gender
matched to those with a PTSD diagnosis.

Saliva Sampling

Saliva was collected using filter paper collection as previously described (Beresford,
Arcinegas, Alfers, Clapp, Martin, Beresford, Du, Dengkeng, Davatzikos, & Laudenslager,
2006; Neu, Goldstein, Gao, & Laudenslager, 2007; DiPietro et al., 2008; Kivlighan et al.,
2008) over two days while subjects remained at the General Clinical Research Center (GCRC)
of the University of Colorado Denver Health Sciences Center.

In brief, the filters were assembled in a small booklet that contained the four collection filters
for a single day. The filters were labeled for collection at waking, 30 minutes after waking,
before lunch, and before dinner, with a location to enter the exact time of sample collection on
the booklet. We anticipated that this sampling schedule would reduce the problems associated
with food intake on salivary cortisol levels. Tooth brushing was not allowed prior to sampling
and fluids were withheld for at least 20 min prior to sampling. Saliva flow was stimulated using
Trident Original Flavor gum only as needed. Filters were separated from each other in the
collection booklet by waxed weigh paper to prevent cross contamination. Color tabs on the
waxed paper dividers matched color codes on the cover of the booklet and ensured that the
correct filter in the booklet was correctly wetted. Saliva collections were monitored by the staff
of the GCRC. Subjects remained overnight in the GCRC for the duration of the sampling
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described herein. As sampling was monitored by the nursing staff, we are certain regarding
collection compliance; however, the exact timing varied due to the participation of the subjects
in the Healing Hearts project, which required a number of medical procedures as well as dental
exams. Missing samples were typically due to inadequate or uneven wetting of the filters which
was not noticed at the time by the nursing staff overseeing the collection.

Cortisol Assay

Filters were carefully cut and extracted in 0.5 ml of assay buffer as previously described in
detail (Beresford, et al., 2006; DiPietro, Costigan, Nelson, Gurewitsch, & Laudenslager,
2008; Neu, Goldstein, Gao, & Laudenslager, 2007). In brief, the buffer containing the cut filters
was shaken overnight in microcentrifuge tubes. The 25 pl of extraction buffer was added in
duplicate to the appropriate wells of the assay plate. Extraction dilutes the saliva to
approximately 1:5. Salivary cortisol concentration in the extraction buffer was determined
using a commercial expanded range high sensitivity EIA kit (No. 1-3002/1-3012, Salimetrics,
LLC) that detects cortisol levels in the range of 0.003 — 3.0 pg/dl (0.083 — 82.77 nmol/L).
Standard curves were fit by a weighted regression analysis using commercial software
(Revelation 3.2) for the ELISA plate reader (Dynex MRX). After taking dilution into
consideration, the detection limit is 0.018 pg/dl (0.50 nmol/L) for cortisol. This kit shows
minimal cross reactivity (4% or less) with other steroids present in the saliva. Controls run on
every plate for determination of inter-assay coefficients variability are less than 7.5% for high
and low control levels. Intra-assay coefficients of variation for duplicate determinations are
less than 3%. This procedure has been cross validated with outside laboratories with excellent
correspondence to both DELFIA and Mass spectrographic procedures (r2 = 0.85) and levels
within 10-15% reflecting the losses associated with extraction.

Current Alcohol use

Alcohol use was assessed by asking participants in one of their surveys “In the past month,
how many days did you drink alcohol?” and “On those days during the past month when you
drank alcohol, about how many drinks did you normally have each day?” Total alcohol
consumption in the past month was computed as the product of the responses to these questions.
Alcohol consumption was categorized into 5 groups as 0, 1-2, 3-10, 11-32, and 33+ drinks
per month. Alcohol use was adjusted in the model as indicated below.

Statistical analysis

Descriptive statistics were presented as mean and standard deviation for continuous variables
and percents for categorical variables. We used t-tests and chisquare tests to examine
differences in demographic variables according to PTSD status. We used generalized
estimating equations linear regression models (Diggle, Heagerty, Liang, & Zeger, 2002) to
evaluate the association of PTSD and the salivary cortisol profile. This method allowed full
use of the data while accounting for the correlation of repeated measures over time. Models
were constructed with an independent correlation structure and robust standard errors. The four
collection times each day were included in the regression models as dummy variables. PTSD
was fit using an indicator variable. All regressions were adjusted for continuous age, collection
day (day 1 or 2), and alcohol consumption in the past month. We included product terms in
the regression models to assess the interaction of PTSD with gender, time, and age. To
normalize the distribution (Kertes & Gunnar, 2004; Watamura, Sebanc, & Gunnar, 2002), we
used the natural logarithm of cortisol as the dependent variable in regression models. We also
used general estimating equations regression models to assess the association of PTSD and the
initial cortisol response upon awakening. For these models, the dependent variable was the
natural logarithm of the difference in cortisol measurements from awakening to 30 minutes
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after awakening, with up to two observations per participant (days 1 and 2). Models were
adjusted for age, collection day, and alcohol consumption in the past month.

Statistical analyses were conducted using Stata 10.0 for Windows (StataCorp LP, College
Station TX, 2008). Participants were required to have complete covariate data to be included
in analyses. The threshold for significance was set at 0.05. Wald tests were used to make
statistical inference from the regression models. Although statistical testing was performed on
log-transformed cortisol values, for ease of interpretation all means are reported on the original
cortisol scale (ug/dL, where 1 pg/dl = 27.59 nmol/L).

Participant characteristics

Salivary cortisol measurements were collected from 66 participants. One participant was
excluded because cortisol levels were out of the range of the assay, one was excluded due to
day 2 measurements being 10 times higher than day 1 measurements, and five additional
participants (8%) were excluded due to missing alcohol use data. Among the remaining 59
participants included in the analyses, the majority were female (71%), the average age was 44
years (SD: 10, range: 22 — 61 years), and slightly less than half (46%) had lifetime PTSD.
Alcohol consumption characteristics of both groups are given in Table 1. Gender, age, and
alcohol consumption did not differ by PTSD status (p = 0.65, 0.85, 0.96, respectively).

Salivary cortisol profile

Initial analysis of the cortisol measurements revealed a marginally significant interaction
between PTSD status, gender, and time point (x2(2) = 5.99, p = 0.05); therefore, all further
analyses were stratified by gender. Mean cortisol levels with 95% confidence intervals for
females (Panel A) and males (Panel B) with and without PTSD are shown in Figure 1. In
females, PTSD was associated with significantly elevated cortisol levels (x2(1) = 6.32, p =
0.01). Compared to their counterparts with no PTSD, female participants with PTSD had a
higher baseline cortisol level immediately after awakening (collection time 1) and maintained
higher levels throughout the day. The overall association of PTSD with cortisol levels was not
significant in males (x2(1) = 0.85, p = 0.36). Compared to their counterparts with no PTSD,
male participants with PTSD had higher mean cortisol levels immediately after awakening and
30 minutes later (collection times 1 and 2), but had similar mean levels at the pre-lunch and
pre-evening meal collection points (collection times 3 and 4). The main effect for collection
day was not statistically significant for either gender.

Salivary cortisol awakening response

To evaluate the salivary cortisol awakening response, we examined the difference in cortisol
levels between saliva collection at awakening (collection time 1) and 30 minutes later
(collection time 2). Table 2 presents, separately for females and males, the mean cortisol
awakening response in participants with and without PTSD. The awakening response was not
significantly associated with PTSD in either females or males in GEE regression models
adjusting for age, day of collection, and alcohol consumption in the past month. In addition,
there was no significant increase in mean cortisol levels 30 minutes after awakening -- the 95%
confidence intervals around the awakening response point estimates for all four gender/PTSD
groups included 0 pg/dL (no difference). The small sample size as well as variability in the
levels may have masked any statistically significant association.
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4. Discussion

The present study provides information regarding salivary cortisol assessed at four times during
the day on two sequential days, during which time the subjects underwent a variety of health
assessments in a novel environment. This study is one of the first explorations into ethnic
differences in physiological regulation as it relates to PTSD among American Indian
populations. The differences noted are not as typically described in other studies of HPA
regulation following trauma, where subjects with PTSD typically have lower levels of salivary
cortisol throughout the day compared to normal populations (Heim, Ehlert, & Hellhammer,
2000; Kellner, Yehuda, Arlt, & Wiedemann, 2002; Neylan, et al., 2005). A flattening of the
diurnal decline in salivary cortisol has also been noted one year following a natural disaster
among individuals reporting greater repression regarding discussing the events of the disaster
(Benight, Harper, Zimmer, Lowery, Sanger, & Laudenslager, 2004). In the present study, we
found that American Indian women presenting with a lifetime diagnosis of PTSD showed an
elevated level of salivary cortisol with a diurnal pattern otherwise very similar to matched
female controls. This association was not statistically significant in males, although the overall
mean cortisol levels were higher in males with PTSD compared to their counterparts without
PTSD. Although this is certainly not the first report of male-female differences with respect
to biomarkers and stress, the small sample of males with a lifetime diagnosis of PTSD (n=7)
available to this study may have yielded insufficient power to detect a PTSD/cortisol
association, and the lack of gender difference in this study should be interpreted with caution.

With these precautions in mind, perhaps women with a lifetime history of PTSD felt more
threatened by the two days of testing than the men. Previous research has suggested that women
perceive higher levels of threat than men to similar events (OIff, et al., 2007), and a model of
perceived threat to the social self might be operating in the present testing situation. In response
to experiential conflict situations in which each partner discussed and attempted to resolve
three marriage conflicts, women were more responsive than men in their neuroendocrine
response to a challenge (Kiecolt-Glaser, et al., 1996). Women may be more responsive than
men to social evaluative challenges or stressors (Dickerson & Kemeny, 2004), and female HPA
responsivity has been suggested to be greater among clinical populations (Kudielka &
Kirschbaum, 2005). These observations from recent comprehensive reviews are consistent
with the data noted herein. That is, if we assume the transportation to a novel site and the
unusual medical testing they experienced (evaluative in many respects) were viewed as threats
by these women, the overall higher diurnal levels noted in the PTSD group fit nicely within
this conceptualization.

As this was a convenience sample from a study focused on cardiovascular function, a few
comments should address the significance of the cortisol observation on CVD. The parent study
assessed plasma levels of proinflammatory cytokines such as IL-6, as well as c-reactive protein,
which are frequent measures in studies of CVD risk (Suarez, 2003; Welsh et al., 2008) and are
important CVD risk predictors. These markers are the focus of a larger analysis to be reported
elsewhere for the full parent study population.

Limitations of the present study include a lack of assessment of the subject’s perceptions of
threat during the testing period, a lack of information regarding the initial response to the critical
incident, no information regarding current PTSD status or depression for the cohort or
reproductive status for the females, and lack of access to diurnal salivary patterns collected in
the home environment. It is very likely that we have measured salivary cortisol in response to
an acute stressor or challenge (coming to Denver for medical and dental assessments) for these
subjects. Most of these subjects had never left their home state, much less traveled by van to
a testing site about 500 miles away. In addition, the process of recruiting these subjects may
have reactivated the affective aspects of the PTSD, creating additional trauma intrusions.
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However this was not the focus of the parent study and we unfortunately do not have data
bearing on this important issue. Finally, alcohol use was self-reported, and we have no way to
verify whether it was an accurate representation of actual alcohol intake. As the present study
was attached to an ongoing project, we could not address these limitations, however, these
issues should be addressed in follow up studies of this population.

In summary, the present observations underscore the importance of both gender and ethnic
factors in considering physiological aspects of PTSD. Knowledge that American Indian
females with PTSD may be at greater risk for pathophysiological responses (e.g., elevated HPA
activity) in the context of PTSD might alert the clinician to earlier intervention strategies.
Future research should include larger samples of American Indians, particularly males, to
facilitate more in-depth analysis of the association between PTSD and cortisol levels in these
populations.

Regarding the study of American Indian populations, Beals et al. (2002) wrote, “...Race and
ethnicity are, and will remain, important indicator variables for furthering our understanding
of psychiatric disorder; this effort reaffirms the importance of moving beyond a simple notation
of differences and the need to “unpack” the social constructions that race and ethnicity
represent...” This special issue of Brain Behavior and Immunity moves in that direction by
addressing physiological underpinnings of gender and ethnic health disparities.
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Figure 1.

Mean salivary cortisol (ug/dl) profile in female (Panel A, open symbols) and male (Panel B,
filled symbols) participants with (circles) and without (triangles) posttraumatic stress disorder
(PTSD) collapsed across the first and second day of collection. There was no difference
between the levels noted on the first and the second sampling days. Location of means along
the x-axis is offset and approximate to permit the visualization of the 95% confidence intervals
for each mean. Note that 1 pg/dl = 27.56 nmol/L and that all analyses were performed on natural
logarithm transferred data.
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Characteristics of participants included in the analysis according to posttraumatic stress disorder status
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Characteristic PTSD? No PTSD
(n=27) (n=32)
Age, mean years (SD) 44 (10) 44 (10)
Sex, %
Female 74 69
Male 26 31
Alcohol consumption in past month, %
0 drinks 33 41
1-2 drinks 15 16
3-10 drinks 19 13
11-32 drinks 15 16
>33 drinks 19 16

a . .
PTSD = posttraumatic stress disorder.
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Table 2
Mean salivary cortisol awakening response? in female and male participants according to posttraumatic stress disorder
status

pTsDP No PTSD §
Sex: Mean pg/dL (95% CIC) Mean pg/dL (95% CI) P-value
Female 0.03 (-0.03, 0.09) 0.07 (-0.01, 0.14) 0.43
Male 0.01 (-0.11, 0.12) —0.02 (-0.12, 0.08) 0.79

a_. . . . N . . . ’ ’ .
Difference in cortisol level between salivary collection time 1 (awakening) and 2 (awakening + 30min), with 2 observations per person (collection day
1 and collection day 2)

b . .
PTSD = posttraumatic stress disorder
c ] .
ClI = confidence interval

dP-value from regression model of In(cortisol difference) and PTSD adjusting for age, collection day, and alcohol consumption in the past month.
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