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Biobehavioral Modulation of the Exosome Transcriptome
in Ovarian Carcinoma

Susan K. Lutgendorf, PhD (2234 premal H. Thaker, MD®; Jesusa M. Arevalo, BS®’; Michael J. Goodheart, MD?%;
George M. Slavich, PhD”8; Anil K. Sood, MD®'°": and Steve W. Cole, PhD®”®

BACKGROUND: Social factors in the patient macroenvironment have been shown to influence molecular events in the tumor microen-
vironment and thereby influence cancer progression. However, biomarkers providing a window into the longitudinal effects of biobe-
havioral factors on tumor biology over time are lacking. Exosome analysis is a novel strategy for in vivo monitoring of dynamic
changes in tumor cells. This study examined exosomal profiles from patients with low or high levels of social support for epithelial-
mesenchymal transition (EMT) polarization and gene expression related to inflammation and B-adrenergic signaling. METHODS: Exo-
somes were isolated from plasma sampled from a series of 40 women before primary surgical resection of advanced-stage, high-
grade ovarian carcinoma. Samples were selected for analysis on the basis of extremes of low and high levels of social support. After
exosomal isolation and RNA extraction, a microarray analysis of the transcriptome was performed. RESULTS: Primary analyses identi-
fied significant upregulation of 67 mesenchymal-characteristic gene transcripts and downregulation of 63 epithelial-characteristic
transcripts in patients with low social support; this demonstrated increased EMT polarization (P=.0002). Secondary analyses using
promoter sequence bioinformatics supported a priori hypotheses linking low social support to 1) increased activity of cyclic adeno-
sine monophosphate response element binding protein (CREB)/activating transcription factor (ATF) family transcription factors that
mediate the B-adrenergic response to catecholamines via the cyclic adenosine monophosphate/protein kinase A signaling pathway
(mean fold change for CREB: 2.24 = 0.65; P=.0019; mean fold change for ATF: 2.00 + 0.55; P=.0049) and 2) increased activity of
the proinflammatory nuclear factor kB/Rel family of transcription factors (mean fold change: 2.10 + 0.70; P =.0109). CONCLUSIONS:
These findings suggest the possibility of leveraging exosomes as a noninvasive assessment of biobehavioral factors to help to direct
personalized treatment approaches. Cancer 2018;124:580-6. © 2077 American Cancer Society.
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INTRODUCTION

Biobehavioral influences on the macroenvironment of the cancer patient’s body have been shown to influence molecular
events in the tumor microenvironment and thereby modulate cancer progression." Perceptions of threats or challenges
mediated by the central nervous system activate multiple downstream pathways, including the sympathetic nervous system
and the hypothalamic-pituitary-adrenal axis.* Preclinical evidence has demonstrated direct effects of f-adrenergic signal-
ing and neuroendocrine hormones on key molecular processes promoting the metastasis of solid tumors, including angio-
genesis, epithelial-mesenchymal transition (EMT), invasion, chemoresistance, and downregulation of cellular immunity
and anoikis.*® One biobehavioral factor that has shown consistent links to cancer-related clinical outcomes is social sup-
port,7‘12 which can be defined as an individual’s degree of perceived satisfaction with social relationships.la’14 Women
with ovarian cancer reporting lower levels of emotional social support have demonstrated poorer innate immunity'” and
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higher levels of disease-related biomarkers linked to angiogenesis, inflammation, and invasion in the tumor microen-

vironment. Moreover, ovarian cancer patients with poorer emotional social support have shown a median survival at least
. . . . . .. . 1
1.5 years shorter than that of patients with higher levels of social support, even after adjustments for clinical covariates."”
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It has been difficult to assess the longitudinal impact
of biobehavioral factors such as social support on tumor
dynamics because of the lack of reliable circulating blood
biomarkers of tumor biology. The use of exosomal profil-
ing represents a novel strategy for in vivo monitoring of
tumor biology and for the assessment of dynamic changes
occurring in tumor cells in the context of biobehavioral
factors.”® Exosomes are intact cell-derived vesicles shed
from both normal and tumor cells that are involved in
intercellular signaling.”' Tumors are the primary source
of circulating exosomes in cancer patients, who have high
levels of exosome shedding.22 Tumor-derived exosomes
are representative of the cells from which they are derived.
They have similar molecular compositions™ and express a
variety of tumor antigens that are characteristic of the
originating tumor cells.”* Recent studies have demon-
strated the validity of these plasma-derived cell fragments
as “non-invasive liquid biopsies.”**** Exosomal profiling
is starting to be used in the development of biomarkers for
early detection, diagnosis, and therapy in cancer.”> To
date, however, this technology has not been harnessed to
examine the effects of biobehavioral factors on cancer
biology.

In the current study, we sought to determine
whether transcriptional profiling of plasma-derived exo-
somes from women with invasive epithelial ovarian cancer
could be used to assess transcriptional alterations associ-
ated with the biobehavioral risk factor of low social sup-
port. To do this, we assessed genome-wide transcriptional
profiles in exosomes derived from plasma of ovarian can-
cer patients with low or high levels of social support.
Next, we used a targeted hypothesis-testing bioinformat-
ics strategy to assess EMT polarization and transcription
factor activation.”® On the basis of recent observations
showing that f-adrenergic signaling polarizes ovarian
tumor cells from an epithelial phenotype to a more
mesenchymal phenotype (S.W.C., SK.L., and AK.S,,
unpublished data, 2017), we hypothesized that exosomal
profiles from patients with low versus high levels of social
support would demonstrate greater polarization of EMT-
related gene transcripts. Furthermore, on the basis of find-
ings from multiple studies indicating that psychosocial
factors such as social support and/or stress reduction are
related to the expression of genes regulating f-adrenergic
2730 we hypothesized that
exosomes from patients with low social support versus

and inflammatory signaling,

high social support would show upregulated expression of
genes related to inflammation (ie, genes regulated by
nuclear factor kB [NF-xB]/Rel transcription factors) and
p-adrenergic signaling (genes regulated by cyclic
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adenosine monophosphate response element binding pro-
tein [CREB]/activating transcription factor [ATF] fac-
tors). Based on related data,?”**3!

also examined whether patients with low social support

exploratory analyses

would have downregulated expression of genes related to
the cellular immune response and to glucocorticoid
receptors.

MATERIALS AND METHODS

Participants

Exosome samples were isolated from plasma sampled
from a series of 40 women before primary surgical resec-
tion of stage IIT and IV ovarian cancer at 3 clinical sites:
the University of lowa (n = 33), the University of Miami
(n=1), and Washington University (n=06). These
patients were sampled from a larger series of 240 adult
women diagnosed with advanced-stage, high-grade serous
epithelial ovarian, peritoneal, or fallopian tube cancer.
Patient samples were selected for analysis on the basis of
extremes of low or high levels of social support, as described
later. The exclusion criteria were the presence of nonepithe-
lial ovarian tumors, metastases to the ovaries from other
organs, a previous cancer diagnosis, regular use of systemic
steroid medication in the last month, the presence of a
comorbid condition with known effects on the immune
system (eg, autoimmune diseases), and an inability to accu-
rately answer questions (eg, dementia). All procedures were
approved by institutional review boards at the clinical sites,
and all patients provided signed informed consent.

Procedures

Participants were recruited at an initial clinic visit; they
completed a psychosocial assessment and provided demo-
graphic information at home approximately 1 to 14 days
before their surgical resection. Blood sampling was per-
formed the morning of the surgery. Social support was
assessed with the Attachment subscale of the Social Provi-
sions Scale.”® According to a priori hypotheses derived
from previous studies of biobehavioral risk factors in ovar-

17:19:33:34 hioh psychosocial risk was defined by
a Social Provisions Scale Attachment score lower than 15

ian cancer,

(the median value). Background demographic charac-
teristics (age, ethnicity, and socioeconomic status) were
assessed as potential confounders. Ancillary analyses
assessed social support as a continuous variable.

Whole blood collected in EDTA sodium tubes was
centrifuged at room temperature for 15 minutes at
2200 rpm. Plasma was collected, aliquoted into 1-mL
cryovials, and frozen immediately at —80°C. Heparin-
treated plasma (1 mL) was spun down at 10,000 rpm for
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10 minutes. Exosomes were then isolated from the super-
natant with the ExoQuick reagent (System Biosciences,
Mountain View, California). Exosomal RNA extraction
was performed with the SeraMiR Exosome RNA Purifi-
cation Kit (System Biosciences). The quantity and quality
of the RNA were determined with an Agilent Bioanalyzer
2100 and an RNA 6000 Pico Kit (Agilent Technologies,
Santa Clara, California). Exosomal RNA is stable and
does not change significantly with storage®”; samples
were stored at —70°C until the analysis. One sample had
insufficient RNA vyield thus final analyses were based on
tissue from 39 patients.

Transcriptome Profiling

Exosomal RNA samples were converted into comple-
mentary DNA (NuGEN Pico WTA System V2) and
hybridized to Illumina HT-12v4 bead arrays at the
Neuroscience Genomics Core Laboratory (University of
California Los Angeles) according to the manufacturer’s
standard protocol. Resulting data were tested for valid
probe fluorescence distributions (this resulted in the rejec-
tion of 1 sample that yielded insufficient complementary
DNA), quantile-normalized, and log,-transformed for
analysis.

Transcription Factor Bioinformatics

The primary hypothesis regarding EMT-related gene
expression was tested with a 130-gene signature previously
derived to discriminate between epithelial-polarized
and mesenchymal-polarized breast cancer cells.”” Using
this a priori defined gene set, we tested whether the
average expression of the 67 mesenchymal-characteristic
genes and the average expression of the 63 epithelial-
characteristic genes differed significantly between patients
with low high levels of social support and patients with
high levels of social support; we controlled for differences
in age, race, body mass index, and smoking history, which
could confound the effects of social support on the out-
comes of interest. Ancillary analyses also tested whether
effects were independent of the disease stage (IIIA/B,
HIC, or IV), hypertension and chronic or perioperative
use of f-blockers, and antidepressant use. The differential
expression of each gene was estimated with a standard lin-
ear statistical model relating quantile-normalized, log,-
transformed transcript abundance estimates to social
support (scored as 1 for low or 0 for high) while we con-
trolled for a 1/0 indicator of white race, continuous age
(years), continuous body mass index (kg/mz, and a 1/0
indicator of smoking history. The average differential
expression estimate across the a priori specified gene set
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was tested for statistical significance using a standard error
of the mean derived by bootstrap resampling of linear
model residual vectors across genes (ie, we accounted for
any potential correlation among genes).*® We also exam-
ined potential differences in a 130-gene composite EMT
score that weighted all mesenchymal genes as +1 and all
epithelial genes as —1 when the average composite score
was computed.

Secondary hypotheses concerning the role of CREB/
ATF and NF-xB/Rel transcription factors were tested
with the Transcription Element Listening System
(TELIS) promoter sequence—based bioinformatics analy-
sis, as previously described.*® This analysis used as input a
list of all genes showing >1.25-fold differential expression
between low and high social support groups, with up- and
downregulated genes tested for the differential prevalence
of CREB and ATF transcription factor-binding motifs
(TFBMs; TRANSFAC V$CREB_02 and V$ATEF_01
position-specific weight matrices, respectively) and NF-
kB TFBMs (VSNFKB_C). The log,-transformed ratios
of TFBM prevalence in upregulated and downregulated
promoters were computed for 9 combinations of 3 core
promoter lengths (—300, —600, and —1000 to + 200 bp
with respect to the RefSeq gene transcription start site)
and 3 TFBM detection stringencies (TRANSFAC Mat-
Sim values of 0.80, 0.90, and 0.96), with log ratios aver-
aged over all 9 parametric combinations and tested for
statistical significance using a standard error of the mean
derived via bootstrap resampling of linear model residual
vectors across genes (ie, accounting for any potential cor-
relation among genes).*® Ancillary sensitivity analyses
examined the stability of results with an alternative differ-
ential expression cut point of 1.15- or 1.35-fold.

RESULTS

All patients were diagnosed with advanced-stage, high-
grade serous disease (87.2% [n = 34] at stage III [2 at
IIIA, 1 at IIIB, and 31 at IIIC] and 12.8% [n = 5] at stage
IV). The average age was 62.9 years, and 97.4% of the
patients were white non-Hispanic (1 Native American/
Alaskan Native). Household incomes ranged from less
than $5000 to more than $80,000 annually (annual
median income, $30,000-$40,000).

Primary analyses examined whether exosome sam-
ples from patients with low social support would show
greater abundance of EMT-related gene transcripts in
comparison with patients with high social supporg
they controlled for age, race, body mass index, and smok-
ing history. In an analysis of a single composite score
defined by 130 gene transcripts previously identified as
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mRNA expression in low social support
(log2 difference from high-support)
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Figure 1. Differential expression of mRNA from epithelial and
mesenchymal gene sets in exosome samples from patients
with low levels of social support versus high levels. mRNA
indicates messenger RNA.

Epithelial

Mesenchymal

EMT-related,” with 67 mesenchymal-characteristic tran-
scripts weighted as +1 and 63 epithelial-characteristic
transcripts weighted as —1, exosomes from patients with
low social support showed increased EMT polarization
(average score difference: +0.028 = 0.007 log, messen-
ger RNA [mRNA] abundance; 2= .0002). In separate
analyses of the 67 mesenchymal-characteristic genes and
the 63 epithelial-characteristics (Fig. 1), low-support
patients showed increased expression of the mesenchymal
gene composite (+0.045 = 0.012 log, mRNA abun-
dance; P=.0004) but no difference in the expression of
the epithelial gene composite (-0.009 £ 0.008 log,
mRNA abundance; P = .2862).

Low social support was also associated with EMT
polarization of exosome RNA profiles in ancillary analyses
that additionally controlled for the tumor stage (IIIA/B,
IIC, or IV;+0.029 *0.006; P<.0001), for hyper-
tension and chronic or perioperative f-blocker use
(+0.027 £0.006; P<.0001), and for antidepressant
use (+0.028 = 0.007; P=.0002). Similar results also
emerged when social support was analyzed as a continu-
ous variable (—0.012 £ 0.004 log, EMT mRNA abun-
dance per Social Provisions Scale Attachment score
standard deviation; 2 = .0030).

To test our secondary hypotheses regarding potential
transcription control pathways that may mediate the
observed shift in exosome mRNA abundance, we con-
ducted a TELIS bioinformatics analysis of transcription fac-
tor-binding site prevalence in promoters of all gene
transcripts that were found to differ in average expression
by 1.25-fold or more across low versus high social support
exosome samples (Fig. 2). The results supported the a priori
hypothesis linking low social support to increased activity
of CREB/ATF family transcription factors, which mediate
the f-adrenergic response to catecholamines through the
cyclic adenosine monophosphate/protein kinase A signaling
pathway (mean fold change for CREB: 2.24 * 0.65;
P=.0019; mean fold change for ATF: 2.00 % 0.55;
P=.0049). The results also supported the a priori
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TFBM ratio (log2 low/high support)
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Figure 2. Transcription Element Listening System bioinfor-
matics analysis of transcription factor-binding site prevalence
in promoters of gene transcripts that differed in average
expression by 1.25-fold or greater in low and high social sup-
port exosome samples. ATF indicates activating transcription
factor; CREB, cyclic adenosine monophosphate response ele-
ment binding protein; NF-xB, nuclear factor kB; TFBM, tran-
scription factor-binding motif.

hypothesis linking low social support to increased activity
of the proinflammatory NF-xB/Rel family of transcription
factors (mean fold change: 2.10 = 0.70; 2= .0109). Simi-
lar indications of CREB and NF-«B activation emerged in
sensitivity analyses that used alternative fold-difference
thresholds for identifying differentially expressed genes (eg,
1.15- or 1.35-fold; all P values < .05).

Ancillary exploratory analyses also identified decreased
activity of the glucocorticoid receptor (0.73 £0.11; P=
.0450) as well as several findings that were not hypothesized
a priori, including indications of decreased activity of C/
EBP (0.70+0.10; P=.0181), GATAl (0.88 = 0.05;
P=.0397), and GATA2 (0.86+ 0.06; P=.0227) and
increased activity of aryl hydrocarbon receptors (2.03 =
0.47; P=.0009), EVI (2.38 =1.08; P=.0216), MYB
(1.22%£0.10; P=.0177), and ETS family transcription
factors (1.29 = 0.14; P = .0146) in patients with low levels
of social support.

DISCUSSION

The key finding of this study is that plasma-derived exo-
somes from ovarian cancer patients show differential
mRNA profiles related to increased EMT polarization, f-
adrenergic activity, and inflammation, which were struc-
tured as a function of a biobehavioral risk factor, namely,
patients’” levels of social support. Specifically, exosomes
from patients with low social support showed increased
expression of EMT-related gene transcripts in comparison
with their counterparts with high social support, and this
reflected increased expression of a composite of mesen-
chymal genes. In addition, patients with low social sup-
port demonstrated greater activity of CREB/ATF family
transcription factors and the proinflammatory NF-xB/
Rel family of transcription factors. Although acute modu-
lation of the exosome proteomic and microRNA compo-
sition in response to experimental stress has been
previously demonstrated in preclinical studies,””*® the
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current study presents the first demonstration of the mod-
ulation of exosomal gene transcripts according to biobe-
havioral risk factors in a clinical population. Tumor-
derived exosomes have functional properties that can sup-
port inflammation, angiogenesis, metastasis,”” and down-
regulation of cellular immunity,”® and they are thus
thought to play biological roles in ovarian cancer progres-
sion.”>4%41 Therefore, these findings are likely to have
clinical significance.

The current findings in exosomes are consistent with
emerging data from preclinical studies showing that mes-
enchymal gene expression in primary ovarian tumors is
stimulated by f-adrenergic activation of the SNAIL and
Twist families of transcription factors (S.W.C., S.K.L,,
and A.K.S., unpublished data, 2017). These findings also
parallel data showing that the perioperative treatment of
breast cancer patients with a f-adrenergic antagonist (pro-
pranolol) and a cyclooxygenase 2 inhibitor (etodolac)
decreased EMT in the primary tumor.*? Social support
has been previously related to levels of both tumor and
ascites norepinephrine in ovarian cancer pzltients,33 sug-
gesting that these results are consistent with biobehavioral
modulation of f-adrenergic signaling with downstream
effects on mesenchymal cell polarization.

The secondary analyses parallel previous findings
from our group indicating activation of CREB/ATF and
NEF-kB/Rel family TFBMs within promoters of upregu-
lated genes in tumors from ovarian cancer patients with
low social support and high depressive symptoms.**
These findings also are consistent with lower NF-xB/Rel
family TFBM expression in the leukocyte transcriptome
of breast cancer patients who participated in a 10-week

. . .2
soc1al support and stress management mtervention. J

CREB/ATF mediates f-adrenergic signaling, which in
turn promotes multiple pathways involved in angio-
genesis, invasion, and metastasis.” NF-xB/Rel mediates
inflammation and is linked to many tumor-promoting
pathways as well; chronic inflammation has also been
implicated in the progression and recurrence of several

. . 43,44 .
cancers, including breast cancer 344 and ovarian can-

cer.®*® Taken together with the EMT data described
previously, these findings suggest that the patterns
observed in the exosome transcriptome of ovarian cancer
patients according to biobehavioral factors mirror the pat-
terns observed in the primary tumor. Exosomal signaling
enables long-range communication between cells within
an organism, and this suggests that exosomal signaling
may provide an additional pathway by which biobehav-
ioral processes can influence a cancer’s biology and treat-

19
ment response.
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There is a substantial literature linking biobehavioral
factors such as stress, depression, and social support to dis-
case progression in a variety of cancers,'”* and the
molecular mechanisms underlying these relationships are
being elucidated in both clinical'"**** and preclinical
settings.4’50 The current data extend this work in an
important new direction by suggesting that longitudinal
sampling of exosomes may potentially be applied to track
changes in tumor biology that stem from changing biobe-
havioral conditions (eg, in response to a social support
intervention).

Limitations

Although most exosomes captured in the circulating
blood of cancer patients are tumor-derived, it is possible
that some of the transcriptional activity observed was in
exosomes derived from normal cells. However, even if the
exosome transcriptome described here reflects activities of
various nontumor cells, these findings still demonstrate
EMT polarization and modulation of f-adrenergic and
inflammatory signaling pathways paralleling social envi-
ronmental risk that would have downstream effects
regardless of the source. Another limitation is that the spe-
cific gene expression profiles used to define epithelial and
mesenchymal transcripts® are derived from breast cancer
cell lines and may not fully reflect the genomic signature
of EMT in epithelial ovarian cancer.

Conclusions and Clinical Significance

The current study demonstrates differential EMT polari-
zation of plasma-derived exosomes structured according
to levels of a known biobehavioral risk factor, low social
support, in ovarian cancer patients. Social supportand the
downstream effects of f-adrenergic signaling have been
previously related to a variety of molecular pathways
implicated in ovarian cancer survival. The current data
extend this work by supporting the possibility of using
exosomes as a noninvasive liquid biopsy to assess the
effects of biobehavioral factors and help to direct perso-
nalized treatment approaches for cancer that optimize
patient-level physiological influences on cancer biology.
As the development of exosomal-based biomarkers pro-
gresses, exosome RNA profiling could potentially be used
as an indication for earlier biobehavioral or pharmacologi-
cal interventions for cancer survivors.

FUNDING SUPPORT

This research was supported in part by the National Institutes of
Health through grants CA193249 and CA140933 (Susan K. Lut-
gendorf), CA109298 (Anil K. Sood), AG017265 and AG043404
(Steve W. Cole), and P30CA086862 (principal investigator George

Cancer  February 1, 2018



Exosome Transcriptome in Ovarian Cancer/Lutgendorf et al

Weiner). The content is solely the responsibility of the authors and
does not necessarily represent the official views of the National
Institutes of Health.

CONFLICT OF INTEREST DISCLOSURES

Premal H. Thaker has performed consulting for Celsion.

AUTHOR CONTRIBUTIONS

Susan K. Lutgendorf: Principal investigator, concept and design,
funding acquisition, project administration, data analysis and inter-
pretation, manuscript writing and revision, and final approval of
the manuscript. Premal H. Thaker: Participant referrals to the
trial, design, interpretation, manuscript writing and revision, and
final approval of the manuscript. Jesusa M. Arevalo: Methodology,
investigation, data interpretation, manuscript revision, and final
approval of the manuscript. Michael J. Goodheart: Participant
referrals to the trial, design, interpretation, investigation, manu-
script revision, and final approval of the manuscript. George M.
Slavich: Design, interpretation, manuscript revision for intellectual
content, and final approval of the manuscript. Anil K. Sood: Con-
cept and design, investigation, methodology, data interpretation,
manuscript editing and revision, and final approval of the manu-
script. Steve W. Cole: Concept and design, investigation, method-
ology, data analysis, data interpretation, manuscript writing and
revision, and final approval of the manuscript.

REFERENCES

1. Antoni M, Lutgendorf SK, Cole S, et al. The influence of biobeha-
vioural factors on tumor biology: pathways and mechanisms. Naz
Rev Cancer. 2006;6:240-248.

2. Weiner H. Perturbing the Organism: The Biology of Stressful Expe-
rience. Chicago, IL: University of Chicago Press; 1992.

3. Armaiz-Pena GN, Cole SW, Lutgendorf SK, Sood AK. Neuroendo-
crine influences on cancer progression. Brain Behav Immun. 2012;
30(suppl):S19-525.

4. Cole S, Nagaraja AS, Lutgendorf SK, Green PA, Sood AK. Sympa-
thetic nervous system regulation of the tumour microenvironment.
Nat Rev Cancer. 2015;15:563-572.

5. Kang Y, Nagaraja AS, Armaiz-Pena GN, et al. Adrenergic stimula-
tion of DUSPI impairs chemotherapy response in ovarian cancer.
Clin Cancer Res. 2016;22:1713-1724.

6. Volden PA, Conzen SD. The influence of glucocorticoid signaling
on tumor progression. Brain Behav Immun. 2013;30(suppl):S26-
S31.

7. Palesh O, Buder LD, Koopman C, Giese-Davis ], Carlson R,
Spiegel D. Stress history and breast cancer recurrence. / Psychosom
Res. 2007;63:233-239.

8. Steel JL, Geller DA, Gamblin TC, Olek MC, Carr BI. Depression,
immunity, and survival in patients with hepatobiliary carcinoma.
J Clin Oncol. 2007;25:2397-2405.

9. Satin JR, Linden W, Phillips M]. Depression as a predictor of dis-
ease progression and mortality in cancer patients: a meta-analysis.
Cancer. 2009;115:5349-5361.

10. Chida Y, Hamer M, Wardle J, Steptoe A. Do stress-related psycho-
social factors contribute to cancer incidence and survival? Nat Clin
Pract Oncol. 2008;5:466-475.

11. Cohen L, Cole SW, Sood AK, et al. Depressive symptoms and corti-
sol rhythmicity predict survival in patients with renal cell carcinoma:
role of inflammatory signaling. PLoS One. 2012;7:e42324.

12. Mols F, Husson O, Roukema J, van de Poll-Franse LV. Depressive
symptoms are a risk factor for all-cause mortality: results from a pro-
spective population-based study among 3,080 cancer survivors from

the PROFILES registry. / Cancer Surviv. 2013;7:484-492.

Cancer  February 1, 2018

13. Cohen S, Wills T. Stress, social support, and the buffering hypothe-
sis. Psychol Bull. 1985;98:310-357.

14. Cutrona C, Russell D. Type of social support and specific stress:
toward a theory of optimal matching. In: Sarason BR, Sarason IG,
Pierce GR, eds. Social Support: An Interactional View. New York,
NY: Wiley; 1990.

15. Lutgendorf SK, Sood AK, Anderson B, et al. Social support, psycho-
logical distress, and natural killer cell activity in ovarian cancer.
J Clin Oncol. 2005;23:7105-7113.

16. Lutgendorf SK, Johnsen EL, Cooper B, et al. Vascular endothelial
growth factor and social support in patients with ovarian carcinoma.
Cancer. 2002;95:808-815.

17. Lutgendorf SK, Lamkin DM, Jennings NB, et al. Biobehavioral
influences on matrix metalloproteinase expression in ovarian carci-
noma. Clin Cancer Res. 2008;14:6839-6846.

18. Costanzo ES, Lutgendorf SK, Sood AK, Anderson B, Sorosky ],
Lubaroff DM. Psychosocial factors and interleukin-6 among women
with advanced ovarian cancer. Cancer. 2005;104:305-313.

19. Lutgendorf SK, DeGeest K, Bender D, et al. Social influences on
clinical outcomes of patients with ovarian cancer. / Clin Oncol.
2012;30:2885-2890.

20. Domenyuk V, Zhong Z, Stark A, et al. Plasma exosome profiling of
cancer patients by a next generation systems biology approach. Sci
Rep. 2017;7:42741.

21. Zhang HG, Grizzle WE. Exosomes: a novel pathway of local and
distant intercellular communication that facilitates the growth and
metastasis of neoplastic lesions. Am J Pathol. 2014;184:28-41.

22. Taylor DD, Gercel-Taylor C. MicroRNA signatures of tumor-
derived exosomes as diagnostic biomarkers of ovarian cancer. Gynecol
Oncol. 2008;110:13-21.

23. Henderson MC, Azorsa DO. The genomic and proteomic content
of cancer cell-derived exosomes. Front Oncol. 2012;2:38.

24. Murtaza M, Dawson SJ, Tsui DWU, et al. Non-invasive analysis of
acquired resistance to cancer therapy by sequencing of plasma DNA.
Nature. 2013;497:108-112.

25. Soung YH, Ford S, Zhang V, Chung J. Exosomes in cancer diagnos-
tics. Cancers (Basel). 2017;9:8.

26. Cole SW, Yan W, Galic Z, Arevalo ], Zack JA. Expression-based
monitoring of transcription factor activity: the TELiS database. Bio-
informatics. 2005;21:803-810.

27. Bower JE, Greendale G, Crosswell AD, et al. Yoga reduces inflam-
matory signaling in fatigued breast cancer survivors: a randomized
controlled trial. Psychoneuroendocrinology. 2014;43:20-29.

28. Creswell JD, Irwin MR, Burklund L], et al. Mindfulness-based stress
reduction training reduces loneliness and pro-inflammatory gene
expression in older adults: a small randomized controlled trial. Brain
Behav Immun. 2012;26:1095-1101.

29. Antoni MH, Lutgendorf SK, Blomberg B, et al. Cognitive-behav-
joral stress management reverses anxiety-related leukocyte transcrip-
tional dynamics. Biol Psychiatry. 2011;71:366-372.

30. Jutagir DR, Blomberg BB, Carver CS, et al. Social well-being is
associated with less pro-inflammatory and pro-metastatic leukocyte
gene expression in women after surgery for breast cancer. Breast Can-
cer Res Treat. 2017;165:169-180.

31. Antoni M, Bouchard L, Jacobs J, et al. Stress management, leukocyte
transcriptional changes and breast cancer recurrence in a randomized
trial: an exploratory analysis. Psychoneuroendocrinology. 2016;74:269-
277.

32. Cutrona CE, Russell DW. The provisions of social relationships and
adaptation to stress. Adv Pers Relationships. 1987;1:37-67.

33. Lutgendorf SK, DeGeest K, Dahmoush L, et al. Social isolation is
associated with elevated tumor norepinephrine in ovarian carcinoma
patients. Brain Behav Immun. 2010;25:250-255.

34. Lutgendorf SK, DeGeest K, Sung CY, et al. Depression, social sup-
port, and beta-adrenergic transcription control in human ovarian
cancer. Brain Bebhav Immun. 2009;23:176-183.

35. Choi YL, Bocanegra M, Kwon M, et al. LYN is a mediator of
epithelial-mesenchymal transition and a target of sasatinib in breast
cancer. Cancer Res. 2010;70:2296-23006.

36. Efron B, Tibshirani RJ. An Introduction to the Bootstrap. Boca
Raton, FL: CRC Press; 1994.

585



Original Article

37.

38.

39.

40.

41.

42.

43.

Beninson LA, Fleshner M. Exosomes: an emerging factor in stress-
induced immunomodulation. Semin Immunol. 2014;26:394-401.
Beninson LA, Brown PN, Loughridge AB, et al. Acute stressor expo-
sure modifies plasma exosome-associated heat shock protein 72
(Hsp72) and microRNA (miR-142-5p and miR-203). PLoS One.
2014;9:¢108748.

Liang B, Peng P, Chen S, et al. Characterization and proteomic
analysis of ovarian cancer—derived exosomes. / Proteomics. 2013;80:
171-182.

Peng P, Yan Y, Keng S. Exosomes in the ascites of ovarian cancer
patients: origin and effects on anti-tumor immunity. Oncol Rep.
2011;25:749-762.

Keller S, Konig A, Marme F, et al. Systemic presence and tumor-
growth promoting effect of ovarian carcinoma released exosomes.
Cancer Lett. 2009;278:73-81.

Shaashua L, Shabat-Simon M, Haldar R, et al. Perioperative COX-2
and B-adrenergic blockade improves metastatic biomarkers in breast
cancer patients in a phase-Il randomized trial. Clin Cancer Res.
2017;23:4651-4661.

Cole SW. Chronic inflammation and breast cancer recurrence.

J Clin Oncol. 2009;27:3418-3419.

586

44.

45.

46.

47.

48.

49.

50.

Pierce BL, Ballard-Barbash R, Bernstein L, et al. Elevated biomarkers
of inflammation are associated with reduced survival among breast
cancer patients. / Clin Oncol. 2009;27:3437-3444.

Karin M, Greten FR. NF-kB: linking inflammation and immunity
to cancer development and progression. Nat Rev Immunol. 2005;5:
749-759.

Kisielewski R, Tolwinska A, Mazurek A, Laudanski P. Inflammation
and ovarian cancer—current views. Ginekol Pol. 2013;84:293-297.
Dobrzycka B, Mackowiak-Matejezyk B, Terlikowska KM, Kulesza-
Bronczyk B, Kinalski M, Terlikowski SJ. Serum levels of IL-6, IL-
8 and CRP as prognostic factors in epithelial ovarian cancer. Eur
Cytrokine Netw. 2013;24:106-113.

Scambia G, Testa U, Benedetti P, et al. Prognostic significance of
IL-6 serum levels in patients with ovarian cancer. Br J Cancer. 1995;
71:352-356.

Antoni MH, Jacobs JM, Bouchard LC, et al. Post-surgical depressive
symptoms and long-term survival in non-metastatic breast cancer
patients at 11-year follow-up. Gen Hosp Psychiatry. 2017;44:16-21.
Volden PA, Wonder EL, Skor MN, et al. Chronic social isolation is
associated with metabolic gene expression changes specific to mam-
mary adipose tissue. Cancer Prev Res. 2013;6:634-645.

Cancer  February 1, 2018



