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Obesity is a heterogenous condition that affects the life and health of patients to different
degrees and in different ways. Yet, most approaches to treat obesity are not currently
prescribed, at least in a systematic manner, based on individual obesity sub-phenotypes
or specifically-predicted health risks. Adipose tissue is one of the most evidently affected
tissues in obesity. The degree of adipose tissue changes — “adiposopathy”, or as we
propose to relate to herein as Obesity-related Adipose tissue Disease (OrAD), correspond,
at least cross-sectionally, to the extent of obesity-related complications inflicted on an
individual patient. This potentially provides an opportunity to better personalize anti-
obesity management by utilizing the information that can be retrieved by assessing OrAD.
This review article will summarize current knowledge on histopathological OrAD features
which, beyond cross-sectional analyses, had been shown to predict future obesity-related
endpoints and/or the response to specific anti-obesity interventions. In particular, the
review explores adipocyte cell size, adipose tissue inflammation, and fibrosis. Rather than
highly-specialized methods, we emphasize standard pathology laboratory approaches to
assess OrAD, which are readily-available in most clinical settings. We then discuss how
OrAD assessment can be streamlined in the obesity/weight-management clinic. We
propose that current studies provide sufficient evidence to inspire concerted efforts to
better explore the possibility of predicting obesity related clinical endpoints and response
to interventions by histological OrAD assessment, in the quest to improve precision
medicine in obesity.
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INTRODUCTION

Recent decades had seen tremendous advances in the ability to
personalize treatment to the specific patient based on numerous
parameters, resulting in improved care (increased efficacy, less
side-effects, etc.). In the treatment of cancer, the diseased tissue —
the tumor - is routinely assessed macroscopically,
microscopically, and molecularly; advanced imaging
technologies are used to determine the extent/spread (or
‘stage’) of the disease, and liquid biopsies - cancer-related
mutations that are captured in blood samples and serve as
biomarkers or indicators of the tumor driving mutations - are
increasingly used. These assist in determining prognosis of the
patient and predicting response to different treatments, based on
which the most efficacious treatment(s) is being offered, and
non-efficacious or possibly harmful treatments avoided. The
above personalized/precision care approach hardly reflects the
situation in current obesity care (Figure 1). Obesity is still
formally defined anthropometrically by body mass index
(BMI), and although personal characteristics and preferences
of the patient are taken into consideration to offer the best
possible care, only limited investigations are routinely performed
to predict future development of obesity-related complications

or the response to different modes of therapy. This is despite the
fact that with its enormous prevalence, obesity is clearly not a
single entity, and its heterogeneity likely encompasses potentially
definable sub-phenotypes that would respond differently to
specific treatments. Indeed, debatable entities reflecting obesity
sub-phenotypes, such as ‘metabolically-healthy’ versus
‘metabolically-unhealthy’ obesity had been proposed. Yet, largely,
these definitions rely on whether the patient had already-developed
health implications of obesity rather than attempting to predict
their occurrence. Jointly, the clinical resolution at which obesity is
currently defined is hardly helpful in optimizing care and
intervention options to the individual patient, largely failing to
provide prognosis, or predict side-effects or efficacy of available and
emerging interventions.

Human adipose tissue is one of the most evidently altered
tissues in obesity. Intriguingly, some of these alterations are
clearly more evident - in their prevalence and/or extent - in
obesity phenotypes with greater metabolic risk, as assessed
mainly in cross-sectional studies. Such alterations, sometimes
collectively related to as adiposopathy, and which we herein
propose to name Obesity-elated Adipose tissue Disease (OrAD),
include features such as adipocyte hypertrophy, adipose tissue
inflammation and adipose tissue total and pericellular fibrosis.
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FIGURE 1 | Obesity diagnosis and treatment workflow in the mirror of cancer clinical workup. In a newly-suspected cancer patient, routine workup consists of
clinical assessment of the patient (1), various imaging modalities (2) aimed at estimating the extent of tumor invasiveness and spread, sampling of the tumor (3) for
microscopic (histopathological) examination (4) and frequently also molecular profiling (5), and nowadays also liquid biopsies (6) attempting to capture free tumor-
related molecules (mostly cancer-DNA) secreted by the tumor into the circulation. Data from all above-mentioned procedures is gathered to assemble disease
stratification- both anatomical-morphological (grading/staging) and molecular. Based on such stratification, optional treatment approaches can be considered in light
of the predicted resistance/response to therapy and estimated severity of toxic effects, and precise disease-appropriate therapy may be determined. Obesity care
still awaits a similar personalized approach: While clinical assessment (1) is obviously performed, imaging techniques (2) are rarely performed to estimate the extent/
spread of obesity (adipose tissue distribution, adipose tissue thermogenesis, etc.). Adipose tissue sampling (3) is hardly ever performed beyond experimental/
research set-ups, and thus histopathological as well as molecular assessment of the diseased tissue is not routinely performed. Overall, obesity workup is deprived
of many technologically-available means that could allow to examine if such studies could be used for disease stratification and better personalization of the
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Many of these OrAD features can be assessed using rather basic
histopathological examinations, and/or molecularly. Adipose
tissue distribution and the extent of ectopic fat accumulation
may be viewed as a key feature of OrAD, providing prediction of
obesity-related clinical endpoints (1, 2). Indeed, high waist-to-
hip ratio - an anthropometric measure of central adiposity and/
or limited lower-body fat expandability (3), has been recently
shown as a central component of a proposed new definition for
impaired metabolic health, also among patients with obesity, and
to predict all-cause and cardiovascular mortality (4). Some
studies have also attempted to identify molecular patterns that
could potentially help personalize obesity care (discussed briefly
later) (5, 6). However, this review will focus on histopathological
OrAD features that had been shown to predict subsequent
clinically-relevant obesity outcomes - risk of developing
obesity-related diseases, and response to intervention. We
emphasize OrAD features that can be easily assessed and
implemented by many centers treating obesity, and provide a
practical guide approach to implement them in the obesity clinic
routine. We hope to convey the message that adipose tissue
retains clinically-relevant information that is readily available,
and which is currently under-utilized in the quest to better
personalize obesity care.

HISTOPATHOLOGICAL OrAD FEATURES
THAT CAN PREDICT OBESITY
OUTCOMES

The following sections will each deal with a specific OrAD
histopathological feature for which we found peer-reviewed
publications that provide proof-of-principle that they may
predict future development of obesity endpoints and/or
response to anti-obesity intervention. Available literature on
each OrAD feature were divided into 4 categories, ie., tiers,
representing different “levels of linkage” between the specific
OrAD feature and obesity related endpoints: Tier 1 includes
examples of cross-sectional studies of a single time point,
demonstrating association between an OrAD feature and an
obesity phenotype. Tier 2 highlights longitudinal studies that
describe a correlated change between an OrAD feature and a
clinical characteristic based on two time-point assessment.
(Note: We prioritized studies that demonstrate correlated
change between both the OrAD feature and the clinical
parameter over studies that merely describe a significant
change (delta) in the OrAD parameter per-se). Tier 3
highlights studies describing possible mechanisms for the link
between the OrAD feature and clinically-relevant endpoint(s).
Tier 4, the focus of this review, are follow-up studies that
demonstrate association between baseline OrAD feature, and
subsequent (incident) development of obesity-related endpoint
and/or response to intervention. In line with the focus of this
review, studies in tiers 1-3 will be mentioned only briefly and
summarized in a designated table for each OrAD feature, and tier
4 studies will be discussed in more detail.

Adipocyte Size

Adipose tissue can expand by recruiting more adipocytes - i.e.,
hyperplasia, likely from adipocyte progenitor cells present within
the tissue, and/or by increasing adipocyte size/volume
(hypertrophy) (7-9). Indeed, the adipocyte can uniquely vary in
size, ranging from <20 to 300 pm in diameter (10). Cross-sectional
studies, even if not unanimously, link larger adipocytes with clinical
parameters consistent with greater metabolic risk [Table 1, tier 1,
and excellently reviewed in (10, 44)]. Yet, some studies questioned
whether these cross-sectional associations are superior to, or
provide associations independent of, measures of total body mass
and/or fat distribution (45-47). These inconsistencies in the
literature possibly suggest context-specificity - i.e., differences
between ethnicities, sex, BMI range, and the specific fat depot
studied [ (11, 44), and further discussed below]. Longitudinal
studies demonstrate that decrease in adipocyte size that
accompanies weight loss associates with improved obesity-related
disease endpoints in some (Table 1, tier 2), though not all studies
(48, 49), and pioglitazone treatment actually induced improved
insulin sensitivity that associated with increase, not decrease, in
adipocyte size (50). Mechanistically, several underlying processes
were proposed to explain the link between enlarged (hypertrophic)
adipocytes and metabolic dysfunction (Table 1, tier 3), most
notable of which are: i. larger adipocytes have altered metabolic
and endocrine functions compared to their smaller counterparts. In
particular, they seem to be more insulin resistant, and more
lipolytic (35-37). The latter feature results in greater release of
non-esterified (free) fatty acids to the circulation, which in turn
may contribute to metabolic dysfunction and cardiometabolic risk
(51). ii. Large adipocytes are more pro-inflammatory: they secrete
pro-inflammatory cytokines and chemokines that support
inflammatory cell accumulation (31, 32). In addition,
hypertrophied adipocytes tend to die via an unclear/non-classical
cell-death program (necrosis, apoptosis) (33), which nevertheless
seems to be pro-inflammatory, or at least contribute to macrophage
recruitment to the tissue. Recently, the link between pro-
inflammatory cytokine secretion by larger adipocytes was
attributed to a state of premature senescence, and a senescence-
associate secretory profile (SASP) (34).

Beyond association studies linking adipocyte hypertrophy with
obesity phenotype (tier 1-2), prospective studies demonstrate that
adipocyte size predicts subsequent, clinically-relevant, obesity-
related outcomes (Table 1, tier 4). In Pima Indians who had
normal glucose tolerance at baseline, abdominal subcutaneous
adipocyte cell size predicted incident T2DM during a mean
follow-up of 9.3 years (38). Although adipocyte cell size correlated
with insulin resistance, the two factors contributed independently to
incident T2DM risk: The risk of developing T2DM among those
with abdominal subcutaneous adipocytes in the 90" size percentile
was 5.8-fold greater than those in the lower 10 percent, after
adjusting in the multivariate Cox regression analysis for sex, age
and percent body fat (which were non-predictive of T2DM), and for
insulin sensitivity and acute insulin response to a glucose load,
which were also identified as independent predictors of incident
T2DM (38). This finding was then corroborated by a study that
followed 234 Swedish women over a 25 year period (39). A stepwise
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TABLE 1 | OrAD feature - Adipocyte size.

References

Tier 1: Cross-sectional association - Insulin resistance. (11-15)
Adipocyte size correlates with obesity-related diseases - Dyslipidemia/particularly visceral adipocyte hypertrophy, in women. (16, 17)/ (18,
and/or cardiometabolic risk, *beyond other adiposity 19)
measures - A subcutaneous adipocyte size threshold could be identified beyond which association with (20)

T2DM increases.

- Non-alcoholic fatty liver disease. (21, 22)

- Coronary artery disease (epicardial adipocyte size). (23, 24)

- Polycystic ovary syndrome. (25)
Tier 2: Longitudinal co-association - Glucose metabolism and/or insulin sensitivity. (26-30)
Adipocyte size changes during intervention associate - Cardiovascular risk. (29, 30)
with changes in obesity-related phenotype/risk
Tier 3: Main proposed mechanisms for the link - Larger adipocytes are pro-inflammatory:
between adipocyte size and clinical characteristics. i. have a more proinflammatory secretome. (81, 32)
(human studies) ii. Greater tendency for adipocyte cell death. (83)

iii. Display premature senescence. (84)

- Dysregulated lipolysis (more FFA release). (85-37)

- Altered adipokine profile. (14, 31, 32)
Tier 4: Prospective/predictive studies Incident T2DM
Baseline adipocyte size predicts subsequent - Larger SC adipocyte size predicts development of obesity-related T2DM in Pima Indians (33 (38)
progression of obesity-related conditions, and/or cases of 108, 9 years average follow up).
intervention outcome

- Larger abdominal SC adipocytes (less so femoral) predict incident T2DM in women (36 (39)

cases of 234, 25 year follow up).

Experimental overfeeding response

- Larger SC adipocyte size predicts lower fat mass and hepatic fat gain, and a smaller decline (40, 41)

in insulin sensitivity (n=29 men, mostly non-obese; n=31 males and females, BMI 25-35 Kg/

m?).

Obesity intervention outcome

- Larger SC adipocyte size predicts fower resolution of T2DM+insulin resistance 6 months (20)

after bariatric surgery (2 cohorts; resolution in 61 of 79, and 13 of 33).

- Smaller “adipocyte density” (indicative of larger omental adipocyte size, which in itself was (42)

not significant) predicted greater reduction in carotid intima-media thickness following

metabolic surgery (n=40).

- Hypertrophic SC adipocytes predicted greater improvement in insulin sensitivity in response (43)

to dietary intervention or bypass surgery (n=100 and 61, respectively).

- Larger adipocyte morphology value predicted greater improvement in diastolic blood (43)

pressure after bypass surgery.

multivariate model adjusted for age, family history of T2DM and
waist-to-height ratio (the strongest independent predictor in this
study), demonstrated a hazard ratio of 1.54 for every standard
deviation increase in abdominal subcutaneous adipocyte size.
Interestingly, femoral subcutaneous adipocyte size did not remain
an independent predictor of T2DM in the multivariate models,
despite correlating with abdominal subcutaneous adipocyte
size (39).

Prediction of obesity intervention outcome by adipocyte size
assessment was proposed by a 2-center, French-German study
(20). Though statistical models fell short of detecting a strong
independent prediction, an association was found between
subcutaneous mean adipocyte size and resolution of metabolic
risk/dysfunction: Six months after bariatric surgery, women
whose composite phenotype of T2DM or a high risk for
developing T2DM had been resolved had smaller mean
adipocyte size at baseline, compared to women whose
metabolic dysfunction did not resolve postoperatively (20).

A different result was obtained in a Swedish study that
observed greater improvements in insulin sensitivity following
weight loss among those with hypertrophic subcutaneous
adipocytes at baseline (43). Two cohorts were examined to
explore this relationship in response to moderate (~7%) weight
loss (induced by dietary intervention, n=100), or more
pronounced weight loss (33%, induced by gastric bypass
surgery, n=61). Baseline adipocyte size per-se positively
correlated with the subsequent improvement in insulin
sensitivity (delta-HOMA-IR) only in the surgery intervention
group. Yet, when adipocyte morphology value was considered -
an index of adipocyte volume to total fat mass used to
dichotomously classify patients to those with hyperplastic
versus hypertrophic adipocytes (further discussed below) - this
association was evident in both cohorts. In addition to greater
improvement in insulin sensitivity, larger adipocytes predicted
greater reductions in diastolic blood pressure, but not in blood
lipid parameters (43). Importantly, other baseline clinical
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parameters, such as anthropometric measurements, did not
predict the degree of metabolic improvement in response to
weight loss intervention, suggesting the potential unique clinical
value in assessing this OrAD feature.

Jointly, current studies assessing the possibility to predict
obesity-related outcomes by adipocyte size are promising, but
seem too few to propose clear guidelines before additional studies
are available. Notably, tier 4 studies (Table 1) suggest that larger
subcutaneous adipocytes may predict different outcomes in
different clinical settings: In observational prospective studies
they may reflect higher risk of future metabolic deterioration; In
acute, experimental weight-gain settings, larger subcutaneous
adipocytes may predict less weight gain and a lower decline in
insulin sensitivity; As predictors of post-bariatric/metabolic
surgery, results are inconsistent, and may also require single-
center assessment of adipocyte size. Finally, although
subcutaneous and visceral adipocyte size are correlated, they
may have differing predictivity of clinical endpoints. Since
visceral fat biopsies are only available in patients undergoing
abdominal surgery, current information is more limited
regarding the association between visceral adipocyte size and
subsequent clinical endpoints.

Additional Considerations Related to Adipocyte Size
Assessment for Clinical Applications
- Which fat depot? Visceral (mainly studied is omental) adipose
tissue is considered to be already a pathogenic/ectopic depot (2),
and is therefore more intuitively connected to OrAD. Indeed,
omental adipocyte size was repeatedly associated with metabolic
(14, 15, 18, 19, 46, 47, 52) and cardiovascular dysfunction (42,
46). However, as described throughout this section,
subcutaneous adipocyte size also correlates with these outcome
measures — albeit to a lesser degree (15, 47, 52). Additionally,
subcutaneous adipose tissue is clinically-accessible by a
percutaneous biopsy, a minimally-invasive procedure under
local anesthesia. Such procedure is reminiscent not only of
percutaneous biopsy of solid tumors, but also of liver biopsy
that is quite routinely preformed in the hepatology clinic. Six of
the seven tier 4, predictive studies (Table 1) demonstrate that
abdominal subcutaneous adipocyte size may also be predictive of
obesity-related outcomes. Possibly, this relates to the fact that
subcutaneous adipose tissue constitutes the largest fat depot in
the human body, so merely by its mass, changes in this depot
might exert significant impact at the whole-body level. However,
even within subcutaneous adipose tissue anatomical location
may impact the effect of increased adipocyte size, as abdominal
subcutaneous adipocyte size was found superior to femoral
adipocyte size estimation in predicting incident T2DM (39).
The possible predictive value of adipocyte size in other depots
such as omental adipose tissue, and even in sub-compartments of
subcutaneous fat [superficial and deep subcutaneous fat, whose
mass is differently associated with obesity-related morbidity
(53)], require further research.

- Method for determining adipocyte size: Adipocyte size
measured (estimated) by histological sections is likely the most
available approach in most clinical settings, as it can be analyzed

manually or in a semi-automated manner using image analysis
software by a pathologist (Box 1). Yet, this clearly provides an
(under)estimation of true adipocyte size, rather than an absolute
size determination, and has additional biases detailed elsewhere
(10, 44). Other methods include microscopic assessment of
isolated adipocytes obtained by collagenase digestion of fresh
tissue, osmium tetroxide-fixed isolated adipocyte size estimation,
and scanning electron microscopy. Each of these approaches has
its potential biases (10, 44, 55), and may be limited to centers
with specialized labs that have established the technique. In
general, the different methods do correlate quite well with each
other, and, cross-sectionally, with adiposity measures (52). Yet,
absolute size determination is crucial if one also seeks to calculate
adipocyte number (55), which may be an independent parameter
that associates with obesity-related endpoints.

Adipocyte size versus adipocyte morphology, and adjustment
approaches - Although adipocyte size — diameter or calculated
volume - has been used and shown to associate with obesity-
related phenotypes, adipocyte morphology value may be a
stronger predictor (43). This parameter is derived from the
curvilinear association between adipocyte volume and total body
fat mass (19, 44, 56), and subtracting the expected adipocyte
volume from the actual measured adipocyte volume. An adipocyte
morphology value above the expected denotes hypertrophy,
whereas a negative value (i.e., below expected) denotes
hyperplasia. Studies have also reached different conclusions on
whether adipocyte size associates with clinical parameters
independently of (ie., when adjusted for) adiposity measures.
This may be attributed to the adjustment for different adiposity
measures (BMI, total body fat mass, regional fat, etc.). Since several
studies showed that abdominal subcutaneous adiposcyte size was
no longer associated with insulin resistance following adjustment
for visceral fat volume, Tchernof et al. proposed that “excess
visceral adipose tissue accumulation and subcutaneous fat cell
hypertrophy may represent markers of a common phenomenon:
limited hyperplasic capacity of adipose tissues“ (44).

Which size parameter should be looked at? Adipocyte size may
not be normally distributed, particularly when adipocyte volume
is used (43), and bi-modal and skewed distributions have also
been proposed (44, 52). This suggests that perhaps beyond mean
(average, or even median) adipocyte size, other adipocyte size
measures should be considered, including the maximal adipocyte
size, or conversely - the percent of small adipocytes (57), large
adipocytes (58), etc. Although measuring the larger and smaller
range of adipocyte size may be particularly challenging
methodologically (44), such measures may prove to disclose
clinically useful associations with obesity and treatment
related outcomes.

What do larger adipocytes mean for adipose tissue biology?
Having larger mean adipocyte size, or an adipocyte morphology
above the expected value, defines hypertrophic adipose tissue
expansion (43). Yet, it remains controversial how this relates to
the adipose expandability theory - i.e., whether it reflects
decreased or rather improved capacity of adipose tissue to
expand in response to excess calories, and protect from ectopic
fat accumulation and insulin resistance. In fact, some studies
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Box 1 Common/standard clinical laboratory methods available to assess OrAD.

Feature Method/approach

Clinical lab  Reviewed

in ref

Comments

A. Adipocyte size Histological estimation of adipocyte size: H&E staining

- manual counting of adipocytes/field.

Isolated adipocytes
- manual microscopic assessment of isolated cells.
- Automated cell size analyzer.

- automated (software) assessment of histological images.

Pathology (10, 44)

requires collagenase digestion
of adipose tissue

Pathology/
cytology

B. Adipose tissue
inflammation

Histopathology:
morphology

- anti-CD45 (common leucocyte antigen)
- anti-CD68 staining (macrophages)

- anti-CD117 (c-kit), tryptase (mast cells)
- anti-CD3 (T-lymphocytes)

- anti-CD20 (B-lymphocytes)

- anti-CD57 (NK cells)

unamenable for flow cytometry analysis)

- H&E staining — assess leucocyte infiltration based on cellular overall

Immunohistochemistry using immune cell -specific antibodies:

Flow cytometry of stromal-vascular cells (Note: adipocytes are usually

Pathology

Cytology;
hematology

C. Adipose tissue
fibrosis

Histopathology:

- H&E staining

- Masson Trichrome staining

- Picrosirius red -> “FAT score”

antibodies)

- Collagen immunostaining (immunohistochemistry using anti-collagen

Pathology (54)

May be non-standard assay

suggest that higher mean adipocyte size but lower fraction of
large adipocytes (higher percentage of small adipocytes), may
actually represent impaired capacity to retain metabolic health in
response to overfeeding or obesity (40, 41, 58). This was
attributed to decreased lipogenic/adipogenic capacity (of the
small adipocytes), and to a pro-inflammatory skeletal muscle
response, possibly secondary to rapidly hypertrophying
small adipocytes.

Adipose Tissue Inflammation

The link between obesity and adipose tissue inflammation had
been extensively studied over the past 25 years, initially
implicating obesity-associated changes in adipose tissue
cytokines and later adipose tissue immune cells [references
(59) and (60, 61) are considered as milestone studies that
sparked research in these directions, respectively]. Excellently
reviewed in recent years (62, 63), adipose tissue inflammation
engages multiple arms of the immune system, with marked
alterations in inflammatory gene expression and immune cell
populations. Initially (and still largely) considered to offer a
(causal) link between obesity and the development of adipose
tissue and whole-body metabolic dysfunction and increased
cardiometabolic risk, in reality this link is largely more
complex, and less established in humans than in rodent
models. Not only causality may be bi-directional (64),
inflammation in general, and specifically in adipose tissue,
cannot be simplistically viewed only as a pathological process,
but as a dynamic process that is ignited in response to multiple

perturbations, with the initial aim of restoring homeostasis. In
established obesity, the chronic nature of low-grade adipose
tissue inflammation, which in humans sometimes lasts
decades, may be a major feature that is not necessarily fully
captured by rodent studies. Indeed, pre-clinical and some clinical
studies questioned the putative causal association between
adipose tissue inflammation and metabolic dysfunction in
obesity. Complementarily, adipose tissue inflammation may be
in some instances a beneficial phenomenon of adipose tissue
remodeling that eventually contributes to improved whole-body
metabolic health and homeostasis, particularly in the early
response to excessive weight loss.

Cross-sectionally, multiple human studies demonstrated
activation of various inflammatory pathways in adipose tissue of
patients with obesity versus people without obesity. Beyond lean-
obese comparison (i.e., within the obese population), cross-sectional
studies provide links between a higher pro-inflammatory state,
particularly in visceral adipose tissue, and greater obesity-related
cardiometabolic complications (selected studies are presented in
Table 2, tier 1). Yet, even at this tier, some immune cells (e.g.
macrophages) have been shown to positively associate with
metabolic dysfunction, while others (e.g. mast cells) exhibited
negative association (i.e., higher abundance of mast cells
associated with better metabolic profile). Longitudinal co-
association studies [Comprehensively reviewed in (82), and
specifically in the response to bariatric surgery in (84), and
selected publications presented in Table 2, tier 2], have somewhat
surprisingly shown even more inconsistencies: Improvements in
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TABLE 2 | OrAD feature - Adipose tissue inflammation.

References
Tier 1: Cross-sectional association Adipose tissue macrophages:
Adipose tissue inflammation correlates with - Higher macrophage abundance in visceral adipose tissue correlates with NAFLD (65, 66)
obesity-related diseases - Higher macrophage abundance in visceral adipose tissue correlates with insulin resistance or (15, 65, 67, 68)
metabolic dysfunction.
- Larger number of macrophage “crown-like structures” in subcutaneous fat in women with obesity and (69)
T2DM Vs. NGT.
Adipose tissue mast cells:
- Higher visceral adipose tissue mast cell abundance associates with better (among patients with (70, 71)//
obesity)//worse (when also compared to non-obese patients) metabolic profile. (72)
Adipose tissue dendritic cells (DC):
- Higher abundance of CD11c+/CD1c+ DCs in subcutaneous fat correlates with insulin resistance in (73)
morbidly obese patients.
Adipose tissue T-cells:
- Higher abundance of CD4+ (Th1, Th17) and CD8+ T-cells in both subcutaneous and visceral adipose (74)
tissues in obesity associate with insulin resistance.
Expression of inflammatory genes:
- Higher expression of inflammatory genes and/or lower expression of anti-inflammatory genes (68, 74, 75)
associate with insulin resistance and/or high cardiometabolic risk in obesity.
Tier 2: Longitudinal co-association Weight loss
Adipose tissue inflammation changes during The magnitude of weight loss following bariatric surgery correlates with decreased adipose tissue:
intervention associate with changes in - macrophages; (70, 76, 77)
obesity-related phenotype/risk - mast cells; (70)
- expression of inflammatory cytokines (70, 77)
Weight loss following bariatric surgery or lifestyle intervention, and consequentially improved metabolic
profile, do not associate with decreased (and even increased):
- subcutaneous adipose tissue macrophages and other leucocytes (78-80)
- inflammatory gene expression (78-80)
Experimental weight gain
- Experimental acute weight gain induces insulin resistance without activating systemic or adipose (81)
tissue inflammation.
Tier 3: Main proposed mechanisms - Contribution to systemic inflammation. (82)
(human studies) - Decrease in cardiovascular-protective, adipose derived factors (e.g. adiponectin). (83)
- Adipose tissue and whole-body insulin resistance. (62, 82)
- Source of inflammatory lipid mediators. (82)
Tier 4: Prospective/predictive studies Higher adipose tissue expression of mast cells -specific genes predicts greater weight-loss response to (70)

Baseline adipose tissue inflammation

bariatric surgeries (cohort 1: n=18, 6 months follow-up, only visceral adipose tissue; cohort 2: n=56, 1y

parameters predicts subsequent
intervention outcome

follow-up, both visceral and subcutaneous adipose tissue)

metabolic dysfunction following lifestyle, pharmacological or
surgical interventions were associated with relatively mild, or even
without any decline in adipose tissue inflammation parameters.
Here, again, which inflammatory parameter was assessed, what was
the intervention, and particularly follow-up duration, are likely
major determinants of the results and conclusions. Overall, tier 2
studies may suggest that early improvement in metabolic
dysfunction following weight loss may not require resolution of
adipose tissue inflammation. In the excessive weight-loss response
to bariatric surgery, some inflammatory markers (neutrophil or
macrophage infiltration and related chemokines and cytokines)
may even be increased up to 6 months postoperatively, followed
by a gradual decline (85). An additional ‘uncoupling’ between
adipose tissue inflammation and insulin resistance was
demonstrated in the response to experimental weight gain, which
induced insulin resistance without apparent stimulation of systemic
or adipose tissue inflammation (81).

Nevertheless, several mechanisms have been proposed to
explain the apparent link between adipose tissue inflammation
and obesity-related complications, most notable of which is
adipose tissues’ contribution to systemic inflammation and
obesity-related decline in vascular-protective adipokines (e.g.
adiponectin, Table 2, tier 3). Yet, such mechanistic
propositions are frequently indirect. Clinically, attempts to
relieve obesity-related cardiometabolic complications (i.e.,
T2DM and related elevated cardiovascular risk) using available
anti-inflammatory interventions has raised high hopes (86, 87)
but was largely met with somewhat limited results. These call,
again, for the need to better understand adipose tissue
inflammation and its specific mediators that may link to
obesity-related complications, and/or to find biomarkers that
can identify humans with a defined obesity sub-phenotype, who
would benefit from specific anti-inflammatory intervention(s) -
i.e., predictive (tier 4) studies.
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In light of this apparent need, it is surprising that while a
relatively rich body of literature examines cross-sectionally or
longitudinally the association between parameters of adipose
tissue inflammation and obesity phenotypes, tier 4 predictive
studies are surprisingly scarce (Table 2, tier 4). In two
independent cohorts we have shown that higher expression of
mast cell specific genes, which we found to be indicative of
adipose tissue mast cell abundance assessed histologically,
predicted the degree of subsequent weight loss induced by
bariatric surgery (70). In the Israeli cohort (n=18), those who
expressed mast cell -specific chymase CMA-1 above the median
exhibited weight loss that was nearly 2-fold greater than those
who were “CMA-1-low”. CMA-1 expression in subcutaneous
adipose tissue also predicted greater weight loss 1-year post
surgery in an independent, German cohort (n=56). In this
cohort, in omental adipose tissue, other mast cell genes
[tryptase 1 (TPSB1) and c-kit (KIT)] positively correlated with
the degree of weight loss. Despite extensive literature search, we
could not find additional tier 4 predictive studies that explore
whether baseline markers of adipose tissue inflammation
correlate with future obesity-related endpoints and
intervention outcomes. This surprising paucity in the literature
is further discussed in the final section of this review.

Adipose Tissue Fibrosis
Fibrosis is the pathological deposition of extracellular matrix
(ECM) in a tissue, such that it replaces portions of the tissue

parenchyma, changes the tissue’s physical properties, and
impairs its function.

This elaborate process is reviewed in detail in references (54,
88, 89). Briefly, while the ECM in healthy adipose tissue is
constantly being deposited and degraded as part of normal
adipose tissue homeostasis, when excessively deposited, adipose
tissue becomes fibrotic. As discussed in the previous sections,
obesity manifests with pathological adipose tissue expansion.
Adipocyte hypertrophy is associated with adipocyte cell death
and inflammation, which trigger dysregulated ECM deposition
and fibrosis. Moreover, increased cross-linking of ECM proteins
in obesity stiffens adipose tissue and exerts mechanical pressure
on hypertrophied adipocytes, resulting in further adipocyte
death, lipid spillover and exacerbation of tissue and
systemic inflammation.

Cross sectional association studies in humans with obesity
(Table 3, tier 1) show that increased degree of obesity and fat
mass associate with increased adipose tissue fibrosis (90) and
non-alcoholic fatty liver disease (NAFLD) (96). However,
conflicting evidence exist regarding how adipose tissue fibrosis
associates with metabolic dysfunction in obesity. Although some
studies suggest that decreased fibrosis in both subcutaneous and
visceral (omental) fat depots is associated with at least some
aspects of metabolic disease (98, 99), most reports provide
evidence that metabolic dysfunction (e.g., insulin resistance)
associates with increased adipose fibrosis, both in subcutaneous
(91, 94, 106, 107) and omental (94, 95) adipose tissues.

TABLE 3 | OrAD feature - Adipose tissue fibrosis.

References
Tier 1: Cross-sectional association Associated with increased adipose tissue fibrosis:
Adipoce tissue fibrosis correlates with obesity- - Increased adiposity (obesity fat mass). (90-93)
related disease endpoints and/or - Insulin resistance. (91-95)
cardiometabolic risk - NAFLD/Increased liver fibrosis (96)/ (97)
Associated with decreased adipose tissue fibrosis:
- Insulin resistance/Type 2 diabetes (98)/ (99)
Tier 2: Longitudinal change association Decreased adipose tissue fibrosis:
Adipose tissue fibrosis changes during - With weight loss (even as low as 5%) (80, 90, 92,
intervention -/+ association with changes in 100)
obesity-related phenotype/risk No change in adipose tissue fibrosis:
- Following weight loss (bariatric surgery) despite metabolic improvement (94, 101)
Experimental weight-gain:
- Increased adipose tissue fibrosis following 8 weeks of overfeeding-induced weight gain (90)
Tier 3: Possible mechanisms - Increased inflammation, reduced lipid storage capacity and lipid spillover to ectopic fat deposits Reviewed in
(human studies) (88, 102,
1083)
- Col6A3-related decreased adipose tissue oxygenation (104)
Tier 4: Prospective/predictive studies - Higher baseline total and pericellular fibrosis in subcutaneous adipose tissue associated with less fat (98)
Baseline adipose tissue fibrosis predicts mass loss after 3, 6 and 12 months post-bariatric surgery (n=65 persons with obesity).
intervention outcome - Greater total subcutaneous adipose fibrosis adjusted for age, diabetes and circulating IL-6 was 97)

associated with a low weight loss response (i.e., <25% decrease in BMI). (=243 persons with
obesity, OR [95% ClI] = 1.58 [1.10-2.28)).
- Histological adipose fibrosis score (FAT) predicts weight loss following RYGB bariatric surgery: Pre- (105)
operative FAT score >2 was associated with 3-fold increased risk of reduced weight loss 12 months
following the surgery (h=183 persons with obesity).
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Longitudinal studies in humans (Table 3, tier 2) show that
fibrotic markers increase post experimental weight gain (90), and
decrease with weight loss (80, 92, 100). Interestingly, even
moderate 5% weight loss induced by lifestyle modification was
sufficient to reduce the expression of several ECM genes in
adipose tissue, whereas inflammatory gene expression did not
change (80). This suggests that during moderate weight
fluctuations, metabolic changes may be more closely associated
with changes in fibrotic gene expression in adipose tissue than
with markers of adipose tissue inflammation. Nevertheless, in
response to more pronounced weight loss, such as following
bariatric surgery, adipose tissue fibrosis was not reduced despite
improvements in metabolic outcome measures (i.e., decrease
insulin resistance) (94, 101, 108). Possibly, this is reminiscent of
the effect reported by some studies in response to bariatric
surgery on adipose tissue inflammation in the first 6 month
(Table 2, tier 2).

Proposed mechanisms (Table 3, tier 3) implicate hypoxia
and/or activation of hypoxia inducible factor 1 (HIF-1) as central
mediators between adipose tissue fibrosis and metabolic
complictions of obesity [reviewed in (88, 102, 103)]. Of
particular interest is adipose tissue Collagen 6A3 (Col6A3),
which correlates with adiposity (BMI and fat mass) (90, 91),
metabolic dysfunction (91), and with reduced PPARY
expression. Evidence suggests that Col6A3 acts to propagate a
fibro-inflammatory phenotype by promoting reduction in
tissue oxygenation and inducing HIF-lo. expression (104),
while PPARY activation inhibits Col6A3 expression (69, 73)
and promotes adipogenic differentiation, adipose tissue
vascularization and suppression of HIF-1o (73).

Beyond association studies, several human studies demonstrate
that assessing the degree of adipose tissue fibrosis predicts
subsequent clinically-relevant outcomes of intervention in persons
with obesity (Table 3, tier 4). In a comprehensive effort to accurately
characterize fibrosis in different adipose depots and define its clinical
relevance, 9 healthy-weight controls and 65 patients with obesity,
who met the criteria for bariatric surgery (BMI >40 or >35 kg/m’
with at least one comorbidity), were recruited. Participants were
analyzed before, and 3, 6 and 12 months postoperatively.
Preoperative total and pericellular fibrosis in subcutaneous
adipose tissue, measured by picrosirius red staining, correlated
with percent fat loss at 3, 6 and 12 months postoperatively (Total
fibrosis: 3 months, R=-0.39, p<0.005; 6 months, R=-0.31, p<0.05;
and 12 months, R=-0.30, p<0.05. Pericellular fibrosis: 3 months, R=-
0.23, p<0.05; 6 months, R=-0.32, p<0.05; and 12 months, R=-0.30,
p<0.05) (98). After clustering the participants into 3 groups based
on the percent fat loss (using a k-means algorithm), baseline
pericellular fibrosis was significantly higher in cluster C, in which
participants lost the least weight postoperatively. A later study by the
same group, examined a sub-cohort of 243 out of 404 bariatric
surgery patients at baseline, and 3, 6, and 12 months postoperatively
(97). Biopsies were collected during surgery, and used to assess
fibrosis in liver, subcutaneous and omental adipose tissues by
picrosirius red staining. Adipose tissue fibrosis in both
subcutaneous or omental depots were associated with liver
fibrosis and measures of adiposity (body weight, percent fat and

BMI). Participants were further divided into ‘good responders’
(GR), who lost >34.8% of baseline BMI 12 months after surgery,
and ‘less responsive’ (LR), who lost <25%. In a multivariate analysis,
higher total subcutaneous adipose tissue fibrosis adjusted for age,
diabetes and circulating IL-6 characterized the LR group (OR [95%
CI] = 1.58 [1.10-2.28]) (97). These data suggest that subcutaneous
adipose fibrosis can be used to predict weight loss outcome of
bariatric surgery. This can assist in improving the preoperative
expectation from the surgery, and if bariatric surgery is performed,
to consider intensified postoperative intervention to optimize the
weight-loss response to the surgery (as further discussed in
subsequent section of this review). Indeed, for such clinical
purposes, histology-based tool to grade the degree of adipose
tissue fibrosis from surgical biopsies was established, and
exhibited successful prediction of weight loss following bariatric
surgery in 183 patients with severe obesity (105): Fibrosis score of
Adipose Tissue (FAT score) is a semiquantitative tool that uses
subcutaneous adipose surgical biopsies to evaluate adipose tissue
fibrosis following picrosirius red staining. It utilizes a 4-stage fibrosis
rating scale where Stage 0=no apparent perilobular (PLF) or
pericellular (PCF) fibrosis; Stage 1= moderate PLF and/or PCEF;
Stage 2= severe PLF or severe PCF; and Stage 3 = severe PLF and
severe PCF. FAT score was associated with adipose tissue fibrosis
and with increased M2 macrophage infiltration, but not with
adipocyte size. Importantly, higher FAT score was correlated with
lower weight loss 12 months following bariatric surgery, and a
baseline FAT score >2 was associated with a 3-fold increased risk of
reduced weight loss response to bariatric surgery (OR [95% CI] =
3.2 [1.7 - 6.1]). When testing the ability of the FAT score to predict
weight loss post bariatric surgery, the authors compared 3
prediction models and concluded that there is merit and added
value in incorporating assessment of subcutaneous adipose
pathology in prediction of weight loss response to bariatric
surgery (105).

It is noteworthy that all 3 tier 4 studies (97, 98, 105) were by
K. Cléement and co-workers, representing the development and
experience of a single center. Clearly, given the possible impact of
the findings, it is imperative that these results are replicated and
reported by additional centers, so that analysis of adipose tissue
fibrosis could be considered as part of the routine clinical toolkit
in the treatment of obesity.

Additional Considerations Related to Adipose
Fibrosis Assessment for Clinical Applications
- Which fat depot(s)? The few studies that assessed fibrosis in
both subcutaneous and omental adipose tissue reached
conflicting conclusions: While Muir et al., report no differences
in adipose fibrosis assessed using both picrosirius red staining
and fibrotic gene expression between subcutaneous and omental
depots (99), Divoux and colleagues demonstrate different
collagen patterns between the 2 tissues (98). Moreover, these
authors report increased total fibrosis percent (picrosirius red
staining) in participants with obesity compared to non-obese
controls in subcutaneous, but not omental fat.

- Method for obtaining adipose tissue biopsy: The two most
common techniques to obtain adipose tissue samples are surgical
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biopsies and needle-aspirated biopsies — each has its own pros
and cons. A recent study compared the two techniques side by
side and found that the biopsy technique affects adipose tissue
gene expression profile. Specifically, needle-aspirated core
biopsies were more fragmented due to the mechanical shear
stress applied while the tissue is forced through the needle. As a
result, needle-aspirated biopsies do not effectively aspirate the
fibrotic fraction of subcutaneous adipose tissue, contain an
unrepresentative smaller stroma-vascular fraction and thus
misrepresent adipose tissue fibrosis (109).

- Emerging imaging approaches to assess adipose tissue fibrosis:
A few non-invasive approaches have been proposed for assessing
adipose tissue fibrosis. Transient Elastography provides
assessment of adipose tissue stiffness by measuring the shear
wave velocity of the tissue’s response to vibration, correlating
with the degree of fibrosis assessed histologically (98, 110).
Recently, a new MRI application was validated against adipose
tissue histology, successfully quantifying fibrosis in subcutaneous
adipose tissue (111). Potentially, by creating a 3D fibrosis
assessment of the subcutaneous adipose tissue, this approach
may be less prone to sampling biases, which is common in
histological assessment, particularly of biopsies obtained by
needle aspiration.

- How fibrosis is quantified: Percent pericellular and percent
peri-lobular fibrosis might be more sensitive measurements
compared to total percent fibrosis, and may therefore prove to
provide more clinically relevant information. For example, when
comparing fibrosis in subcutaneous and omental adipose tissues
from participants with obesity and non-obese controls, percent
pericellular fibrosis, but not percent total fibrosis, differed
between the groups in both depots (98).

- Patients’ characteristics might impact adipose tissue fibrosis:
Differences in adipose tissue fibrotic response to obesity and
weight loss exist between different ethnic groups, for example
Caucasian vs Asian-Americans (112) or Asian-Indian (113).
Some studies show sex differences in adipose fibrosis (90), and
aged individuals exhibit increased adipose tissue fibrosis
[reviewed in (114)].

INCORPORATING OrAD ASSESSMENT IN
THE OBESITY CLINIC

There is a growing “need to go beyond BMI” notion in clinical
obesity medicine in the quest for better personalizing the
treatment of people with obesity, and assessment of the health
of the adipose tissue is certainly a potential avenue. Hence, in
previous sections we provided examples for clinically-valuable
information obtainable from mostly standard pathology
assessment of adipose tissue biopsies in order to use such
information as a decision-making tool. We hereby describe
how adipose tissue biopsies and OrAD assessment could be
incorporated into the obesity clinic, with relevance to patients
undergoing bariatric/metabolic surgery, those offered non-
surgical interventions, and even as part of the decision-making
process between these two options. We consider both primary

and secondary prevention concepts related to obesity and its
related complications.

Adipose tissue biopsies during bariatric/metabolic surgery -
When a person with obesity undergoes bariatric surgery (or for
that matter, any elective intra-abdominal surgical procedure),
sampling abdominal subcutaneous and omental adipose tissue
could easily be incorporated as a standard care procedure. This is
because, first and foremost, adding an excision of a few grams of
adipose tissue is surgically simple, fast, and runs nil or very low
added risk for the patient. Conceptually (medically), it is
equivalent to sampling the diseased tissue in other medical
circumstances, such as in oncological surgeries. As discussed
above, rather standard histopathological assessment (Box 1) can
already provide enormous amount of information, and does not
require a special setting beyond that available in most operating
rooms - placing the biopsies immediately in formaldehyde, and
sending to the affiliated department of pathology.

Adipocyte cell size, amount of fibrosis and degree of
inflammation can all be evaluated on a paraffin block section
stained with standard hematoxylin & eosin (H&E). The main
advantage of this method is its availability practically in all medical
centers (which have a pathology department). Additionally, this
technique allows examination of tissue architecture and
performance of histochemical and immunohistochemical stains.
A. Adipocyte size can be measured either manually or by using
automated cell size analyzer on cytology specimens. Additionally,
adipocyte cell size can be estimated manually on H&E-stained
slides according to the average amount of adipocytes per 10 high-
power fields (HPFs); one can also use software analysis for this
purpose. B. Degree of Inflammation can be evaluated based on
H&E-stained slides. Immunohistochemical stain for CD45
(Leukocyte Common Antigen) would highlight all inflammatory
cells, making this estimation easier and possibly more accurate. In
addition, identification of specific inflammatory cells can be
achieved using immunohistochemical stains: CD68 for
macrophages, CD3 for T-lymphocytes, CD20 for B-lymphocytes,
CD57 for NK cells and CD117 (c-Kit) or tryptase for mast cells. C.
Amount of fibrosis can be assessed based on H&E-stained sections
or preferably using Masson’s Trichrome stain that would highlight
connective tissue fibers, staining them in a blue hue. Picrosirius
red and immunohistochemical stain for specific collagens would
also emphasize collagen fibers.

Subcutaneous adipose tissue needle biopsy or minimally
invasive, small open surgical biopsy in the non-surgical patient
with obesity — This clinical setting is more complex, as it requires
subjecting patients to a procedure which is still non-standard in
most clinics. Subcutaneous (usually abdominal, at the lower
quadrant) adipose tissue biopsy is minimally-invasive, is
performed under local anesthesia, but even if of very low risk
for the patient does run added risk of local hematoma, infection,
and pain. Conceptually, subcutaneous adipose tissue needle
biopsy can be viewed similarly to liver biopsy in the clinical
workup of patients with liver disease, and is associated with lower
risks. Yet, while as discussed above in this review, such procedure
can impact therapeutic options by improving the prediction of
expected outcomes, it is still investigational, and requires
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institutional ethical committee approval, patients’ written
informed consent, and careful personalized cost-
benefit assessment.

Below are a few example scenarios for how might OrAD
assessment inform the obesity clinician and improve
precision care.

Predicting post-operative weight loss response- After bariatric/
metabolic surgery, OrAD features indicative of predicted low
postoperative weight-loss response to the bariatric surgery [high
SC fat fibrosis score (105), low omental fat mast cell count (70),
possibly adipocyte cell size (20)], may suggest the consideration
of intensified post-operative intervention to ensure optimal
weight loss. Possibilities may include intensifying post-
operative life-style interventions and/or pharmacotherapy.
Once more data are available - both on OrAD and on long-
term follow-up endpoints, it would be important to determine if
OrAD features can predict failure to maintain long-term weight
loss induced by bariatric surgery (Box 2), as it is increasingly
recognized that over a third of patients regain >25% of their
maximal postoperative weight loss (115).

Predicting postoperative effect on cardiometabolic risk - OrAD
features indicative of lower chances of reducing obesity-related
cardiometabolic risk following bariatric surgery could support
considering interventions aimed at secondary prevention.
Although suggested to predict incident T2DM in observational
studies (38, 39), the predictive value of adipocyte size assessment
in the post-bariatric surgery patient is still unclear (Table 1, tier
4). Moreover, when attempting to predict postoperative diabetes
remission, adipocyte size was not found to differ between
patients with obesity and T2DM who exhibited 1y
postoperative diabetes remission or not (116). Yet, a current
debate is whether to discontinue all anti-diabetic medications
including metformin after bariatric/metabolic surgery in the
post-operatively normoglycemic patient. Possibly, a higher

OrAD burden may provide a rationale for postoperative
continuation of metformin.

Primary prevention in patients with “metabolically-healthy
obesity - Subcutaneous adipocyte size had been shown to predict
deterioration of glycemic control even in patients with normal
glucose tolerance, and beyond other risk factors (38, 39).
Although further demonstration in other cohorts would be
valuable, existing studies already suggest such association in
diverse populations. Hence, larger adipocyte size [which may
require threshold assessment in the specific clinic (20)] may
indicate a need for intensified measures for primary prevention
of metabolic deterioration. Collectively, in this setting, assessing
OrAD in subcutaneous adipose tissue can assist in refining/sub-
classifying the metabolically-healthy obese phenotype,
highlighting those at greater cardiometabolic risk despite their
current intact metabolic profile.

Additional outstanding questions that could inspire future
studies to assess the clinical value of OrAD assessment are
presented in the following section and in Box 2.

»

OUTSTANDING QUESTIONS, AND
FUTURE DIRECTIONS

In modern medicine, sampling the diseased tissue in order to
extract clinically-useful information that directs treatment is a
common practice. We hope that this review conveys the
message that adipose tissue in obesity is a potentially rich
source of clinically-meaningful information that should be
utilized in the hope of improving precision medicine for the
care of patients with obesity. Studies that actually demonstrate
that routine assessment of OrAD features could guide
personalized care by providing prediction of prognosis and/
or response to anti-obesity intervention are still too few to be

Box 2: Major outstanding questions

- Can OrAD features predict intervention outcomes:

- response to emerging anti-obesity pharmacotherapy;

- post-bariatric/metabolic surgery weight regain.

outcomes?

successful response?

- a-priori identify successful weight-loss responders to incretin receptor agonists;

- “Composite OrAD score” — would a composite score that integrates different OrAD features improve predictability of obesity-related endpoints and/or intervention

- Reversibility of OrAD features in the response to intervention: Could a second, early post-intervention initiation OrAD assessment serve to predict long-term

- Could repeated OrAD assessment of the metabolically-healthy patient with obesity identify pending metabolic/health deterioration?

- Could OrAD assessment predict less-conventional obesity-related risks, such as obesity-related cancer, cognitive decline, etc?

- Is OrAD a marker or a therapeutic target on its own? Would improving OrAD features improve obesity related outcomes?
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translated into clinical guidelines. But they do provide a proof
of principle that is sufficient to motivate joint efforts to extract
such clinically-useful information. Standard laboratory
techniques available in most centers, particularly pathology
labs, can already provide enormous amount of information on
OrAD features, which then needs to be linked to relevant
endpoints and post-intervention outcome assessment (Box 1).
There is no doubt that predicting intervention outcome(s) will
become an increasing need with newly-emerging options for
anti-obesity treatments in the upcoming future.

Molecular Signatures of Adipose Tissue
This review focused on histopathological assessment of OrAD,
but molecular tools should also be considered. Indeed, multiple
molecular differences between people without or with obesity
have been reported, and have greatly contributed to current
understanding of OrAD. Yet, fewer studies assessed, even cross-
sectionally, molecular differences within the heterogenous group
of persons with obesity in the quest to explain obesity sub-
phenotypes (15, 75). Molecular OrAD patterns associated with
longitudinal changes were shown using both coding and non-
coding (micro-RNA) RNAs. For example, successful maintainers
of weight loss exhibited an increase in oxidative phosphorylation
gene expression, and a decrease in cell-cycle and inflammatory
genes in subcutaneous fat, while unsuccessful weight loss
maintainers exhibited the opposite gene expression change
(117). Using micro-RNAs, changes in subcutaneous adipose
tissue expression of several miRNAs associated with the
magnitude of decreased weight, waist circumference or fat
mass loss, with no difference between different dietary
intervention strategies (118). Moreover, prospectively, the
viscera/subcutaneous fat expression ratio of miRNA-122
predicts the degree of weight loss 1y after bariatric surgery
(n=61) (5).

Modern ‘omics’ technologies will clearly advance the
information one would be able to extract from any biological
sample, including adipose tissue biopsies. Various whole tissue
‘omics’ approaches hold the promise of discovering novel
outcome predictors in an unbiased manner. One pioneer
attempt tested the ability to a-priori predict the response to a
10w hypocaloric diet by a single, snap-shot assessment of global
subcutaneous adipose tissue gene expression using microarrays
(6). Global gene expression was able to differentiate between the
groups with a maximal prediction accuracy (depending on the
model used) of 61%. A stringent identification of differential gene
expression between subsequent responders (who lost 8-12 kg)
and non-responders (who lost up to 4 kg) using 3 statistical
approaches uncovered 9 validated differentially-expressed genes
among the n=53 microarrays. Yet, using these genes to predict
response did not improve the maximal accuracy (of ~80%), that
was obtained by using the 34 differentially-expressed genes
identified when relieving the FDR criterion to 8% in the
Significance Analysis of Microarray (SAM) procedure. The
authors of this study concluded that the predictive
performance of this approach was insufficient to be helpful in
the clinical setting, and suggest that perhaps a second sample

aimed at assessing the initial response to the intervention could
better predict the final response to the intervention (6).

Finally, single-cell transcriptomics technologies, such as
single-cell RNA-sequencing of the stromal-vascular cells of
adipose tissue, or single-nucleus RNA-sequencing that can also
capture adipocytes, provide new opportunities to uncover the
cellular landscape, and cell-type specific gene expression changes
in adipose tissue, at an unprecedented resolution (119). These
will allow to determine whether specific cellular composition of
adipose tissue - either specific cell types, and/or sub-populations
of adipocytes - could effectively predict intervention outcome.
For example, it’s plausible that greater proportions of
functionally-beneficial adipocytes such as adiponectin
producing/insulin sensitive, and/or thermogenic adipocytes,
may be expected to not only positively affect whole-body
metabolic state cross-sectionally, but to also predict lower risk
of developing obesity co-morbidities. If this proves to be true,
single-nucleus RNA-sequencing could serve to refine the
definition of metabolically-healthy obesity, and prevent un-
necessary primary prevention interventions for obesity-related
comorbidities in such patients.

“The Liquid Biopsy Concept” — Can OrAD
be Estimated by Blood Sampling?

This review proposes histopathological OrAD assessment as a
possible tool to better sub-phenotype patients by predicting
obesity related clinical outcomes. A plethora of studies attempt
to identify circulating biomarkers (metabolites, miRNA and
other epigenetic markers) for the same purpose, related or not
to OrAD. Yet, assuming that OrAD is a powerful predictor of
obesity outcomes, an additional outstanding question is
whether it can be estimated by sampling peripheral blood.
This approach, reminiscent of the concept of liquid biopsy in
oncology, may be particularly important for providing OrAD
assessment of the visceral fat depot in the non-surgical patient,
and has been previously attempted (120). As one example,
peripheral blood monocyte sub-classes were shown to correlate
with lipid storage of omental adipose tissue macrophages (121),
which in turn were shown to associate (cross-sectionally) with a
worse metabolic phenotype in obesity (122). Circulating blood
metabolomics could uncover correlates of OrAD features such
as adipocyte diameter, and associate with obesity phenotypes
(123). Other circulating biomarkers indicative of OrAD and
specifically of adipose tissue communication with other organs
that determine obesity-related endpoints, such as fatty liver and
cardiac health, should undoubtedly be further explored for
clinical use. These include, among others, adipokines and
circulating extracellular vesicles, which in obesity are likely
significantly contributed by adipose tissue. The adipokine
adiponectin is one such example: As it is produced solely by
adipocytes, particularly by insulin-sensitive cells, circulating
adiponectin levels may indicate improved adipose metabolic
function (i.e., lower adiponectin reflecting OrAD). Indeed,
although the association between circulating adiponectin and
cardiovascular morbidity and mortality is complex and may
greatly depend on the health status of the investigated
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population (124), several studies demonstrated that low
circulating adiponectin (total or high molecular weight) were
independent predictors of incident metabolic syndrome or
T2DM (125, 126).

CONCLUSION

Both the motivation to increase precision care in obesity
medicine, and the logic of attempting to estimate OrAD to
predict clinically-relevant outcomes in obesity care, are clear.
Current literature provides some proof-of-principle studies for
the possibility that OrAD assessment should be better utilized to
enhance precision medicine of patients with obesity. Yet, in some
cases (particularly adipose tissue inflammation), the scarcity of
predictive studies is surprising in light of the relatively large body
of association studies. In particular, longitudinal co-association
studies seemingly include all the information required for testing
a prediction hypothesis. Current literature remains blind to
whether such hypotheses were tested and found to be negative,
but remained unpublished. Notably, as an exception, it was
reported that adipocyte size and morphology at baseline could
not distinguish between patients who exhibited post-bariatric
surgery diabetes remission (116). Alternatively, association
studies that assessed at least two time-points (baseline and
follow-up) may have been underpowered to provide significant
predictive data. Therefore, to advance this line of research and
clinical practice it would be important to: i. conduct prediction
analyses on already available datasets; ii. encourage the report of
negative findings, particularly of sufficiently statistically-powered
studies; iii. consolidating data from different centers to enable
analyses on heterogenous and larger patient databases (i.e.,
perform meta-analyses); iv. Using advanced approaches, such
as deep learning and artificial intelligence, to detect predictive
algorithms of OrAD-based clinically-important endpoints.
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