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Abstract

Background: The molecular mechanisms underlying the association between increased adiposity and aggressive
breast cancer phenotypes remain unclear, but likely involve the adipokines, leptin (LEP) and adiponectin (ADIPOQ),
and their receptors (LEPR, ADIPOR1, ADIPOR2).

Methods: We used immunohistochemistry (IHC) to assess LEP, LEPR, ADIPOQ, ADIPOR1, and ADIPOR2 expression in
breast tumor tissue microarrays among a sample of 720 women recently diagnosed with breast cancer (540 of
whom self-identified as Black). We scored IHC expression quantitatively, using digital pathology analysis. We
abstracted data on tumor grade, tumor size, tumor stage, lymph node status, Ki67, estrogen receptor (ER),
progesterone receptor (PR), and human epidermal growth factor receptor 2 (HER2) from pathology records, and
used ER, PR, and HER2 expression data to classify breast cancer subtype. We used multivariable mixed effects
models to estimate associations of IHC expression with tumor clinicopathology, in the overall sample and
separately among Blacks.

Results: Larger proportions of Black than White women were overweight or obese and had more aggressive tumor
features. Older age, Black race, postmenopausal status, and higher body mass index were associated with higher
LEPR IHC expression. In multivariable models, lower LEPR IHC expression was associated with ER-negative status and
triple-negative subtype (P < 0.0001) in the overall sample and among Black women only. LEP, ADIPOQ, ADIPOR1,
and ADIPOR2 IHC expression were not significantly associated with breast tumor clinicopathology.

Conclusions: Lower LEPR IHC expression within the breast tumor microenvironment might contribute
mechanistically to inter-individual variation in aggressive breast cancer clinicopathology, particularly ER-negative
status and triple-negative subtype.

Keywords: Leptin, Leptin receptor, Adiponectin, Adiponectin receptors 1 and 2, IHC expression, Breast cancer
clinicopathology, Aggressive tumor features
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Background
In the United States (US), Black women have higher
breast cancer incidence at a younger age (e.g., ≤ 45 years)
and are more frequently diagnosed with cancers exhibit-
ing more aggressive phenotypes compared to their
White counterparts [1–3]. US cancer incidence data dur-
ing 2008 and 2012 show that Black women have the
lowest incidence of breast cancers characterized as hor-
mone receptor-positive (positive for estrogen receptor
[ER] and/or progesterone receptor [PR]) and human epi-
dermal growth factor receptor 2 (HER2)-negative and
the highest incidence of hormone receptor-negative and
HER2-negative breast cancers when compared to other
racial/ethnic groups [1]. Furthermore, breast cancer
mortality among Black women continues to be higher
than among White women by at least 41% [1, 3]. Given
that Black women also tend to have higher age-adjusted
prevalence rates of obesity (approximately 57% among
non-Hispanic Black vs. 40% among non-Hispanic White
women [4]), we hypothesize that inter-individual vari-
ation in adiposity and adiposity-related biomarkers
(namely leptin [LEP], leptin receptor [LEPR], adiponec-
tin [ADIPOQ], adiponectin receptor 1 [ADIPOR1], and
adiponectin receptor 2 [ADIPOR2]) within the breast
tumor microenvironment might be involved in the ob-
served racial differences in aggressive breast cancer phe-
notypes between Black and White women.
Increased levels of adiposity are consistently associated

with elevated risk of postmenopausal breast cancer [5, 6]
and poorer breast cancer outcomes, irrespective of
menopausal status [6–8]. However, the molecular mech-
anisms underlying these associations are not well under-
stood. The relationship between adiposity and breast
cancer might be explained partly by biological effects of
the adipokines, ADIPOQ, and LEP, which are secreted
by adipocytes [9–14]. Epidemiologic data have shown an
inverse association of circulating ADIPOQ levels with
increasing body mass index (BMI) [15–17] and breast
cancer risk [18–21]. Conversely, circulating LEP levels
are positively associated with BMI [22, 23] and also
breast cancer risk in some studies [18, 24–26].
ADIPOQ is the most abundantly produced hormone

in adipose tissue [16, 27] and, with its receptors
(ADIPOR1 and ADIPOR2), is expressed in both histo-
logically normal and malignant breast tissues [28, 29].
ADIPOQ has anti-inflammatory and anti-atherogenic
properties [27, 30], and is known to inhibit cellular
proliferation and to promote apoptosis [11, 14, 31],
implying a protective role in breast carcinogenesis
and progression. ADIPOQ expression is downregu-
lated by elevated adiposity, glucocorticoids, β-
adrenergic agonists, and TNF-α, and upregulated by
leanness, cold exposure, adrenalectomy, and IGF-1
[32, 33]. LEP, also produced in adipose tissues, is

similarly expressed in histologically normal and malig-
nant breast tissues, as is the LEPR [34, 35]. LEP is a
key growth factor and may be involved in breast car-
cinogenesis and progression by promoting cell growth,
proliferation, and angiogenesis [36–39]. Once bound
to LEPR, LEP induces the activation of several signal-
ing pathways (including Janus kinase-signal transducer
and activator of transcription [JAK/STAT], mitogen-
activated protein kinase [MAPK], insulin receptor
substrate 1 [IRS1], and suppressor of cytokine signal-
ing 3 [SOCS3] [9, 36, 40]) that modulate cellular pro-
liferation and survival [9], and these activities have
been demonstrated in breast epithelial cells [36, 40].
In summary, ADIPOQ and LEP act on breast epithe-
lial tissues through endocrine pathways as well as lo-
cally through autocrine and/or paracrine pathways
[28, 41], and, along with their receptors, likely con-
tribute to breast carcinogenesis, progression, and ag-
gressiveness through these mechanisms.
The objective of this study was to determine whether

immunohistochemical (IHC) expression of LEP, LEPR,
ADIPOQ, ADIPOR1, and ADIPOR2 are associated with
breast tumor clinicopathological characteristics, namely
those that are indicative of aggressive phenotypes among
Black and White women newly diagnosed with breast
cancer, including poor differentiation (higher tumor
grade), larger tumor size, positive lymph node status, un-
favorable Ki67 status (Ki67+), ER− status, HER2+ status,
and non-luminal HER2-enriched (HER2-E) and triple-
negative (TN) subtypes.

Methods
Study sample and data collection
In this study, we conducted a case-only analysis that in-
cluded 720 incident, primary invasive breast cancer cases
diagnosed from 2001 to 2015 and enrolled in the
Women’s Circle of Health Study (WCHS). The study de-
sign of WCHS is described elsewhere [42]. Briefly, newly
diagnosed breast cancer cases with histologically con-
firmed ductal carcinoma in situ (DCIS, stage 0) or inva-
sive breast cancer (stages I–IV), who self-identified as
either Black/African American or White/European
American, were 20–75 years of age, able to complete an
interview in English, and had no history of cancer except
non-melanoma skin cancer, were eligible to participate.
Data collection for the WCHS was conducted through
in-person assessments and included interviewer-
administered questionnaires as well as anthropometric
and body composition measurements [43]. The baseline
interview ascertained information on sociodemographics,
as well as established or probable breast cancer risk fac-
tors, including family and personal health history, repro-
ductive history, hormone therapy use, and lifestyle
exposures. Anthropometric measurements (height,
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weight, waist and hip circumference measures) and body
composition measures (lean and fat mass, percent body
fat) were also taken at the in-person, baseline interview
using standardized protocols and instruments [43].
Upon consent for medical records release, medical and

pathology records from all providers and institutions
where WCHS participants reported receiving breast can-
cer care were retrieved [44]. Trained abstractors
reviewed and abstracted relevant data from each record
and entered data into an electronic database [44]. For
quality assurance, values were checked for errors during
data entry, and if errors were detected, the original ab-
stractor was contacted with instructions to re-check the
medical records/pathology report, allowing for confirm-
ation of the recorded data. For the present analysis, we
utilized abstracted data on tumor clinicopathology.
Tumor grade was defined as grades 1 through 3: grade 1
denoted well-differentiated tumors, grade 2 denoted
moderately differentiated tumors, and grade 3 denoted
poorly differentiated tumors. Tumor size (cm) was clas-
sified into three categories: < 1.0 cm, 1.0–2.0 cm, and >
2.0 cm. American Joint Committee on Cancer (AJCC)
stage data was recorded as stages 0 through IV; we con-
sidered four categories in the main analysis, stage 0, I, II,
and a combined category that included stages III and IV.
Lymph node status was defined as node negative or
node positive, based on the presence of cancer cells in
axillary lymph nodes. Ki67 staining was classified as
Ki67+/unfavorable, Ki67 borderline, or Ki67−/favorable
(due to the lack of abstraction of clinically relevant per-
centages of Ki67 staining). Ki67 status was then dichoto-
mized where cases coded as Ki67−/favorable or
borderline were classified as having “favorable” Ki67 sta-
tus, while cases coded as Ki67+ were classified as having
“unfavorable” Ki67 status. We used surrogate classifica-
tions of ER status, PR status, and HER2 status, which
were based on IHC expression of ER and PR, and over-
expression of HER2 (by IHC and/or fluorescence in situ
hybridization [FISH]). Using these classifications, we ap-
proximated breast cancer subtype into four mutually ex-
clusive, clinically recognized subtypes: luminal A (ER+
and/or PR+/HER2−), luminal B (ER+ and/or PR+/
HER2+), HER2-E (ER−/PR−/HER2+), and TN (ER−/PR
−/HER2−).
This study was approved by the Institutional Review

Boards of all participating institutions, and all study par-
ticipants provided written informed consent prior to
study enrollment.

Collection of archived breast tumor specimens and tissue
microarray construction
In the WCHS, tumor blocks and/or slides were collected
from hospitals after written consent was obtained from
study participants. The retrieval rate of archived breast

tumor specimens was approximately 85% in the study.
Upon receipt at the Data Bank and BioRepository
(DBBR) at Roswell Park Comprehensive Cancer Center,
a study pathologist (TK) reviewed the hematoxylin and
eosin (H&E) slides and circled areas where cores were
taken for tissue microarrays (TMAs). TMA cores ranged
in size from 0.6 to 1.2 μm in diameter, and most WCHS
participants’ tumors were represented by at least two
TMA cores (range, 1 to 6 cores), which were placed into
a recipient formalin-fixed paraffin-embedded (FFPE)
block. The location of each core was recorded in a de-
tailed TMA map file. The completed TMAs were stored
at room temperature.

Immunohistochemistry
All IHC staining was performed using Ventana Discov-
ery XT Automated Slide Stainer (Ventana Medical Sys-
tems, Inc., Tucson, AZ, USA). Deparaffinization, antigen
retrieval, blocking, DAB detection, counterstain, post-
counterstain, and slide cleaning steps were automated
on the Discovery XT. Primary antibodies and secondary
antibodies were manually applied at programmed steps.
The following primary antibodies were used: rabbit
monoclonal OB (leptin) antibody (1:40 dilution; Santa
Cruz, cat #sc-842), mouse monoclonal Ob-R (leptin
receptor) antibody (1:25 dilution; Santa Cruz, cat #sc-
8391), mouse monoclonal adiponectin antibody (1:30
dilution; Abcam, cat #ab22554), rabbit monoclonal adi-
ponectin receptor 1 antibody (1:350 dilution; Abcam, cat
#ab126611), and goat polyclonal adiponectin receptor 2
antibody (1:25 dilution; Abcam, cat #ab77612). Optimal
staining on control slides (human breast tissue TMAs)
was obtained for each individual antibody. IHC was then
performed using the optimized conditions on the experi-
mental TMA slides constructed from WCHS specimens
as well as on additional control slides. Primary anti-
bodies were incubated at 37 °C for 1–2 h; secondary anti-
bodies were incubated at 37 °C for 1 h, followed by
either the DAB Map Detection Kit (Ventana, 760-124)
or ChromoMap DAB kit (Ventana, 760-159). Slides were
counterstained with hematoxylin (Ventana, 760-2021)
and bluing reagent (Ventana, 760-2037) before cover
slipping.
TMA specimens stained for LEP, LEPR, ADIPOQ,

ADIPOR1, and ADIPOR2 were digitized at × 20 on an
Olympus VS120 whole slide scanner (Olympus Corpora-
tions, Central Valley, PA, USA). Examples of the result-
ant IHC staining for each biomarker on WCHS TMA
specimens are shown in Fig. 1. TMA registration was
performed on the software platform TMA-AID, as previ-
ously described [45], to correlate each study participant’s
unique identification number with the corresponding
imaged tissue cores and protein expression information.
A digital pathology analysis platform (VisioPharm,
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Hoersholm Denmark) was used to build a custom work-
flow and perform quantitative analysis of IHC expression
on each tissue core. Quantitative IHC expression results
were reported as effective staining intensity (ESI) within
the effective staining area (ESA) [45]. Specimen artifacts
such as tissue folding were manually excluded from
quantification. TMA-AID was also used by a board-
certified pathologist (MC) to evaluate IHC expression
for LEP and LEPR of each tissue core stained. Semi-
quantitative expression results were reported as follows:
0 (negative), 1 (weak expression), 2 (moderate expres-
sion), or 3 (strong expression). We confirmed through
Pearson’s correlation analysis that there were relatively
high concordance rates between the automated/unsuper-
vised (quantitative) and pathologist-generated (semi-
quantitative) scores for LEP (r = 0.70; P < 0.0001) and
LEPR (r = 0.71, P < 0.0001); therefore, for all five bio-
markers examined, only the quantitative data were in-
cluded in the analysis.

Statistical analysis
Select sociodemographics, breast tumor clinicopatho-
logic characteristics, and IHC expression of LEP, LEPR,
ADIPOQ, ADIPOR1, and ADIPOR2 were described
overall and by race using means (± standard deviations
[SDs]) and frequencies (proportions) for continuous and
categorical variables, respectively. Student’s t tests and
analysis of variance (ANOVA) were used to test IHC ex-
pression of each biomarker by select characteristics.
Pearson’s correlation analysis was used to assess pairwise
correlations of adipokine and adipokine receptor IHC

expression, overall and separately by race. Multivariate
mixed effects models were used to describe the associa-
tions of breast tumor clinicopathologic features with adi-
pokine and adipokine receptor IHC expression in order
to incorporate the correlation among the adipokine and
adipokine receptor IHC expression. Differences of least
squares means were generated using multivariate mixed
effects models controlling for race, BMI, and meno-
pausal status. We decided a priori (based on background
knowledge and a review of the literature) to control for
these factors in the multivariate mixed effects models. In
addition, each model was mutually controlled for the
IHC expression of the other four biomarkers. Subse-
quent analysis focused on assessing the multivariate as-
sociations (controlling for BMI and menopausal status)
between adipokine and adipokine receptor IHC expres-
sion with breast tumor clinicopathologic features among
Black WCHS participants only.
Analyses were performed using SAS (v9.4 SAS Insti-

tute, Cary, NC). All reported P values are two-sided, and
P < 0.05 was considered statistically significant. To
address concerns of multiple comparisons in the multi-
variate mixed effects models assessing associations be-
tween adipokine IHC expression and tumor features, the
Bonferroni correction was used, with a criterion for stat-
istical significance of P < 0.003 (i.e., 0.05/15).

Results
Select characteristics of the study sample
Select characteristics of the WCHS participants included
in the analysis are shown in Table 1, overall and with

Fig. 1 These images represent relatively average immunohistochemical expression of the adipokines and adipokine receptors in invasive breast
tumor tissues. The specimens shown in a through e are imaged at × 20 magnification and show LEP (a), LEPR (b), ADIPOQ (c), ADIPOR1 (d), and
ADIPOR2 (e) immunoreactivity in invasive breast tumor tissues. The images in f through j are further magnified images of each core shown in a
through e. TMA cores were mostly 0.6 μm (with a range of 0.6 to 1.2 μm). Presence of granular cytoplasmic pattern of staining of the adipokines
and adipokine receptors in the breast tumor tissues ranged in intensity from weakly positive (shown in images d and e—and the corresponding
magnified images i and j) to moderate and strong (shown in images a–c—and the corresponding magnified images f–h)
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comparisons by race. The proportion of Black women in
the sample is larger than the proportion of White
women (540 Black vs. 159 White) because the study
stopped recruiting White breast cancer cases in 2012,
while enrollment of new Black breast cancer cases con-
tinued (through 2020). The current analysis included
White cases diagnosed in 2001 through 2009 and Black
cases diagnosed in 2001 through 2015, who had tumor
specimens in the TMAs constructed by the start of the
IHC analysis. Mean age at diagnosis was 52.6 ± 10.8
years, more than half of the sample was postmenopausal,
and mean BMI was 30.7 ± 7.0 kg/m2. Several differences
were observed by race: larger proportions of Black
women were overweight or obese and had breast tumor
features indicative of more aggressive phenotypes (e.g.,
tumors that were poorly differentiated, ER−, TN sub-
type) compared to White women.

Summary of adipokine and adipokine receptor IHC
expression in WCHS
Distributions of IHC expression of each biomarker by
select characteristics are shown in Table 2. Some notable
findings were that LEPR IHC expression was higher
among postmenopausal women compared to premeno-
pausal women and increased with increasing BMI. We
also found that IHC expression of LEPR, ADIPOQ, and
ADIPOR2 was significantly higher among Black women
than White women, which was likely attributable to the
finding that Black women were more frequently post-
menopausal and overweight or obese. Variation in LEPR
IHC expression was observed by breast tumor clinico-
pathologic features, while the expression of LEP, ADI-
POQ, ADIPOR1, and ADIPOR2 did not appear to vary
by tumor clinicopathology. Among Black women, older
age, postmenopausal status, and increasing BMI were as-
sociated with higher LEPR IHC expression, and higher
LEPR IHC expression was associated with Ki67−/favor-
able status, ER+ status, PR− status, and luminal A and
luminal B subtypes (see Additional file 1). Among White
women, only increasing BMI was associated with higher
LEPR IHC expression, and higher LEPR IHC expression
was associated with larger tumor size, positive lymph
node status, and ER− status (see Additional file 2).
Figure 2 depicts the pairwise Pearson correlation

matrix for IHC expression of LEP, LEPR, ADIPOQ,
ADIPOR1, and ADIPOR2 in the overall sample
(Fig. 2a), and separately among Black (Fig. 2b) and
White study participants (Fig. 2c). There were signifi-
cant positive correlations, although weak (r < 0.25), for
LEP IHC expression with LEPR, ADIPOQ, ADIPOR1,
and ADIPOR2 IHC expression. There was a moderate
positive correlation for ADIPOQ with ADIPOR1 (r =
0.59) and a weak-to-moderate positive correlation for
ADIOPQ with ADIPOR2 (r = 0.34). IHC expression of

ADIPOR1 and ADIPOR2 were also moderately corre-
lated (r = 0.44). It is worth noting that IHC expression
of LEPR and ADIPOR1 were not significantly corre-
lated. These findings were generally consistent in the
subgroup analyses by race.

Associations of adipokine and adipokine receptor IHC
expression with breast cancer clinicopathology in WCHS
Table 3 shows the mixed effects models of the associa-
tions of LEP, LEPR, ADIPOQ, ADIPOR1, and ADIPOR2
IHC expression with breast tumor clinicopathologic fea-
tures. LEP IHC expression was not significantly associ-
ated with any tumor clinicopathologic feature apart from
breast cancer subtype. Higher LEP IHC expression was
marginally associated with luminal B subtype (vs. lu-
minal A, P = 0.05). Lower LEPR IHC expression was as-
sociated with ER− and PR− status, and HER2-E and TN
subtypes. Lower ADIPOQ IHC expression was associ-
ated with larger tumor size and unfavorable Ki67 status.
No statistically significant associations were observed
between any tumor clinicopathologic feature and ADI-
POR1 or ADIPOR2 IHC expression. After the Bonfer-
roni correction (P < 0.003), only the observed
associations of lower LEPR IHC expression with ER−
status and TN subtype remained statistically significant.
Subgroup analysis of the multivariate associations of

LEP, LEPR, ADIPOQ, ADIPOR1, and ADIPOR2 IHC
expression with breast tumor clinicopathologic features
among Black women yielded similar findings (Table 4).
Some notable qualitative differences from the associa-
tions observed in the overall sample (shown in Table 3)
suggested that the association of lower LEPR IHC ex-
pression with poorly differentiated tumors (vs. well dif-
ferentiated) and unfavorable Ki67 status (vs. favorable)
was stronger in magnitude among Black women as com-
pared to the overall sample, while the association of
lower LEPR IHC expression with PR− status was attenu-
ated among Blacks. Additionally, the association of lower
ADIPOQ IHC expression with unfavorable Ki67 status
was slightly stronger, while the association of ADIPOQ
IHC expression with increasing tumor size was attenu-
ated among Black women.

Discussion
Given observed associations of increasing levels of adi-
posity with poorer breast cancer survival, we examined
relationships between breast tumor IHC expression of
adipokine biomarkers (LEP, LEPR, ADIPOQ, ADIPOR1,
ADIPOR2) with tumor clinicopathological features that
are associated with poorer prognosis. Our overarching
hypothesis was that higher IHC expression of LEP,
LEPR, ADIPOQ, ADIPOR1, and ADIPOR2 within the
breast tumor microenvironment is associated with breast
cancer aggressiveness, but we generally observed the
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opposite. While we found that Black women, postmeno-
pausal women, and those with BMI > 30.0 kg/m2 had
significantly higher LEPR IHC expression in their breast
tumors, these factors were not significantly associated
with IHC expression of LEP, ADIPOQ, ADIPOR1, or
ADIPOR2. In multivariable models, which controlled for
race, BMI, and menopausal status, we found that lower
LEPR IHC was associated with ER− status and TN sub-
type, and these associations were particularly strong
among Black women. These findings suggest that lower
expression of LEPR (rather than higher expression as hy-
pothesized) is an important indicator of more aggressive
breast cancer, independent of race, BMI, and meno-
pausal status, and might serve as an important bio-
marker associated with disparate outcomes, particularly
among Black women. This seemingly counterintuitive
observation is partially supported by data suggesting
complex associations of obesity/adiposity, LEP/LEPR’s
activation of various signaling pathways, and breast can-
cer progression, which is further complicated by ER ex-
pression [46, 47]. We hypothesize that central adiposity
(rather than general obesity, as measured by BMI) is the
etiologic mechanism linking LEPR expression in the
breast tumor microenvironment with aggressive tumor
clinicopathology and ultimately poorer prognosis. This
might explain the lack of strong significant associations
between BMI and IHC expression of the adipokine bio-
markers examined in this study. While not the focus of
the present analysis, our next steps will be to examine
other anthropometric measures (e.g., waist circumfer-
ence, hip circumference, waist-to-hip ratio), as well as
body composition measures (percent body fat), as pre-
dictors of adipokine expression in the tumor microenvir-
onment, with consideration to differences by ER status.
While numerous epidemiologic studies have explored

and confirmed significant associations between circulat-
ing levels of the adipokines with risk of obesity-related
cancers [48], fewer studies have examined the associa-
tions of IHC expression of the adipokines and their

receptors with breast cancer clinicopathology [49–57],
and most studies to date have been conducted in pre-
dominantly non-Black study samples. Findings from
some of these studies suggest that LEPR expression
might be downregulated in invasive tumors [50, 55] (and
those with more aggressive features, including TN sub-
types and unfavorable Ki67 status [52]) as compared to
DCIS and normal-adjacent tissues. These observations
indicate an association between LEPR downregulation
and breast cancer invasion and progression. In contrast
to our findings, several studies examining LEPR expres-
sion in breast cancer did not report significant associa-
tions of lower LEPR IHC expression with tumor features
indicative of more aggressive phenotype [49, 51, 55, 56].
These inconsistencies could be due to differences in the
analytical approach used (e.g., semi-quantitative, discrete
vs. quantitative, continuous assessment of IHC expres-
sion, which directly influences the selection of statistical
methodology), differences in the characteristics of the
study participants examined (our analysis of adipokine
IHC expression included the largest number of Black
breast cancer cases to date), and/or a lack of consider-
ation of the associations studied herein. For instance,
our study explored the associations of interest using an
unsupervised, digital analysis platform allowing for con-
tinuous, quantitative measurement of LEP, LEPR, ADI-
POQ, ADIPOR1, and ADIPOR2 IHC expression, which
are more objective. Conversely, other studies [49–51, 53,
55, 57] have examined IHC expression of these bio-
markers using semi-quantitative methods, where discrete
scores were assigned based on staining intensity (e.g.,
negative vs. positive, or none, mild, moderate, intense)
and staining distribution (e.g., 0, < 10%; 1+, 10–50%; 2+,
50–80%; 3+, > 80%). These methods tend to yield more
subjective results. Additionally, our analytic approach
allowed us to control for important confounders (BMI,
menopausal status, and race).
Similar to the observations reported herein, there is

evidence that lower LEPR IHC is associated with

Fig. 2 The pairwise Pearson correlations between IHC expression of LEP, LEPR, ADIPOQ, ADIPOR1, and ADIPOR2 among the overall study sample
(N = 720) (a), among Black study participants only (n = 540) (b), and among White study participants only (n = 159) (c)
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clinicopathologic features indicative of tumor progres-
sion or aggressiveness in other obesity-related cancers
[58–63]. A study of colorectal cancer showed that down-
regulation of LEPR IHC expression was associated with
aggressive tumor features (namely late stage, high grade)
as well as with shorter survival time [61]. Osorio and
colleagues [60] showed that while there was no signifi-
cant association of LEP IHC expression with prostate
tumor aggressiveness, quantitative IHC expression of
LEPR was significantly lower in prostate tumors exhibit-
ing prognostic factors indicative of aggressive phenotype
(namely, urethral margin involvement, surgical margin
involvement, and seminal vesicle involvement). Studies
of thyroid cancer [58, 59] have also shown that downreg-
ulation of LEPR was associated with increased risk of
thyroid cancer recurrence and metastasis, particularly in
the anaplastic thyroid cancer (ATC) subtype [59]. In
endometrial cancer [62, 63], although LEP and LEPR
were more highly expressed in endometrial tumor tis-
sues than normal tissues, there was a suggestion that
rates of LEPR positivity were significantly lower among
poorly differentiated endometrial tumors. Notably, one
study [62] showed that downregulation of the short form
of LEPR was significantly associated with poor tumor
differentiation in endometrial cancer. This finding indi-
cates that there could be differences in the association of
LEPR expression based on the isoform analyzed. More-
over, the complexity of the relationship of adiposity and
deregulation of adipokine signaling with breast cancer
(as mentioned above) might be similarly complex in
other obesity/adiposity-related cancers [60, 64, 65], war-
ranting additional research.
Our findings that lower ADIPOQ IHC expression was

associated with ER− status and TN subtype, which al-
though were not of statistical significance after the Bonfer-
roni correction, are nonetheless worth noting. Several
properties of ADIPOQ [11, 14, 27, 30, 31] imply a protect-
ive role in breast carcinogenesis. However, evidence sug-
gests that there is a dichotomy observed in the
relationship between ADIPOQ and breast cancer progres-
sion by ER status [66, 67]. In vitro studies have shown
ADIPOQ stimulates growth in ER+ breast cancer cells
and inhibits cellular proliferation in ER− breast cancer
cells [66, 67]. So, lower IHC expression of ADIPOQ might
be consistent with breast tumors progressing towards in-
creasing aggressiveness (but only in some instances). The
significant inverse associations of ADIPOQ IHC expres-
sion observed with larger tumor size and unfavorable Ki67
status also support this hypothesis. Additional research,
particularly in large, diverse samples, is essential to eluci-
date the role of the ADIPOQ in carcinogenesis (along with
the other adipokines and adipokine receptors examined
herein), specifically in the tissue-specific microenviron-
ment, which could contribute to the identification of new

targets for obesity-related cancers. Moreover, as ADIPOQ
exerts its effects through ADIPOR1 and ADIPOR2, more
in-depth analysis of the predictors of ADIPOQ, ADIPOR1,
and ADIPOR2 IHC expression in the tumor microenvir-
onment and the impacts of their expression on tumor
clinicopathology and subsequent survival outcomes, by
adiposity type (e.g., overall adiposity, visceral) as well as by
ER status, are critically needed.
A major strength of this study was the assessment

of quantitative IHC expression and analysis of the as-
sociations of interest in a sample of breast cancer
cases with well-defined clinicopathologic annotations,
including > 500 Black breast cancer cases with TMA
specimens and comprehensive clinicopathology data.
Another strength was the relatively large number of
samples included in the IHC analysis, which is one
of, if not, the largest studies of adipokine and adipo-
kine receptor IHC expression in breast cancer to date.
There were also some limitations that should be con-
sidered. The first concern is the relatively small sam-
ple size of White study participants, which limited
the power to detect meaningful differences in the as-
sociations of interest by race. The lack of complete
and detailed clinical information on Ki67 expression
was also a concern. Ki67 status was not available in
the medical records of 217 participants (30.1% of the
analytic sample). Unfortunately, we were also unable
to retrieve the exact percentage of Ki67 staining in
the medical records of those participants among
whom the data were available, so we crudely classified
Ki67 status as either clinically favorable (negative or
borderline) or clinically unfavorable (positive) in the
analysis. Despite these limitations, our findings sup-
port the hypothesis that IHC expression of the adipo-
kines and adipokine receptors, particularly LEPR, is
associated with tumor features that are indicative of
more aggressive breast cancer phenotypes.

Conclusions
In summary, findings from this study suggest that
lower LEPR IHC expression within the breast tumor
microenvironment might serve as an indicator of in-
creased breast tumor aggressiveness. This study fo-
cused primarily on breast cancer clinicopathologic
features as a first step in assessing the association of
adipokine and adipokine receptor expression on
breast cancer prognosis, as breast clinicopathologic
features that might be indicative of more aggressive
phenotypes are likely to affect survival. Additional
studies are needed to clarify the clinical implications
of LEPR expression and the mechanisms involved in
the regulation of LEPR expression, to ultimately de-
termine the utility of this biomarker in understanding
breast tumor aggressiveness.
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IHC expression, by select factors, among White participants only.
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