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Research links psychosocial stress to premature telomere shortening
and accelerated human aging; however, this association has only
been demonstrated in so-called “WEIRD” societies (Western, edu-
cated, industrialized, rich, and democratic), where stress is typically
lower and life expectancies longer. By contrast, we examine stress
and telomere shortening in a non-Western setting among a highly
stressed population with overall lower life expectancies: poor indig-
enous people—the Sahariya—who were displaced (between 1998
and 2002) from their ancestral homes in a central Indian wildlife sanc-
tuary. In this setting, we examined adult populations in two repre-
sentative villages, one relocated to accommodate the introduction of
Asiatic lions into the sanctuary (n = 24 individuals), and the other
newly isolated in the sanctuary buffer zone after their previous
neighbors were moved (n = 22). Our research strategy combined
physical stress measures via the salivary analytes cortisol and α-amy-
lase with self-assessments of psychosomatic stress, ethnographic
observations, and telomere length assessment [telomere–fluores-
cence in situ hybridization (TEL-FISH) coupled with 3D imaging of
buccal cell nuclei], providing high-resolution data amenable to multi-
level statistical analysis. Consistent with expectations, we found sig-
nificant associations between each of our stress measures—the two
salivary analytes and the psychosomatic symptom survey—and telo-
mere length, after adjusting for relevant behavioral, health, and de-
mographic traits. As the first study (to our knowledge) to link stress to
telomere length in a non-WEIRD population, our research strengthens
the case for stress-induced telomere shortening as a pancultural bio-
marker of compromised health and aging.

telomeres | stress | India | indigenous peoples | human displacement

Psychosocial stress is associated with elevated risk for a range
of human diseases and curtailment of human life expectancy

(1–16). Telomeres—repetitive and stabilizing features of chro-
mosomal termini that cap and protect them—have also been shown
to be associated with aging and disease (17–19). Telomere length
erodes normally with cell division and generally with aging, trig-
gering cellular senescence once telomere length eclipses a thresh-
old, contributing to tissue degeneration and organ decline with
longevity (20–25). Given evidence that stress can elevate the risk of
human mortality, and that premature telomere shortening can serve
as a proxy for increased risk of disease and mortality, it is reasonable
to posit that stress is also associated with telomere shortening (23,
26, 27). Indeed, research provides evidence of telomere shortening
in a range of stress-inducing life situations, including among primary
caregivers of chronically ill children and Alzheimer’s patients (28,
29), children spending more time in orphanages or experiencing
other forms of neglect and adversity (30–32), women suffering from
intimate partner violence (33), patients suffering from stress-related
mood disorders (34, 35), and individuals of low socioeconomic
status (SES) (36). [However, not all research demonstrates the
expected associations between stress and telomere length, as in
studies failing to identify links between low SES and telomere
shortening (27, 37).]

Of note, studies relating stress and telomere maintenance
typically unfold in what have been termed “WEIRD” societies
(38, 39)—i.e., within Western, educated, industrialized, rich, and
democratic populations, a small slice of total humanity—poten-
tially limiting our understanding and generalizability of the as-
sociation between biopsychosocial stressors and telomere main-
tenance. Populations in WEIRD societies generally enjoy higher
life expectancies (40–42) and are relatively insulated from the
traumas, stressors, and political coercions common throughout
the developing world. Insofar as telomere length proxies for life
expectancy, and that psychosocial well-being increases with eco-
nomic development (43), studies involving WEIRD populations
can be construed as potentially sampling high on the telomere
length dimension and low on the stress dimension.
By contrast, we assessed associations between stress and

telomere length in the context of tumultuous life changes expe-
rienced by an indigenous population—the Sahariya—displaced
from their ancestral homes in a central Indian wildlife sanctuary.
There, we examined adult heads of household in two represen-
tative villages, one relocated from their forest homes in the
ecological core of the sanctuary to accommodate the future in-
troduction of Asiatic lions into the sanctuary, and the other
newly isolated in the sanctuary’s buffer zone after their previous
neighbors were relocated, with this second group of villagers also
facing more restricted forest access in this buffer zone (44). Con-
sistent with prior research on the lasting psychosomatic costs of
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displacement, dispossession, and loss of homeland, a phenomenon
found mainly in the developing world, our sample of villagers
presented with levels of psychosomatic suffering that approxi-
mate populations receiving psychiatric care (45, 46). Developing
and underdeveloped societies are estimated to host 80% of the
estimated count of refugees and displaced peoples worldwide (46).
Indeed, adult Sahariya villagers expressed deep uncertainty about
the future, particularly with respect to the welfare of their children,
and wished to return to their predisplacement lives.
Although displacement of human populations is an intrinsically

compelling phenomenon, with an estimated 51.2 million internally
displaced peoples worldwide (46, 47), our investigation of the
relationship between stress and telomere length in a non-WEIRD
setting is motivated in this context by other scientific reasons.
Specifically, our population of indigenous Sahariya potentially
demonstrates compromised telomere maintenance (given mea-
surably lower life expectancies in rural parts of central India),
while being higher on the stress dimension (given the high levels of
reported psychosomatic suffering and disease burden), providing
valuable information on a unique and understudied population,
as well as advancing efforts to more fully characterize statistical
associations between stress and telomere maintenance.†

It is also important to recognize that such real-life studies are
often characterized by methodological limitations. For example,
research linking life stress and telomere shortening typically rely
on psychosocial distress scales or comparisons between presumed
or perceived stressed and nonstressed control groups, rather than
physical measures such as salivary stress analytes (like cortisol): e.g.,
orphans vs. nonorphans, abused vs. nonabused women, low- vs.
high-SES individuals, and the mentally disordered vs. mentally
healthy (19, 28, 30–35, 55). In vitro research demonstrates that
the stress hormone cortisol can interfere with maintenance of
telomere length by reducing telomerase activity (56). It has also
been shown that oxidative stress preferentially damages telo-
meric DNA compared with other genomic regions, and that
antioxidants can delay “replicative senescence” (57–59). How-
ever, in vivo research linking self-reported levels of experienced
psychosocial stress, stress biomarkers (i.e., catecholamines and
glucocorticoids), and telomere maintenance are few (60, 61),
severely limiting our understanding of potential connections and
hypothesized mechanisms, such as inflammation and oxidative
stress (60, 62), in naturally occurring contexts. Furthermore,
current population-based stress and telomere studies typically
rely on quantitative real-time PCR methodology, which eval-
uates all of a cell’s DNA to assess an average telomere length
across many different cell types (19, 28, 63). Although certainly
representing progress in the field, such an approach is still lim-
ited by lack of specificity, not only in regard to cell type, but also
in evaluation of particular populations of telomeres (e.g., dis-
tributions of shortest and/or longest).
In contrast to previous studies, here we combined physical

measures of the psychobiology of the stress response (salivary
cortisol and α-amylase), collected in these Indian village contexts
using minimally invasive field-appropriate techniques (64–72), with
Sahariya self-assessments of psychosomatic stress, ethnographic
observations, and high-resolution telomere length measurement.
The value of microscopy-based techniques for evaluation of telo-

mere length on a cell-by-cell basis has been effectively demon-
strated (73–77). We developed an innovative approach for as-
sessment of telomere length that combined telomere–fluorescence
in situ hybridization (TEL-FISH) (73) using a modified protocol
to collect and process the obtained samples (78), with 3D re-
construction of individual cell nuclei to facilitate analysis of all
visible telomere signals in the entire extension of sampled cells,
rather than just a fraction (presumably the longest) of them (75).
Our approach allowed us to evaluate the length of hundreds of
thousands of individual telomeres in a single class of putative
buccal basal stem or progenitor cells, greatly improving the
specificity and quantification of telomere length, including the
important ability to define distributions of the shortest telomeres
(76, 77). Such a strategy afforded us particularly high-resolution
data amenable to multilevel statistical analysis.
To summarize, with innovative methodologies and strategies

that mapped community and individual variation in life stress in
a unique non-Western setting, our research explores the case for
stress-related telomere shortening as a pancultural biomarker of
compromised health and aging.

Study Setting
The Kuno-Palpur Wildlife Sanctuary (referred to here as Kuno)
is a dry tropical deciduous forest reserve of 345 km2

—1,245 km2

when Kuno’s buffer zone forests are included—lying in the
Sheopur District of northwestern Madhya Pradesh, India (Fig.
1). In 1981, the area was declared a state wildlife sanctuary in
accordance with India’s 1972 Wildlife Protection Act, but serious
nature conservation efforts did not begin in Kuno until the mid-
1990s, when it was designated as the proposed home for Asiatic
lions to be brought from Gujarat. To relocate these lions, the
Indian state decreed that human–lion cohabitation was not
possible in the area comprising the core of the sanctuary. From
1998 to 2002, all 24 villages within the sanctuary’s core area,
totaling about 8,000 individuals, were moved to “denotified”
Forest Department land (whose protected status was revoked),
much of it degraded and heavily deforested, about 10 km east of
Kuno’s core. Every male above 18 y of age was considered the
head of a separate family household and given goods and serv-
ices worth 1 lakh, or 100,000 rupees (about US $2,100) (44). This
included the following: two hectares of agricultural land, a sep-
arate plot of land for home construction, paid transport for
household belongings, fodder for animals, a small cash incentive,
and community facilities like wells, schools, health clinics, and
paved roads. As Kuno lies in the northwest corner of India’s
central “tribal belt,” most inhabitants are Janjatis, a common
Hindi term for these groups, although they are also referred to as
Adivasis—literally “first inhabitants” or “aboriginals.” More
specifically, most of Kuno’s villages are dominated by Sahariyas,
classified along with 75 other groups across 15 states as a
“primitive tribe” because of their protoagricultural practices,
reliance on foraging, poverty, and high illiteracy rates, as well as
their geographical remoteness and vulnerability.
Kuno’s relocated inhabitants’ loss of homeland was accom-

panied by acute stress during initial relocation, followed by sus-
tained and more chronic stress of various kinds, as Kuno’s
denizens adjusted to life as settled farmers in government-con-
structed residences in unfamiliar and more urbanized surround-
ings. Nonrelocated villagers remaining behind in Kuno’s buffer
zone did not experience the trauma of loss of homeland. However,
they did experience a radical curtailment of access to core and also
buffer zone natural and cultural resources, impacting their live-
lihoods and existence. Furthermore, they were effectively deserted
by all their relocated neighbors, leaving them relatively isolated in
a few scattered forest villages and vulnerable to the predations of
bandits and politically powerful herding communities who visit the
area, wreaking intermittent havoc on homes and crops. They also
suffer other unexpected social sleights, for example, in the way

†Within a WEIRD context, recent studies on US ethnic and racial minorities are beginning
to illuminate precisely these posited population-level relationships, demonstrating, for
example, that blacks and Hispanics, as high-stress and lower-life expectancy groups, do in
fact possess shorter telomeres relative to whites (48–50). However, this literature is di-
vided, with other primarily cross-sectional research demonstrating either no racial differ-
ences or that blacks have longer telomeres compared with whites (51, 52). As a possible
explanation for these contradictory findings, research suggests longitudinal differences
in black compared with white telomere maintenance, with blacks’ telomeres degrading
at a faster rate (from a sometimes longer initial starting point), especially at older ages
(48–51, 53, 54).
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Fig. 1. Kuno-Palpur Sanctuary and village locations of Maziran (before and after relocation) and Behruda (isolated).
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their kin no longer wish to intermarry with such isolated and thus
“wild” people. Villagers remaining in the forest also suffer from
a kind of benign neglect from the Indian state. These Sahariya
were not economically compensated for their “restriction of ac-
cess” to traditional resources—like lucrative grass-cutting con-
tracts and the hunting and gathering of wild foods in Kuno’s
core—that technically also qualifies them as “displaced peoples”
by newWorld Bank standards established in 2002 (79–81). Instead,
their needs for water, schools, hospitals, and other state services
go largely unheard, as the state focused more fully on relocated
Sahariya populations. Both of these Sahariya populations—the
recently relocated and also the newly isolated—then, have expe-
rienced a form of policy-generated “disaster,” in the sense of
collectively experienced traumatic events, which are acute and
time-delimited in their initial impact, and followed by sustained
and more chronic problems and stressors that compromise health
and well-being (82–86).

Individual- and Village-Level Sampling
In Spring 2012, Snodgrass, Chakrapani, and their field research
team collected saliva and buccal cells (cheek swabs) from 46
individuals, 24 male or female heads of household from the
physically relocated village of Maziran and 22 similar individuals
from the now-isolated village of Behruda. (Village names are
pseudonyms.) Buccal cells were collected on a single occasion
from these 46 individuals, saliva over separate 9-d periods in
each village. These individuals were a randomly chosen sub-
sample of an original Summer 2011 baseline health, well-being,
and social change survey distributed to 159 Sahariya heads of
households, 78 in the relocated village context and 81 in the
buffer zone village. Typically, separate households were defined
locally and also in our study as nuclear families composed of
a married couple and their children, functioning as independent
economic and social units. In Maziran, there were ∼150 such
households, and 120 in Behruda. (Additional families had mi-
grated to Maziran postdisplacement, but the predisplacement
populations of these villages were nearly identical.)
Village selection was informed by ethnography conducted by

Snodgrass and his field research team during the summers of
2006–2008 and 2010 in all 24 physically displaced villages, and
in the three villages remaining in the buffer zone and closest to
Kuno’s core. The villages of Maziran and Behruda were judged
to exemplify the different destinies of Kuno’s “relocated” vs.
“isolated” inhabitants. Also, these two villages are very similar
in size, age and sex structure, economy, and ethno-religious
practices. Maziran, typifying the stresses associated with physical
displacement (those who were moved out of this sanctuary’s core),
is a government-built village of displaced Sahariyas. Behruda,
a buffer zone Sahariya settlement located just outside the core
of the sanctuary’s core ecological zone (Fig. 1), typifies sudden
isolation and restriction of traditional lifestyle. Before inter-
vention, the two villages had particularly close (even daily) social
and economic interaction, including frequent intermarriage. If
not for the capricious draw of the sanctuary boundary, resulting
in the removal of villagers in Maziran and the profound isolation
of villagers in Behruda, the coevolution of these villages would
have continued undisturbed.
Ethnographic observations and interviews were ongoing through-

out all phases of the study, continuing until Spring 2013, allowing
us not only to intelligently sample this non-WEIRD population
but also to develop mutual trust and understanding with the
indigenous Sahariya, increasing our ability to meaningfully in-
terpret our findings. More details on the collection and mea-
surement of our biomarkers, survey measures, and statistical
procedures are provided in Materials and Methods.

Research Hypotheses and Analytical Plan
We assessed associations between telomere length and psycho-
biological stress, adjusting for known correlates of premature
telomere shortening. Our stress markers included the two sali-
vary analytes cortisol and α-amylase. Cortisol is a stress hormone
of particular interest to our analysis, as it is commonly tracked in
saliva as a marker of hypothalamic–pituitary–adrenal (HPA) axis
activation (64, 65, 67, 69). Salivary α-amylase (sAA) is a surro-
gate marker for stress-related changes in the body that reflects
activity and arousal of the autonomic nervous system (66, 71, 87).
Analytically, these measures represent interrelated but distinct
aspects of the psychobiology of stress and the stress response:
i.e., the HPA axis and the sympathetic nervous system (64–66,
88). Salivary analytes such as these are increasingly used to assess
psychosomatic stress in non-WEIRD contexts, thus providing
both methods and interpretive frameworks for our own research
(9, 16, 69, 89–95). Alongside the two physiological analytes, we
also elicited responses from Sahariya to the Bradford Somatic
Index (BSI) (96), a psychiatric scale validated to capture mental
health disorders among South Asian populations. As mentioned,
we used TEL-FISH and 3D imaging of buccal stem/progenitor cell
nuclei to quantify telomere length, providing us with the ability to
track the lengths of individual telomeres (73), giving us a total of
126,410 telomeres across our 46 sampled individuals.
With respect to cortisol, a healthier arousal profile is indi-

cated by higher morning vs. evening levels of the hormone,
because research has shown that a healthy condition implies
a decrease in cortisol concentration over the course of the day
(64, 65). For α-amylase, a healthier diurnal profile, the inverse of
cortisol, is indicated by lower morning relative to evening levels
of the hormone, given that research demonstrates amylase to
increase over the course of the day in healthy individuals (88).
Finally, a lower score on the BSI indicates less somaticized dis-
tress. With this in mind, and insofar as stress impacts telomere
length, we anticipated the following: hypothesis 1: telomere
length will increase with a healthier cortisol profile, that is, with
a higher morning compared with evening cortisol level; hypoth-
esis 2: telomere length will increase with a healthier sAA profile,
that is, with lower morning compared with evening sAA levels;
hypothesis 3: telomere length will increase with lower levels of
BSI self-reported psychosomatic distress. [These hypotheses are
stated with respect to the least-squares model. Insofar as stress
operates uniformly across the conditional distribution of telo-
mere length, hypotheses can be restated as the odds of a telo-
mere exceeding a specified threshold will (i) increase in
a healthier cortisol profile, (ii) increase in a healthier sAA
profile, and (iii) decrease with higher psychosomatic distress.]
We use random-effects generalized least-squares and logistic re-

gression procedures to test our hypotheses. Random-effects models
are used when an outcome variable, in our case telomere length, is
clustered in groups. If telomeres drawn from the same cluster re-
semble each other quantitatively (i.e., high intraclass correlation),
the statistical regression assumption of independence of observa-
tions is violated. In our case, more than 120,000 telomeres are
drawn from over 1,900 buccal cells taken from 46 persons that reside
in one of two villages. Diagnostic analyses revealed that the likeness
of telomeres drawn from the same cell is substantially greater than
telomeres drawn from the same person and telomeres drawn from
the same village. [For instance, in random-effects logistic regression
null models—that is, models emptied of explanatory variables—
estimating the likelihood of an individual telomere exceeding the
50th percentile in length, we find that the intraclass correlation
within cell (ρ= 0:217) is more than twice the size of the intraclass
correlation within person, and ∼80 times greater within village.] By
incorporating a cell-specific random intercept in regression models,
we statistically account for the combined effects of omitted cell
characteristics that appear to influence the fluorescence of in-
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dividually measured telomeres. To account for intraclass correla-
tions within village and person, statistical models incorporate a
village-level fixed effect (with 1 = villager in Maziran; 0 = villager
in Behruda), and a person-level random effect captured by taking
the average telomere length of a sampled adult minus the ex-
pected mean over all persons sampled. Practically, this means that
our regression analyses are conducted at the level of individual
telomeres—preserving length information on more than 120,000
telomeres—while statistically accounting for the nonindependence
of telomeres retrieved from villages, persons, and buccal cells.
[Theoretically, analyses of small endogamous populations on a
substantially heritable trait like telomere length may, absent a
substantial shock of stress that operates unevenly across persons
and village settings, violate the nonindependence assumption in
statistical regression by design.]
In addition to the above corrections for clustering, to isolate the

unique relationships between stress measures and telomere short-
ening, our analyses control for a variety of person-level correlates
likely associated with shortened telomeres, including smoking
(97), diet and nutritional deficiencies (98), disease burden (malaria
in this case) (99), SES (36), and demographic characteristics of
respondents (17–19, 33). Our models also controlled for the count
of telomeres retrieved per cell to overcome a selection bias com-
mon to cytological imaging procedures of this kind,‡ as well as the
count of cells sampled per person. More detail on measurement
and statistical procedures are described in Materials and Methods.
The results presented below describe relationships between stress
measures and telomere length in our non-WEIRD population.

Results
Within- and Between-Village Descriptive Statistics on Telomere Length.
Fig. S1 A–C display histograms of telomere fluorescence intensity
(TFI), which we use as a surrogate measure of telomere length in
our village settings. In Fig. S1A, the distribution of TFI is dis-
played for all persons, in Fig. S1B, for isolated villagers in Beh-
ruda, and in Fig. S1C, for relocated villagers in Maziran. TFI is
mildly positively skewed across (S = 1.26) and within (SBehruda =
1.30; SMaziran = 1.23) village contexts. Villages are near identical
with respect to age and sex structure. The mean age of our Beh-
ruda telomere subsample was 35.5 y (min= 19;  max= 60), and
the mean age in Maziran was 36.25 y (min= 20;  max= 60). With
respect to sex, in both villages exactly one-half of measured
respondents are male. The age and sex composition of our sub-
sample approximates the population structure of both villages.

Random-Effects Regression Models. In Table 1, column 2, parameter
estimates from the random-effects least-squares model are reported,
and columns 3–5 report odds ratios corresponding to threshold
exceedance models at the 25th, 50th, and 75th percentiles in

telomere fluorescence.§ As described more fully in Materials and
Methods, all models control for sex, age, animal protein consump-
tion, tobacco use, household earnings, whether the respondent
suffered a malaria incident, the SD in the estimation of telomere
fluorescence, and the count of telomeres retrieved per cell.¶

Village differences. Starting with Table 1, column 2, we find that
villagers in the relocated Maziran have statistically significantly
shorter telomeres compared with those in the isolated Behruda.
Other things held equal, telomere fluorescence is 0.65 pixels per
μm lower in the Maziran population (95% CI : − 1:20; − 0:11).
Expressed in percentage terms, villagers in Behruda present with
telomeres that are 1.76% longer than telomeres among villagers in
Maziran. In columns 3–5, log odds are presented, corresponding
to random-effects logistic regression models on the likelihood that
an individual telomere exceeds the 25th, 50th, and 75th percentile
in length, respectively. We find that adults sampled in the relo-
cated village of Maziran are 20.6% (95% CI: 40.9, 0.02) and
28.0% (95% CI: 46.3, 9.7) less likely to possess telomeres ex-
ceeding the 25th and 50th percentiles in length, respectively.
Salivary cortisol. The salivary analyte of cortisol—where a higher
morning compared with evening level is considered a healthier
arousal profile (64, 65)—significantly predicts telomere length
and in the direction hypothesized. Other things held equal, an
increase in the difference between morning and evening cortisol
levels (in micrograms per deciliter) increases expected telomere
length by 0.48 (95% 0.23, 0.73) pixels per μm. Likewise, the odds
of eclipsing the 25th, 50th, and 75th percentiles in telomere
length increase by 21.4 (95% CI: 12.1, 30.6), 20.5 (95% CI: 12.1,
28.9), and 14.0% (95% CI: 5.5, 22.5), respectively, with an in-
crease in the morning vs. evening difference in cortisol levels.
Logistic regression results imply that the telomere maintenance
benefit of a healthier cortisol profile functions similarly across
the distribution of telomere length.
sAA. Also consistent with theoretical expectations, sAA—where
a healthy arousal profile is seen in lower morning compared with
evening levels (88)—behaves oppositely of the analyte cortisol
with respect to the association with telomere length. Again, other
things held equal, we find that the morning minus evening level of
sAA significantly reduces the expected length of telomeres by
–0.47 (95% CI: –0.71, –0.23) μm per pixel, a magnitude approxi-
mately offsetting the gains to telomere length from a healthier

‡Although our 3D TEL-FISH approach for assessment of telomere length increased visualization
of shorter telomeres, cell samples still varied in the number of telomeres observed. Themedian
number of telomeres measured per cell was 69, and the interquartile range was 18 (25th, 59;
75th, 77). We account for this detection bias by adjusting predictions of telomere fluorescence
by the count of telomeres observed per cell. Results from our multilevel least-squares model
indicate that telomere fluorescence declines by 0.06 μm per pixel (95% CI: −0.08, −0.05) for an
additional telomere observed per cell. A correction factor of 0.06 μmper pixel is not trivial. For
instance, other things held equal, predicted telomere fluorescence decreases ∼3% in going
from the 25th to the 75th percentile in the count of telomeres measured per cell. Because
telomere detection bias operates on smaller telomeres, taking the average length of ob-
served telomeres—a more common practice in telomere science—will result in upward
biased estimates. In addition, insofar as the number of observable telomeres per cell is
determined by the health of the organism, and assuming healthy organisms have longer
telomeres, differences derived in comparisons of healthy and unhealthy populations will be
biased downward. It should also be noted that some cells had implausibly high telomere
count, >92. We restricted analyses to cells with <92 telomeres observed. Cells with excess
telomeres were probably cycling (i.e., in S or G2). In these cases, the number of telomeres
present could be more than 92 (as expected in G0/G1 cells). Of note, these measurement
biases would also occur within more standard PCR telomere length assessment techniques,
but given that only an average telomere length is calculated, rather than that of each
individual telomere, it cannot be corrected.

§For instance, although base buccal cells are categorically different in phase position and
morphology, the process of cell division is continuous. Therefore, limiting samples to base
phase cells cannot guarantee that all buccal cells fall exactly on the continuum of cell
division. By accounting for the cell identity from which a telomere is retrieved, one can
crudely account for phase position cell characteristics that may influence observed telomere
lengths. Model statistics reported in Table 1 show ρ=0:35 in the random-intercept least-
squares model, and ρ = 0.45–0.50 in random-effects logistic regression models. ρ is the
intraclass correlation. With respect to random-effects logit models 1–4, ρ pertains to a latent
variable reflecting the propensity of a telomere to eclipse a specified threshold—either the
25th, 50th, or 75th percentile. A ρ value of 0.50 (corresponding to our random-effects logit
model in column 4) indicates that ∼50% of the variance in the underlying propensity of
a telomere to exceed the 50th percentile in fluorescence (or length) is attributable to cell id.

¶Although our analytic emphasis is on associations of telomere length and measures of
stress, it is worth noting the intuitive behavior of control variables, lending validity to
our telomere fluorescence measurement procedure. With respect to the random intercept
logistic model (in column 4), tobacco/bidi consumption (b = −0.10; P < 0.01), age (b = −0.01;
P < 0.01), male sex (b = −0.53; P < 0.01), and malaria incident (b = −0.25; P < 0.05) are
significantly negatively associated with telomere fluorescence, whereas household income
(b = 0.22, p < 0.01) and animal protein consumption (b = 0.14, p < 0.01) are significantly
positively correlated with telomere fluorescence. Consistent with the technical criticism that
telomere measurement efforts are plagued by selection bias (i.e., longer telomeres are
more likely to be observed than shorter telomeres), we find that the probability that an
observed telomere exceeds the 50th percentile in length declines significantly with the
number of telomeres/per cell observed (b = −0.01; P < 0.01). We also find that telomere
fluorescence decreases significantly in the count of cells retrieved per person (b = −0.05;
P < 0.01). Finally, we find that the odds of an individual telomere exceeding the 50th
percentile in length increase significantly in the standard deviation of the estimated
length of a telomere. The inclusion of this term is meant to adjust for the error in length
estimation by 3D imaging that captures both the mean and the distribution around the
estimated mean in microns per pixel.
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cortisol profile. Similarly, probabilities of exceeding the 25th, 50th,
and 75th percentiles in telomere length decrease by 11.0% (95%
CI: 20.0, 1.9), 8.9% (95% CI: 16.8, 1.0), and 14.9% (95% CI: 22.9,
7.0), respectively, with unit changes in morning vs. evening dif-
ference in sAA levels. Given overlapping intervals of confidence,
logistic regression results indicate that an unhealthy sAA profile
operates uniformly negatively on telomeres of varying length.
BSI. Finally, with respect to our nonanalyte measure of stress, as
anticipated, a count of psychosomatic complaints on the BSI > 9
(reflecting higher distress) is associated with a −0.51 unit de-
crease in telomere fluorescence, where P < 0.10. Holding other
things equal, telomeres taken from adults presenting with high
somatic suffering are 69.4% (95% CI: 90.8, 48.0) and 34.7%
(95% CI: 54.0, 15.3) less likely to eclipse the 25th and 50th
percentiles in telomere length, respectively.

Discussion
Consistent with the premise that life stress contributes to loss
of telomere length, each of our study’s three key indicators
of stress, the two salivary analytes (cortisol, α-amylase) and the
BSI (somatic suffering), were associated with telomere length.
More specifically, we found significant associations between less
healthy cortisol and sAA profiles and telomere shortening.
These results are strengthened by the fact that we collected saliva
over separate 9-d periods in each village, allowing us to identify
stable salivary analyte profile traits as opposed to more transitory
states (64, 100). Furthermore, we found that persons scoring
high on the BSI—reflecting greater self-reported psychosomatic
distress in South Asian contexts (96)—presented with shorter
telomeres. All results held after controlling for other known
correlates associated with telomere shortening—such as age,
health indicators like malarial incidents, nicotine use, SES, and
dietary indicators like meat consumption—with these controls
also behaving in ways consistent with theoretical predictions.
We used a particularly sensitive and high-resolution telomere

length assessment strategy that facilitated a deeper understanding of
telomere biology in this unique context. TEL-FISH coupled with
3D imaging of buccal cell nuclei allowed us to select specific target
cell populations (in this case, putative basal stem or progenitor cells)
for telomere length determination on a cell-by-cell basis and to scan
the entire cell volume so that telomeres were not occluded in ways
that would bias our estimates (73). This approach provided greater
precision than other techniques that give only a single average
telomere length across cells of all types within a given individual. Of
note, our 3D TEL-FISH telomere measurement strategy permitted
use of multilevel statistical analyses, allowing us to identify and

estimate sampling biases pertaining to the number of telomeres
drawn from each cell and the number of cells drawn from each
person. The presence of these biases necessitates exercising care
when interpreting results from studies relying on a single average
telomere length estimate for each person sampled.
Although we found consistent differences in regard to telo-

mere length between villagers in the isolated Behruda (longer)
and the relocated Maziran (shorter), the absence of pretest mea-
sures warrants using caution with respect to interpreting the
differential stressors accompanying isolation vs. physical dis-
placement. Although the two villages were similar in size, age,
and sex structure, were separated by only a short distance, and
regularly exchanged social and economic goods before dis-
placement, differences in telomere length observed between the
villages may be attributable to unobserved predisplacement dif-
ferences. It is thus difficult to say with certainty that the stress of
isolation and restriction of access to the sanctuary experienced
by the people of Behruda is less distressing than the experience
of physical relocation visited on the villagers of Maziran.
Whether or not differences in telomere length between vil-

lagers are attributable to the capricious draw of the sanctuary
boundary, Sahariya in both contexts presented with high levels of
somatic suffering comparable to populations receiving psychiat-
ric care (45). A now substantial development studies literature
speaks of the traumatic toll of human displacement, be it actual
physical relocation or a restriction of access to traditional lands
and resources (44, 79–86). Indeed, our own ethnographic inter-
views and observations revealed that suicidal ideation was com-
mon in our Sahariya respondents, and our field team witnessed
an actual 2012 suicide attempt (using rat poison) by a young
woman suffering domestic strife exacerbated by her family’s
poverty and husband’s alcoholism. These details illuminate the
particularly high levels of psychosomatic duress characteristic of
both of these Sahariya villages, which are not adequately sam-
pled and captured in stress and telomere studies carried out in
wealthier and more securely developed WEIRD societies.
In these terms, and to conclude, by meticulously tracing and

predictively modeling links between stress and telomere mainte-
nance in a highly distressed non-WEIRD population, our research
strengthens the analytic value of stress-related telomere shorten-
ing as a broadly human marker of compromised health and aging.

Materials and Methods
Telomere Length: Sampling, Storage, and Assays. The research described in this
paper, including the use of appropriate informed consent procedures, has
been reviewed and approved by the Colorado State University Institutional
Review Board (IRB) for the protection of human subjects. Buccal basal cells

Table 1. Results from random-effects generalized least-squares and logistic regressions of telomere fluorescence

Variables
Least-squares coefficient

(Model 1)
Logistic ≥ P0.25 coefficient

(Model 2)
Logistic ≥ P0.50 coefficient

(Model 3)
Logistic ≥ P0.75 coefficient

(Model 4)

Village −0.653* −0.206* −0.280** −0.147
(0.279) (0.104) (0.933) (0.093)

Diurnal cortisol 0.479** 0.214** 0.205** 0.140**
(0.130) (0.047) (0.043) (0.043)

Diurnal sAA −0.470** −0.110* −0.089* −0.149**
(0.122) (0.046) (0.040) (0.041)

BSI −0.508† −0.694** −0.347** 0.045
(0.188) (0.109) (0.099) (0.101)

Log-likelihood −20,548.97 −25,985.48 −19,844.89
ρ 0.347 0.500 0.455 0.446
N 126,410 126,410 126,410 126,410
Overall  R2 0.874

Models control for sex, age, animal protein consumption, tobacco use, household earnings, whether the respondent suffered a malaria incident, the SD in
the estimation of telomere fluorescence, the count of cells per person, the count of telomeres retrieved per cell, and TFI random effect for person. SEs are in
parentheses. **P < 0.01, *P < 0.05, †P < 0.10.

Zahran et al. PNAS | Published online February 17, 2015 | E933

A
N
TH

RO
PO

LO
G
Y

PN
A
S
PL

U
S



were collected from 46 individuals in the field, including 22 from Behruda
and 24 from Maziran.jj Upon arrival at the laboratory in the United States
(∼7 d after collection), samples were vortexed for 10 min, then centrifuged
(581 × g) for 10 min at room temperature. Supernatant was removed to ∼1
mL of cell suspension and ∼15 mL of buccal cell (BC) buffer (1.6 g of Tris·HCl,
38.0 g of EDTA, and 1.2 g of sodium chloride) added. Cells were pelleted and
washed twice in this manner. The pellet was then resuspended in 5 mL of BC
buffer, with cells drawn by a syringe fitted with an 18-gauge needle 20 times
(without producing bubbles). The suspension was passed through a 100-μm
nylon filter into another 50-mL tube to remove large cell aggregates. The
filtered suspension was transferred to a 15-mL centrifuge tube and brought
to a final volume of 8 mL with BC buffer. Cells were fixed by slowly dropping
500 μL of freshly prepared Carnoy fixative (3:1 methanol to glacial acetic
acid) down tube walls and into the cell suspension. After centrifugation and
resuspension of the pellet in 5 mL of fixative, cells were treated with 5 μL/mL
Cytoclear (Genial Genetic Solutions) for 10 min at room temperature. Cells
were centrifuged, and the pellet washed by resuspending in fixative twice.
Cell suspensions were dropped onto slides, air dried, and aged overnight.
Remaining cell suspensions were preserved in pure methanol at 4 °C.

Slides were incubated in Pepsin (200 μL of 40 units/mL in 0.01 M HCl; Sigma-
Aldrich) for 15 min at 37 °C, then washed in PBS for 2 min, dehydrated through
a graded ethanol series, and air dried. A Cy3-labeled peptide nucleic acid
telomere probe (TTAGGG3; Biosynthesis) was prepared by diluting 5 μL of
probe in 36 μL of formamide (Sigma-Aldrich), 12 μL of 0.05 M Tris buffer, 2.5 μL
of 0.1 M KCl (Sigma-Aldrich), and 0.6 μL of 0.1 M MgCl (Sigma-Aldrich) for
a final concentration of 300 ng/mL. Fifty microliters of probe mixture was ap-
plied to each slide, and then coverslipped and denatured at 73 °C for 3 min.
Slides were incubated at 37 °C for 2 h, and then washed in a series of 43.5 °C
washes for 2.5 min each; washes 1/2: 50% formamide in 2× sodium citrate (SSC);
washes 3/4: 2× SSC; and washes 5/6: 2× SSC plus 0.1% Nonidet P-40. Slides were
counterstained with 50 μL of DAPI (in Prolong Gold Antifade; Invitrogen),
coverslipped, and stored at −20 °C. Slides were processed in sets of two, one
sample from each village, to minimize variability between sample runs.

Image Z stacks were taken using a Zeiss Axio Imager.Z2 microscope,
capturing fluorescent images with a Coolsnap ES2 camera running Meta-
morph software (Molecular Devices). A total of 50 images was obtained,
each consisting of 22 stacks (0.2 μm per plane) in two different wavelengths
(Dapi and Cy3). Three-dimensional deconvolution and (Z conversion 3D to
2D) was performed with ImageJ software rsb.info.nih.gov/ij/ under 3D blind
parameters. Point spread function was calculated for each picture to obtain
a maximum projection of the 22 stacks, allowing analysis of all telomere
signals visible in the whole extension of each cell nuclei.

Analysis of TFI was performed using TELOMETER (available as a download
from demarzolab.pathology.jhmi.edu/telometer/download.html). Telomere sig-
nals from 45 nuclei per sample were analyzed using custom program settings
(minimum object size: 1; maximum object size: 350; despeckle ratio: 0.3; rolling
ball size: 1). TFI, our response variable, is measured as the average number of
pixels per micrometer. In total, 124,610 telomeres retrieved from 1,989 cells from
46 villagers were analyzed. The procedures described above meaningfully im-
prove quantification of telomeres for three reasons. First, by targeting basal
progenitor cells, we limit confounding arising from nonrandom sampling of cell
type mix. Second, by measuring individual telomeres on a cell-by-cell basis, our
methodology facilitates per-cell, per-individual, and per-population telomere
length profiles and distributions, statistical properties of potential relevance to
telomere biology. Third, by scanning the entire cell volume (X, Y, and Z
dimensions), we approach the capture of all telomeres within a cell, minimizing
a detection bias plaguing other procedures.

Of further note, we implemented safeguards to reduce telomere mea-
surement error. The most standard way to control for reproducibility is to
perform measurements of objects that will not change in intensity over time.
We used 0.2-μm fluorescent microbeads to calibrate the optical system of the

microscope. This provided an idea of the 3D space reconstructed, and of the
fluorescence variation due to the light source and its deformation. Once
the systemwas ready for a given experiment, wemeasured microbeads several
times during the period of image acquisition. Specifically, we measured the
fluorescence of the beads at the beginning, and then again at 1/4, 1/2, 3/4, and
ending time intervals. One can think of this process as a form of test–retest
reliability. Our measurement strategy produced small variation (less than 5%)
across tests, indicating very high test–retest reliability. The fluorescence mea-
surement procedure used in the current study was also externally validated in
our previous research of chronic kidney disease in felines (75), where parallel
measurements of telomere length were taken from a control cell line (or cell
type) using both microbeads and cell type controls, and thereby arriving at
satisfactorily reproducible telomere measurements in all experiments.

Cortisol and sAA: Sampling, Storage, and Assays. Following recent innovations
in minimally invasive collection of salivary stress analytes in anthropological
field settings (69, 70, 72), saliva was sampled twice daily (morning and
evening and sometimes in the afternoon) from a subpopulation of 46
individuals over 9-d periods in each village. Saliva was collected as passive
drool in small plastic vials, refrigerated, and shipped with ice packs to Sali-
metrics Laboratories, where they were stored at –80 C until assay. On the day
of assay, samples were centrifuged at 3,000 rpm (1,500 × g) for 15 min to
remove mucins. Samples were assayed for cortisol and sAA following
Granger et al. (66). Briefly, a high-sensitivity salivary expanded-range, high-
sensitivity salivary cortisol enzyme immunoassay (Salimetrics) was used,
which has a range of sensitivity from 0.003 to 3.0 μg/dL. Cortisol assays were
run in duplicate, and the average of the duplicates for each sample was used
in the analyses. Salivary cortisol is measured in micrograms per deciliter.

sAA was measured using a kinetic reaction assay that employs a chroma-
genic substrate, 2-chloro-p-nitrophenol, linked to maltotriose. The enzy-
matic action of sAA on this substrate yields 2-chloro-p-nitrophenol, which
can be measured spectrophotometrically at 405 nm using a standard labo-
ratory plate reader. The amount of sAA activity present in the sample is
directly proportional to the increase (over a 2-min period) in absorbance at
405 nm. Results were computed in units per milliliter of sAA by the fol-
lowing: [absorbance difference per minute × total assay volume (328 mL) ×
dilution factor (200)]/[millimolar absorptivity of 2-chloro-p-nitrophenol
(12.9) × sample volume (0.008 mL) × light path (0.97)]. For both cortisol and
sAA, average intraassay and interassay coefficients of variation were less
than 10% and 15%, respectively. To derive diurnal slopes,** the average
morning readings of salivary cortisol and sAA were subtracted from average
evening readings corresponding to each analyte. In regression analyses, di-
urnal salivary cortisol and sAA measures are standardized with μ= 0, σ = 1.

Survey Measures. Our key indicator of psychosomatic distress is the 21-item,
2-point scale version of the BSI, which has been validated to capture psy-
chiatric disorders among South Asian populations, unfolding as they do more
typically in a bodily rather than psychic language of distress (96). A villager
received a score of 1 if she/he had a BSI score >75th percentile, and 0 oth-
erwise. Because other factors contribute to telomere shortening, including
smoking (97), diet, and nutritional deficiencies (98), and certain diseases (99),
the survey also included measures of tobacco/bidi use (₹100 units), animal
protein consumption (₹100 units), household income (₹1,000 units), de-
mographic characteristics (age and sex of respondent), and whether or not
a respondent suffered a malaria incident in the last 30 d.

Statistical Approaches and Procedures. We rendered a series of random-
effects generalized least-squares and logistic regression models, accounting
for the nonindependence of telomeres sampled from the same cell, telomeres
sampled from the same person, and telomeres drawn from persons sharing
the same village. Diagnostic tests revealed that telomeres drawn from the
same cell are significantly more alike than telomeres drawn from the same
person or telomeres drawn from the same village. To account for within-
village and within-person correlations, models include a dummy variable for
village residence, and a random effect for sampled persons corresponding to
the average telomere length of person k minus the expected mean in
telomere length over all persons sampled. To account for unmeasured cell

jjA modified protocol described by Thomas et al. (78) was used. Briefly, each participant
rinsed their mouth vigorously with water for approximately 15 s to eliminate contaminants.
A small-headed toothbrush (2 cm) was rotated 10 times against the inside cheek wall in
a circular motion starting from the middle, increasing gradually in circumference as an
outward spiral. The head of the brush was then placed into a 50-mL tube containing 15
mL of Saccomanno’s fixative of 50% (vol/vol) ethanol and 2% (vol/vol) polyethylene glycol
diluted in water, and shaken to dislodge and suspend cells. This process was repeated with
a new toothbrush on the opposite cheek wall to obtain two samples for each individual.
The tubes were sealed and shipped to the laboratory for processing and analysis. Based on
individual cellular morphology, the buccal cells scored were basal cells (progenitors), de-
riving from basal stem cells. Basal cells give rise to the other cells of the upper layers
through proliferation and differentiation. In Thomas et al. (78), figure 2, the morphology
of the different cell types is described, as are the layers they form in the buccal mucosa.

**Because villagers did not typically wear watches and frequently left their homes im-
mediately after waking, it was impossible to reliably collect two saliva samples on
awakening separated by 30-min intervals, which would have allowed us to additionally
assess a cortisol awakening response, motivating the decision to rely on diurnal slopes
for this stress measure. The signal-to-noise ratio, calculated as the mean diurnal slope
divided by the SD of the slope across days, is 11.03 for diurnal cortisol and 1.43 for sAA.
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characteristics that implicate variation in telomere fluorescence, we allow
each cell to have its own intercept. Letting Lijk denote the fluorescence
(length) of an observed telomere i in cell j from person k, our random in-
tercept regression estimator is modeled as follows:

Lijk = β0 + β1Vk + β2Ck + β3Hk + β4Bk +Γ1Mk +Γ2Pk +Γ3Tk +Γ4Ik
+Γ5Gk +Γ6Ak + λ1Nj + λ2Ck + λ3σi + λ4μk +uj +eij ,

[1]

where Vk assumes a value of 1 if the respondent resides in the village of
Maziran, Ck is the average diurnal cortisol slope of a sampled person, Hk is
the average diurnal sAA slope of a sampled person, Bk is the sampled per-
son’s score on the BSI (with 1 = nine or more complaints), Mk is equal to 1 if
the respondent suffered a malaria incident in the most recent month, Pk is
the amount of money (₹100 units) a sampled villager spends on animal
protein per month, Tk is the amount of money (₹100 units) a sampled vil-
lager spends on bidi and tobacco per month, Ik is the household income per
capita of the sampled respondent (in ₹1,000 units), Gi assumes a value of 1 if
the sex of the sampled person is male, Ai is the respondent’s age in years,
Nj is the number of telomeres retrieved per cell, Ck is the number of cells
retrieved per person,†† σi is the SD of the estimated fluorescence of telomere
i, and μk is a person-level random effect corresponding to the average
telomere length of person k minus the expected mean over all persons
sampled. Unlike the ordinary least-squares model, the random-effects model
residual term is divided in two parts: (i) a cell-specific error component,
given by uj ; and (ii) a telomere-specific error component, which varies be-
tween telomere and cell, given by eij . The cell level residual uj is meant to
capture the combined effects of omitted cell characteristics (101). Both re-
sidual terms are assumed to be Gaussian with zero means: uj ∼Nð0, σ2uÞ and
eij ∼Nð0, σ2uÞ:

Next, we perform a series of random-effects logistic regression models. As
with the random-effects least-square model, the random-effects logistic
regression model relaxes the assumption of conditional independence in the
standard logistic regression by adding a cell-specific random intercept ðζjÞ to
the binary prediction equation. Unobserved characteristics or conditions at
the cell level are integrated in ζj . With the definition of terms carrying from
Eq. 1, our model is defined as follows:

logit 
n
Pr
�
yijk = 1j xijk , ζj

�o
= β0 + β1Vk + β2Ck + β3Hk + β4Bk

+Γ1Mk +Γ2Pk +Γ3Tk +Γ4Ik +Γ5Gk

+Γ6Ak + λ1Nj + λ2Ck + λ3σi + λ4μk + ζi :

[2]

With respect to random-intercept logistic regression models, we estimate like-
lihoods of the fluorescence of telomere i exceeding the 25th, 50th, and 75th
percentile thresholds in telomere fluorescence. Such logistic regression analyses
allow one to investigate whether predictors influence telomere fluorescence
differently or uniformly across the distribution of telomere fluorescence.

ACKNOWLEDGMENTS. We thank the American Institute of Indian Studies
(Delhi), Bhopal Nobles Postgraduate College (Udaipur), the Indian Forest
Service, the Indian Institute of Forest Management (Bhopal), the Madhya
Pradesh Forest Department, the Sheopur District Collector, Sanrakshan
Trust, and Kuno’s staff and officers. As individuals, we particularly thank
Dr. Mohan Lal Advani, Dr. Debashish Debnath, Alok Jain, Dr. Yuvraj Singh
Jhala, Ms. Mini Raji Kumar, Dr. Pradeep Kumar, Mike Lacy, Ms. PurnimaMehta,
A. K. Misra, Chris Nelson, Dr. Pawla, Ghanshyam Sharma, Dr. Praveen Sharma,
and our team of Indian surveyors (Tulsi Ram Ameta, V. Chouhan, K. Singh,
Manjeet Singh, Raju Singh, and Harish Upadhyay). We gratefully acknowledge
the collaboration of the indigenous Sahariya—from Behruda, Maziran, and
many other villages in and around Kuno. Without their continual support,
this project would not have been possible. This research was supported by
National Science Foundation Grant BCS-1062787 (Principal Investigator J.G.S.
and Co-Principal Investigator S.Z.). We also thank Colorado State University,
the Monfort Foundation, and the Robert Wood Johnson Health and Society
Scholars program for their financial support. S.Z. is a Robert Wood Johnson
Health and Society Scholar.

1. Dressler WW (1991) Stress and Adaptation in the Context of Culture: Depression in

a Southern Black Community (SUNY Press, Albany, NY).
2. Gravlee CC, Dressler WW, Bernard HR (2005) Skin color, social classification, and

blood pressure in southeastern Puerto Rico. Am J Public Health 95(12):2191–2197.
3. Marmot M (2006) Health in an unequal world. Lancet 368(9552):2081–2094.
4. McDade TW (2002) Status incongruity in Samoan youth: A biocultural analysis of

culture change, stress, and immune function. Med Anthropol Q 16(2):123–150.
5. McEwen BS (1998) Stress, adaptation, and disease. Allostasis and allostatic load. Ann

N Y Acad Sci 840(1):33–44.
6. McEwen BS (2002) The End of Stress As We Know It (The National Academies,

Washington, DC).
7. McEwen BS, Stellar E (1993) Stress and the individual. Mechanisms leading to disease.

Arch Intern Med 153(18):2093–2101.
8. Moerman DE, et al. (1979) Anthropology of symbolic healing. Curr Anthropol 20(1):

59–80.
9. Panter-Brick C, Worthman CM (2008) Hormones, Health and Behaviour: A Socio-

ecological and Lifespan Perspective (Cambridge Univ Press, Cambridge, UK).
10. Sapolsky RM (1996) Why stress is bad for your brain. Science 273(5276):749–750.
11. Sapolsky RM (1998) Why Zebras Don’t Get Ulcers—A Guide to Stress, Stress-Related

Disorders and Coping (W. H. Freeman Publishers, New York).
12. Sapolsky RM (2004) Social status and health in humans and other animals. Annu Rev

Anthropol 33:393–418.
13. Sapolsky RM, Krey LC, McEwen BS (1986) The neuroendocrinology of stress and

aging: The glucocorticoid cascade hypothesis. Endocrine Reviews 7(3):284–301.
14. Wilce JM, Jr (2004) Social and Cultural Lives of Immune Systems (Routledge, London).
15. Wilkinson RG, Marmot MG (2003) Social Determinants of Health: The Solid Facts

(World Health Organization, Copenhagen, Denmark).
16. Worthman CM, Plotsky P, Schechter P (2010) Formative Experiences: The Interaction

of Care Given, Culture, and Developmental Psychobiology, ed Cummings C (Cam-

bridge Univ Press, Cambridge, UK).
17. Bailey SM, Murnane JP (2006) Telomeres, chromosome instability and cancer. Nucleic

Acids Res 34(8):2408–2417.
18. Blackburn EH (1991) Structure and function of telomeres. Nature 350(6319):569–573.
19. Blackburn EH, Epel ES (2012) Telomeres and adversity: Too toxic to ignore. Nature

490(7419):169–171.
20. Cawthon RM, Smith KR, O’Brien E, Sivatchenko A, Kerber RA (2003) Association

between telomere length in blood and mortality in people aged 60 years or older.

Lancet 361(9355):393–395.
21. Fossel M (2000) Role of cell senescence in human aging. J Anti Aging Med 3(1):91–98.
22. Frenck RW, Jr, Blackburn EH, Shannon KM (1998) The rate of telomere sequence loss

in human leukocytes varies with age. Proc Natl Acad Sci USA 95(10):5607–5610.

23. Epel ES (2009) Telomeres in a life-span perspective: A new “psychobiomarker”? Curr
Dir Psychol Sci 18(1):6–10.

24. Njajou OT, et al.; Health ABC Study (2009) Association between telomere length,
specific causes of death, and years of healthy life in health, aging, and body com-
position, a population-based cohort study. J Gerontol A Biol Sci Med Sci 64(8):
860–864.

25. Armanios M, et al. (2009) Short telomeres are sufficient to cause the degenerative
defects associated with aging. Am J Hum Genet 85(6):823–832.

26. Jacobs TL, et al. (2011) Intensive meditation training, immune cell telomerase ac-
tivity, and psychological mediators. Psychoneuroendocrinology 36(5):664–681.

27. Lin J, Epel E, Blackburn E (2012) Telomeres and lifestyle factors: Roles in cellular
aging. Mutat Res 730(1-2):85–89.

28. Epel ES, et al. (2004) Accelerated telomere shortening in response to life stress. Proc
Natl Acad Sci USA 101(49):17312–17315.

29. Damjanovic AK, et al. (2007) Accelerated telomere erosion is associated with a de-
clining immune function of caregivers of Alzheimer’s disease patients. J Immunol
179(6):4249–4254.

30. Shalev I, et al. (2013) Exposure to violence during childhood is associated with
telomere erosion from 5 to 10 years of age: A longitudinal study. Mol Psychiatry
18(5):576–581.

31. Kananen L, et al. (2010) Childhood adversities are associated with shorter telomere
length at adult age both in individuals with an anxiety disorder and controls. PLoS
One 5(5):e10826.

32. Tyrka AR, et al. (2010) Childhood maltreatment and telomere shortening: Pre-
liminary support for an effect of early stress on cellular aging. Biol Psychiatry 67(6):
531–534.

33. Humphreys J, et al. (2012) Telomere shortening in formerly abused and never
abused women. Biol Res Nurs 14(2):115–123.

34. Simon NM, et al. (2006) Telomere shortening and mood disorders: Preliminary
support for a chronic stress model of accelerated aging. Biol Psychiatry 60(5):
432–435.

35. Hartmann N, Boehner M, Groenen F, Kalb R (2010) Telomere length of patients with
major depression is shortened but independent from therapy and severity of the
disease. Depress Anxiety 27(12):1111–1116.

36. Cherkas LF, et al. (2006) The effects of social status on biological aging as measured
by white-blood-cell telomere length. Aging Cell 5(5):361–365.

37. Robertson T, et al. (2012) Is socioeconomic status associated with biological aging as
measured by telomere length? Epidemiol Rev 35(1):98–111.

38. Henrich J, Heine SJ, Norenzayan A (2010) Most people are not WEIRD. Nature
466(7302):29.

39. Henrich J, Heine SJ, Norenzayan A (2010) Beyond WEIRD: Towards a broad-based
behavioral science. Behav Brain Sci 33(2-3):111–135.

††Including terms for the number of telomeres measured per cell and the number of cells
per person are crucial statistical adjustments, as the average fluorescence of telomeres
declines measurably in the number of telomeres measured per cell and in the number of
cells retrieved per person.

Zahran et al. PNAS | Published online February 17, 2015 | E935

A
N
TH

RO
PO

LO
G
Y

PN
A
S
PL

U
S



40. Preston SH (1975) The changing relation between mortality and level of economic
development. Popul Stud (Camb) 29(2):231–248.

41. Preston SH (2007) The changing relation between mortality and level of economic
development. Population Studies, Vol. 29, No. 2, July 1975. Int J Epidemiol 36(3):
484–490.

42. Bloom DE, Canning D (2000) Policy forum: Public health. The health and wealth of
nations. Science 287(5456):1207–1209.

43. Stevenson B, Wolfers J (2008) Economic Growth and Subjective Well-Being: Re-
assessing the Easterlin Paradox (National Bureau of Economic Research, Cambridge,
MA).

44. Kabra A (2006) Impact of involuntary displacement on a tribal community (a case
study of the Sahariya Adivasi displaced from Kuno Wildlife Sanctuary, Madhya
Pradesh). Chronic Poverty and Development Policy in India, eds Mehta AK,
Shepherd A (Sage, New Delhi), pp 197–222.

45. Zahid MA, Motaal MAA, Razik MA (2001) Psychiatric morbidity among medical out-
patients in Kuwait: Evaluation of a somatic inventory to identify the psychiatric from
the non-psychiatric patients. Med Princ Pract 10(1):23–28.

46. UNHCR (2013) Displacement: The New 21st Century Challenge (United Nations High
Commissioner for Refugees, Geneva).

47. UNHCR (2014) War’s Human Costs: UNHCR Global Trends 2013 (United Nations High
Commissioner for Refugees, Geneva).

48. Diez Roux AV, et al. (2009) Race/ethnicity and telomere length in the Multi-Ethnic
Study of Atherosclerosis. Aging Cell 8(3):251–257.

49. Geronimus AT, et al. (2010) Do US black women experience stress-related acceler-
ated biological aging? Hum Nat 21(1):19–38.

50. RewakM, et al. (2014) Race-related health disparities and biological aging: Does rate
of telomere shortening differ across blacks and whites? Biol Psychol 99:92–99.

51. Hunt SC, et al. (2008) Leukocyte telomeres are longer in African Americans than in
whites: The National Heart, Lung, and Blood Institute Family Heart Study and the
Bogalusa Heart Study. Aging Cell 7(4):451–458.

52. Fitzpatrick AL, et al. (2011) Leukocyte telomere length and mortality in the Car-
diovascular Health Study. J Gerontol A Biol Sci Med Sci 66(4):421–429.

53. Zhu H, et al. (2011) Leukocyte telomere length in healthy Caucasian and African-
American adolescents: Relationships with race, sex, adiposity, adipokines, and
physical activity. J Pediatr 158(2):215–220.

54. Chae DH, et al. (2014) Discrimination, racial bias, and telomere length in African-
American men. Am J Prev Med 46(2):103–111.

55. Surtees PG, et al. (2011) Life stress, emotional health, and mean telomere length in
the European Prospective Investigation into Cancer (EPIC)-Norfolk population study.
J Gerontol A Biol Sci Med Sci 66(11):1152–1162.

56. Choi J, Fauce SR, Effros RB (2008) Reduced telomerase activity in human T lympho-
cytes exposed to cortisol. Brain Behav Immun 22(4):600–605.

57. von Zglinicki T (2002) Oxidative stress shortens telomeres. Trends Biochem Sci 27(7):
339–344.

58. Haendeler J, Hoffmann J, Brandes RP, Zeiher AM, Dimmeler S (2003) Hydrogen
peroxide triggers nuclear export of telomerase reverse transcriptase via Src kinase
family-dependent phosphorylation of tyrosine 707. Mol Cell Biol 23(13):4598–4610.

59. Haendeler J, et al. (2004) Antioxidants inhibit nuclear export of telomerase reverse
transcriptase and delay replicative senescence of endothelial cells. Circ Res 94(6):
768–775.

60. Epel ES, et al. (2006) Cell aging in relation to stress arousal and cardiovascular disease
risk factors. Psychoneuroendocrinology 31(3):277–287.

61. Parks CG, et al. (2009) Telomere length, current perceived stress, and urinary stress
hormones in women. Cancer Epidemiol Biomarkers Prev 18(2):551–560.

62. von Zglinicki T, Pilger R, Sitte N (2000) Accumulation of single-strand breaks is the
major cause of telomere shortening in human fibroblasts. Free Radic Biol Med 28(1):
64–74.

63. Needham BL, et al. (2014) Depression, anxiety and telomere length in young adults:
Evidence from the National Health and Nutrition Examination Survey. Mol Psychiatry,
10.1038/mp.2014.89.

64. Adam EK (2006) Transactions among adolescent trait and state emotion and diurnal
and momentary cortisol activity in naturalistic settings. Psychoneuroendocrinology
31(5):664–679.

65. Adam EK, Hawkley LC, Kudielka BM, Cacioppo JT (2006) Day-to-day dynamics of
experience—cortisol associations in a population-based sample of older adults. Proc
Natl Acad Sci USA 103(45):17058–17063.

66. Granger DA, Kivlighan KT, el-Sheikh M, Gordis EB, Stroud LR (2007) Salivary
α-amylase in biobehavioral research: Recent developments and applications. Ann
N Y Acad Sci 1098(1):122–144.

67. Juster R-P, McEwen BS, Lupien SJ (2010) Allostatic load biomarkers of chronic stress
and impact on health and cognition. Neurosci Biobehav Rev 35(1):2–16.

68. Kirschbaum C, Hellhammer DH (1994) Salivary cortisol in psychoneuroendocrine
research: Recent developments and applications. Psychoneuroendocrinology 19(4):
313–333.

69. Lindau ST, McDade TW (2008) Minimally-invasive and innovative methods for bio-
measure collection in population-based research. National Research Council (US)
Committee on Advances in Collecting and Utilizing Biological Indicators and Genetic
Information in Social Science Surveys. Biosocial Surveys, eds Weinstein M, Vaupel JW,
Wachter KW (The National Academies, Washington, DC), pp 251–277.

70. McDade TW (2008) Challenges and opportunities for integrative health research in
the context of culture: A commentary on Gersten. Soc Sci Med 66(3):520–524.

71. Nater UM, Rohleder N (2009) Salivary alpha-amylase as a non-invasive biomarker for
the sympathetic nervous system: Current state of research. Psychoneuroendocrinology
34(4):486–496.

72. Worthman CM, Costello EJ (2009) Tracking biocultural pathways in population
health: The value of biomarkers. Ann Hum Biol 36(3):281–297.

73. Meeker AK, et al. (2002) Telomere length assessment in human archival tissues:
Combined telomere fluorescence in situ hybridization and immunostaining. Am J
Pathol 160(4):1259–1268.

74. Canela A, Vera E, Klatt P, Blasco MA (2007) High-throughput telomere length
quantification by FISH and its application to human population studies. Proc Natl
Acad Sci USA 104(13):5300–5305.

75. Quimby JM, et al. (2013) Feline chronic kidney disease is associated with shortened
telomeres and increased cellular senescence. Am J Physiol Renal Physiol 305(3):
F295–F303.

76. Vera E, Blasco MA (2012) Beyond average: Potential for measurement of short telo-
meres. Aging (Albany NY) 4(6):379–392.

77. Shay JW (2014) Are short telomeres hallmarks of cancer recurrence? Clin Cancer Res
20(4):779–781.

78. Thomas P, et al. (2009) Buccal micronucleus cytome assay. Nat Protoc 4(6):825–837.
79. Cernea MM (2006) Re-examining “displacement”: A redefinition of concepts in de-

velopment and conservation policies. Soc Change 36(1):8–35.
80. Cernea MM (2011) Broadening the definition of “population displacement”: Geog-

raphy and economics in conservation policy. Resettling Displaced People: Policy and
Practice in India, ed Mathur HM (Routledge, London), pp 85–119.

81. Mathur HM (2011) Introduction and overview. Resettling Displaced People: Policy
and Practice in India, ed Mathur HM (Routledge, London), pp 1–21.

82. Cernea M (1997) The risks and reconstruction model for resettling displaced pop-
ulations. World Dev 25(10):1569–1587.

83. Cernea MM (2000) Risks, safeguards and reconstruction: A model for population
displacement and resettlement. Econ Polit Wkly 35(41):3659–3678.

84. Cernea MM, MacDowell C (2000) Risks and Reconstruction: Experiences of Resettlers
and Refugees (World Bank Publications, Washington, DC).

85. Fischer HW (1998) Response to Disaster: Fact Versus Fiction and Its Perpetuation-The
Sociology of Disaster (University Press of America, Lanham, MD).

86. McFarlane AC, Norris FH (2006) Definitions and concepts in disaster research.
Methods for Disaster Mental Health Research, eds Norris FH, Galea S, Friedman MJ,
Watson PJ (The Guilford Press, New York), pp 3–19.

87. Granger DA, et al. (2012) Focus on methodology: Salivary bioscience and research on
adolescence: An integrated perspective. J Adolesc 35(4):1081–1095.

88. Out D, Granger DA, Sephton SE, Segerstrom SC (2013) Disentangling sources of in-
dividual differences in diurnal salivary α-amylase: Reliability, stability and sensitivity
to context. Psychoneuroendocrinology 38(3):367–375.

89. Baker R, Panter-Brick C, Todd A (1996) Methods used in research with street children
in Nepal. Childhood 3(2):171–193.

90. Fernald LC, Gunnar MR (2009) Poverty-alleviation program participation and salivary
cortisol in very low-income children. Soc Sci Med 68(12):2180–2189.

91. Hruschka DJ, Kohrt BA,Worthman CM (2005) Estimating between- andwithin-individual
variation in cortisol levels using multilevel models. Psychoneuroendocrinology 30(7):
698–714.

92. Kohrt BA, et al. (2014) Child abuse, disruptive behavior disorders, depression, and
salivary cortisol levels among institutionalized and community-residing boys in
Mongolia. Asia Pac Psychiatry, 10.1111/appy.12141.

93. Kozlov AI, Kozlova MA (2014) Cortisol as a marker of stress. Human Physiology
40(2):224–236.

94. Nyberg CH (2012) Diurnal cortisol rhythms in Tsimane’ Amazonian foragers: New
insights into ecological HPA axis research. Psychoneuroendocrinology 37(2):178–190.

95. Worthman CM, Panter-Brick C (2008) Homeless street children in Nepal: Use of al-
lostatic load to assess the burden of childhood adversity. Dev Psychopathol 20(1):
233–255.

96. Mumford DB, et al. (1991) The Bradford Somatic Inventory. A multi-ethnic inventory
of somatic symptoms reported by anxious and depressed patients in Britain and the
Indo-Pakistan subcontinent. Br J Psychiatry 158(3):379–386.

97. Babizhayev MA, Yegorov YE (2011) Smoking and health: Association between telo-
mere length and factors impacting on human disease, quality of life and life span in
a large population-based cohort under the effect of smoking duration. Fundam Clin
Pharmacol 25(4):425–442.

98. Paul L (2011) Diet, nutrition and telomere length. J Nutr Biochem 22(10):895–901.
99. Sanders JL, Newman AB (2013) Telomere length in epidemiology: A biomarker of

aging, age-related disease, both, or neither? Epidemiol Rev 35(1):112–131.
100. Booth A, Granger DA, Shirtcliff EA (2008) Gender-and age-related differences in the

association between social relationship quality and trait levels of salivary cortisol.
J Res Adolesc 18(2):239–260.

101. Rabe-Hesketh S, Skrondal A (2008) Generalized linear mixed-effects models. Lon-
gitud Data Anal, eds Fitzmaurice G, Davidian M, Verbeke G, Molenberghs G (CRC
Press, Boca Raton, FL), Chap 4.

E936 | www.pnas.org/cgi/doi/10.1073/pnas.1411902112 Zahran et al.

www.pnas.org/cgi/doi/10.1073/pnas.1411902112



