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The presence of two distinct types of adipose tissue,which have opposing functions, has been known for decades.
White adipose tissue (WAT) is themain tissue of energy storage,while brown adipose tissue (BAT) dissipates en-
ergy as heat and is required for non-shivering thermoregulation. In the last few years, a third type of adipocyte
was identified, termed the brite (“brown and white”) or beige adipocyte. Their physiological control and role,
however, are not fully clarified. Brite/beige adipocytes have a positive impact on systemicmetabolism that is gen-
erally explained by the thermogenesis of brite/beige adipocytes; although thermogenesis has not been directly
measuredbut ismostly inferred by gene expression data of typical thermogenic genes such as uncoupling protein
1 (UCP1). Here we critically review functional evidence for the thermogenic potential of brite/beige adipocytes,
leading to the conclusion that direct measurements of brite/beige adipocyte bioenergetics, beyond gene regula-
tion, are pivotal to quantify their thermogenic potential. In particular, we exemplified that themassive induction
of UCP1 mRNA during the browning of isolated subcutaneous adipocytes in vitro is not reflected in significant
alterations of cellular bioenergetics. Herein, we demonstrate that increases in mitochondrial respiration in re-
sponse to beta-adrenergic stimulus can be independent of UCP1. Using HEK293 cells expressing UCP1, we
show how to directly assess UCP1 function by adequate activation in intact cells. Finally, we provide a guide on
the interpretation of UCP1 activity and the pitfalls by solely using respiration measurements. The functional
analysis of beige adipocyte bioenergetics will assist to delineate the impact of browning on thermogenesis,
possibly elucidating additional physiological roles and its contribution to systemic metabolism, highlighting pos-
sible avenues for future research. This article is part of a Special Issue entitled: 18th European Bioenergetic
Conference.

© 2014 Elsevier B.V. All rights reserved.
1. Introduction

1.1. Morphological and molecular pattern of brite/beige adipocytes

Efforts to identify the stem cell progenitors of white and brown
adipose tissue have revealed that the origin of white and brown
preadipocytes is different. Brown adipocytes originate from precursors
that express Myf5, a gene previously thought to be expressed only in
myogenic lineages [1,2]. In contrast, brite/beige adipocytes share a
common precursor with WAT (non-myogenic precursor). In BAT, the
machinery for heat production is provided by high expression of fatty
acid oxidation enzymes, respiratory chain components, and an in-
creased number of mitochondria in contrast to WAT [3]. The systemic
distribution of heat is provided by high vascularization. Morphological-
ly, white adipocytes possess one unilocular big lipid droplet, whereas
BAT cells display a multilocular lipid droplet phenotype (Fig. 1A, C).
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Brite/beige adipocytes arise in WAT depots and are more similar to
BAT as they have increased mitochondrial biogenesis, multilocular
lipid droplets (possibly for rapid lipid mobilization; Fig. 1B) and the ex-
pression of the BAT-specific uncoupling protein 1 (UCP1) [3]. Compared
to brown orwhite adipocytes, brite/beige adipocytes appear to display a
unique gene expression signature and are thus broadly accepted as a
distinct class of adipocytes [4,5].

1.2. The advantage of respiratory uncoupling by UCP1

Activated UCP1 protein increases mitochondrial uncoupled respira-
tion. UCP1 resides in the mitochondrial inner membrane and acts as a
proton channel [6–8], which dissipates proton motive force as heat
instead of ATP production. Physiological concentrations of purine nucle-
otides inhibit UCP1 and inhibition is overcome by free fatty acids that
are released during lipolysis induced by noradrenergic stimulation
that is usually due to cold exposure or diet [9,10]. The expression of
UCP1 may be the most important functional difference between white
and brite/beige adipocytes. At least in BAT, the high number of mito-
chondria and high content of UCP1 (up to 10% ofmitochondrial protein)
result in substantial heat production that is used for thermoregulation
in small rodents [3]. While BAT-dependent thermogenesis is usually
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Fig. 1.Morphology of the three different types of adipocytes. Hematoxylin and eosin staining of (A) white, (B) brite/beige and (C) brown adipocytes. Scale bars 50 μm.
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linked to increased UCP1 expression during cold stress [11], increased
heat dissipation by BAT also prevents diet-induced obesity [12–14]. In-
terestingly, this also occurs at thermoneutrality when there is no ther-
mal stress to the animal and BAT should not be activated [15]. In this
study using UCP1 knockout mice, it remains unresolved whether pro-
tection from obesity is promoted by BAT and/or brite/beige adipocytes.
However, it can be concluded that mitochondrial uncoupling appears
central to the improvement of the metabolic phenotype, even in
mouse models where UCP1 is ectopically expressed in skeletal muscle
[16,17]. In many studies, the link between UCP1 function and heat
production led to the conclusion that the regulation of UCP1 mRNA is
generally associated with adaptive nonshivering thermogenesis,
irrespective of protein levels and activity.
1.3. Browning WAT to improve thermoregulation

Adaptive non-shivering thermogenesis is crucial for the defense of
body temperature in the cold, particularly in small mammals and new-
born infants, which have a low surface area to volume ratio [18]. Before
studies on brite/beige adipocytes, adaptive non-shivering thermogene-
sis was almost exclusively attributed to BAT and was absolutely depen-
dent on the presence of UCP1, as confirmed in UCP1 knockout mice
[19,20]. Later studies in UCP1 knockout mice identified an increased
browning state inWAT [21,22], suggesting a compensatory recruitment
of brite/beige adipocytes in WAT depots. Although the lack of UCP1 in
these mice prevents the evaluation of thermogenic potential mediated
by these brite/beige adipocytes, it is feasible to speculate that the in-
creased expression of UCP1 in brite/beige adipocytes in wildtype mice
may increase heat output, assuming that increased UCP1 mRNA levels
are translated to substantial protein amounts and that UCP1 function
is activated to uncouple respiration.

The number of brite/beige adipocytes within WAT depots increases
after chronic treatment with β-adrenergic receptor (β-AR) activators
as a mimetic of cold stress. Subcutaneous WAT is particularly prone to
browning. Treatmentwith the selective β-3 adrenergic receptor agonist
CL316,243 induces UCP1 and PGC1α gene expression and multilocular
adipocytes inWAT depots [23,24]. Notably, using β-adrenergic receptor
(β-AR)-less mice, Ye and colleagues showed that the induction of
thermogenic genes such as UCP1 and PGC1α in brite/beige adipocytes
occurred independently of β-AR signaling [25]. In these mice, thermo-
genic gene expression after a cold stimulus was severely diminished
in classic (interscapular) BAT; however it was induced in subcutaneous
WAT, suggesting β-AR-independent pathways controlling the thermo-
genic gene expression of brite/beige adipocytes. Rosenwald et al.
demonstrated the reversal of cold-induced brite/beige adipocyte forma-
tion inmicewithin fiveweeks of warm adaptation, further supporting a
potential role of brite/beige adipocytes in thermoregulation [26].
In contrast, it has been suggested that the impact of brite/beige adi-
pocytes on overall thermoregulation is over-estimated as typical BAT
characteristics such as induced UCP1 gene expression is normalized to
very low or no gene expression in WAT [27]. Moreover, the massive
content of UCP1 in BAT mitochondria corroborates substantial mito-
chondrial proton leak as the main mechanism to dissipate energy as
heat. Further supportive data for a thermogenic function of brite/beige
adipocytes focused on morphology (multilocular lipid droplets, mito-
chondrial remodeling) and molecular characteristics (e.g. mitochondri-
al gene expression). To our knowledge, there is a limited amount of data
directly evaluating the contribution of brite/beige adipocytes to thermo-
genic capacity inmice. Isolatedmitochondria from inguinal fat depots of
cold-exposed mice recruit substantial amounts of UCP1 protein
supporting a role for thermogenesis [28]. Whether there are sufficient
amounts of UCP1 and mitochondria per brite/beige adipocyte and
how they are activated, requires further investigation, possibly through
measurements in intact brite/beige adipocytes. Further supporting a
thermogenic function for brite/beige adipocytes, a study using genetic
and surgical ablation of BAT led to browning of WAT and shows com-
pensatory defense of body temperature in the cold and similarmetabol-
ic (thermogenic) responses to noradrenaline injection [29]. These data
look promising for a thermogenic function of brite/beige adipocytes
and encourage further investigation. However, counter arguments
may be posited as body temperature is also maintained without func-
tional BAT [21] and as the adaptive part of nonshivering thermogenesis
requires comparison to and measurement in thermoneutrality [30].
While thermogenic capacity was corrected for body size differences
[29], exploration of noradrenalin doses may further corroborate a direct
thermogenic function of brite/beige adipocytes [18]. Although not
specifically addressed by Schulz and colleagues a dramatic thermal con-
ductance phenotype can be found in their metabolic data; that is, BAT-
deprived mice have higher heat loss than their wildtype counterparts
as the restingmetabolic rate at the same ambient temperature is higher
in BAT-deprived mice which exhibit identical body temperatures.
Although further experimentation is required, the difference in conduc-
tance may elucidate that the peripheral location of brite/beige
õadipocytes further promotes heat dissipation; in contrast to BAT ther-
mogenesis, which delivers heat directly to the body core via the Sulzer's
vein. From a thermoregulatory point of view, one has to consider that,
particularly in small rodents, the ablation of classical BAT enforces com-
pensatory mechanisms to defend body temperature. Given the body
size of humans and theminor amounts of classical human BAT, genera-
tion of brite/beige adipocytes and their activation may not be required
for maintenance of body temperature. However, there is good evidence
that systemic control of energy homeostasis coordinates the brown and
brite/beige adipocyte amount in mice. The therapeutic targeting of
brite/beige adipose tissue would benefit significantly from a direct as-
sessment of the bioenergetics and thermogenic capability of these cells.
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1.4. Measurement of brite/beige adipose tissue thermogenesis

The classical determination of BAT thermogenesis in living animals is
outlined inmany studies and important guidelines have been previous-
ly summarized [30]. Some studies measure indirect indicators such as
glucose uptake that can be indicative of increased energy (carbon)
flux [31]. While the heat production of the animal may be measured
using direct calorimetry,methods of indirect calorimetry aremore com-
monly used. Although visually pleasing (and often used), thermovision
observing the heat radiation of the animal (in the interscapular region)
is not a good quantitative measure of heat production as it depends on
thermal conductance, influenced by insulation, blood flow etc. The
methods of indirect calorimetry are used in conjunctionwith adrenergic
stimulation to estimate maximal heat output, which mainly derives
from BAT [32]. While animal models verify physiological roles in
thermogenesis, studies on isolated brite/beige adipocytes exclude the
confounding effects of endocrine organ crosstalk and systemic adjust-
ments such as vasodilation, therefore directly assessing brite/beige adi-
pocyte function to determine their thermogenic capacity and to identify
molecular mechanisms that may represent therapeutic targets.

1.5. The bioenergetic assessment of brite/beige adipocytes

How would one quantify the energy turnover of brite/beige adipo-
cytes? A methodological repertoire similar to the measurement of
whole animal energy metabolism is available: direct microcalorimetry
and thermovision is applicable in cell culture under constant conditions
requiring physical correction factors (e.g. heat buffering capacity of the
fluid cell media). Cellular oxygen consumption can be taken as a mea-
sure for oxidative metabolic activity by mitochondria, and the under-
standing of the modular kinetics of oxidative phosphorylation enables
distinct conclusions on the proton permeability of the mitochondrial
innermembrane and substrate oxidation capacities, thus on UCP1 activ-
ity and “browning”.While oxidative phosphorylation is best assessed by
measuring both electron flux (oxygen consumption) and protonmotive
force (~mitochondrial membrane potential), the measurement of
membrane potential is not a common method in all laboratories, and
the precise dynamic measurement in intact cells has just recently
been established [33]. Therefore, in the following, we focus on oxygen
consumption measured by plate-based respirometry that measures
electron flux in the mitochondria of intact cells. In particular, we eluci-
date the pitfalls of bioenergetic measurements that may lead to false
conclusions on brite/beige adipocyte and UCP1 function.

2. Materials and methods

2.1. Histology

White, brite/beige and brown adipose tissue were fixed in 4% form-
aldehyde. Afterwards the tissues were embedded in paraffin and cut
into 2 μm slices. Hematoxylin–eosin staining (Roth, Fluka) was per-
formed to visualize nuclear and cytoplasmic sections within the cell.

2.2. Cell culture experiments

2.2.1. Primary adipocytes
The isolation of the stromal vascular (SV) fraction from subcutane-

ous white adipose tissue of five C57BL/6 WT mice (six weeks old) was
performed as described before [34]. For differentiation SV cells were
plated either in 12well plates (25K per well) or in XF96 V3 PET cell cul-
ture micro plates (Seahorse; 10K per well) allowing them to grow to
90–100% confluence. At confluence, differentiation was started using a
white fat differentiation cocktail as described previously [34]. At day 2
of differentiation, cells were exposed to growth medium (DMEM/F12
plus glutamax, 1% pen/strep, and 10% FBS) without (“white”) or with
1 μM rosiglitazone (“brite/beige”) for another 5 days. On day five/
seven of differentiation cells were used for cell respiration measure-
ments or harvest and quickly frozen for RNA isolation.

2.2.2. HEK293 cells
HEK293 cells were generated and maintained on 10 cm culture

dishes as described previously [35].

2.3. Gene expression analyses

RNAwas isolatedwith Qiagen-RNeasy Lipid Tissue Kit and quantita-
tive real-time PCR (qPCR) was performed. UCP1 (Mm01244861; Life
Technologies) gene expression was calculated as dCT using HPRT
(Mm01545399, Life Technologies) for normalization.

2.4. Seahorse experiments

2.4.1. Primary adipocytes
Before the measurements of cellular respiration, the cells were

washed twice with assay medium (XF DMEM + 25 mM glucose,
+10 mM pyruvate, +0.3% BSA (w/v)) and then incubated in 180 μl of
assay medium for 1 h in an air incubator without CO2 at 37 °C. The
XF96 plate was then transferred to the XF96 Extracellular Flux Analyzer
(Seahorse Bioscience) and equilibrated for 10min. Four assay cycles (1-
min mix, 2-min wait and 3-min measuring period) were used to deter-
mine basal respiration. Next, assay medium or isoproterenol was
injected (port A; 1 μM end concentration) followed by an injection of
oligomycin (port B; 2 μg/mL end concentration). Port C contained
FCCP (1 μM end concentration) and port D contained a cocktail of rote-
none and antimycin A (2.5 μM end concentration each).

2.4.2. HEK293 cells
Cells were trypsinized from culture dishes and 20K cells were

seeded in each well of the 24-well plate (Seahorse Bioscience) and
grown for 2 days. The experimental setup for HEK293 cell bioenergetics
in the 24-well extracellular flux analyzer was described previously [36].
This protocol has been modified as injection port A contained
oligomycin (4 μg/ml), port B contained either assay medium with
DMSO, or TTNPB in DMSO (5–60 μM end concentration), port C
contained FCCP (3 μM end concentration) and port D contained rote-
none and antimycin A (2.5 μM end concentration each).

For data analysis (Fig. 3A), the cellular oxygen consumption rate
(OCR) was corrected for non-mitochondrial OCR (inhibiting electron
flux through the respiratory chain with rotenone for complex 1 and
antimycin A for complex 3). The remaining OCR at basal or resting con-
dition reflected the electron transport through the respiratory com-
plexes that was used to pump protons from the matrix, building an
electrochemical gradient known as the proton motive force, Δp. Δp is
consumed by two processes: ATP phosphorylation and the mitochon-
drial proton leak [37]. The administration of an ATP synthase inhibitor
allowed the estimation of ATP phosphorylation and proton leak steady
states (oligomycin-insensitive respiration, also referred to as state 4o)
(Fig. 3A). When UCP1 is expressed in HEK293 cells (Fig. 3B), the
oligomycin-insensitive proportion of respiration is unchanged as
compared to wildtype cells (Fig. 3C), demonstrating no basal UCP1
activity.

3. Results and discussion

3.1. The relation of UCP1 mRNA expression and adrenergically induced
respiration for brite/beige bioenergetics

We find a ~150-fold induction of UCP1 mRNA levels in brite/beige
compared to white adipocytes (Fig. 2A). Notably, this dramatic fold-
change of UCP1 mRNA is caused by the very low expression of UCP1
in white adipocytes (as determined by high ct-values; Fig. 2B).



Fig. 2.How UCP1 content and induction relates to isoproterenol-induced respiration. (A) relative gene expression and (B) original ct-values of primary white and brite/beige adipocytes.
(C) Time course of oxygen consumption rate (OCR) of primary murine white (D) or brite/beige adipocytes showing basal respiration, response to isoproterenol, proton leak respiration
(after oligomycin—OLIGO injection), maximal substrate oxidation (FCCP) and non-mitochondrial respiration (rotenone/antimycin A — ROT/AA). Data represent the means of 3–5 inde-
pendent experiments, error bars are shown as S.E.M.
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Concerning the function of UCP1 in brown adipocytes, one finds
multiple examples where respiration measurements are used. At least
in brown adipocytes, the amount of UCP1 correlates with respiration
[38]. A study investigating the role of PTEN (phosphatase and tensin ho-
molog) in brown adipose tissue showed that forskolin-induced respira-
tion is reflected in the amount of UCP1 [39]; and the causality has been
established using UCP1 knockout mice [40]. These results strongly
imply that adrenergically-stimulated respiration is linked to UCP1 and
brown-fat like thermogenesis.

Caution should be applied for brite/beige adipocytes, in particular
when solely determining “browning” with UCP1 mRNA induction. We
found that isoproterenol, a typically used adrenergic stimulant, in-
creases basal OCR of primarymurinewhite adipocytes (Fig. 2C), notably
with undetectable UCP1 mRNA expression levels (Fig. 2A and B). This
increase in basal respiration can be ascribed to increased proton leak
and not increased substrate oxidation, as proton leak respiration is
elevated by the same rate, while maximal substrate oxidation rate
(FCCP-induced) is not induced (Fig. 2C). This proton leak activity of
white adipocytes is UCP1-independent, confirming the important
findings by Collins and colleagueswhofirst demonstrated inducible res-
piration in white adipocytes independent of UCP1 activity [41]. The
Collins laboratory attributes this inducible proton leak to the opening
of the permeability transition pore. When we “browned” primary
white adipocytes using rosiglitazone, the respiratory response to iso-
proterenol is not affected, although UCP1 mRNA levels were increased
dramatically (Fig. 2D). UCP1 protein levels remained below detection
levels and confirmed previous findings that UCP1 protein levels are
not reflected in changes of mRNA expression [27]. Furthermore, FCCP-
induced respiration rates that are indicative of “browning”, are minorly
affected— although the common molecular nominator for “browning”,
UCP1 mRNA expression, is induced.
3.2. Activation of UCP1 function

So far, the direct measurement of UCP1 activity, in both brown and
brite/beige adipocytes is difficult. Adrenergic stimulation in brown adi-
pocytes appears to not only reflect UCP1 activity but the induced lipol-
ysis also affects mitochondrial substrate oxidation simultaneously (as
also seen in the differences of FCCP-induced respiration of primary
brown adipocytes in [40]). Therefore, we may propose the use of alter-
native, non-physiological specific activators of UCP1 for bioenergetic
measurements. Using adherent HEK293 cells expressing UCP1 in
plate-based respirometry measurements (Fig. 3), we confirmed that
overexpressed UCP1 possesses no basal activity in intact cells, as sug-
gested from previous data of isolated mitochondria [42]. The adminis-
tration of the UCP1 activator TTNPB (arotinoic acid; a retinoic acid
analog) [43] during state 4o (oligomycin-inhibited) increased respira-
tion in a dose dependent manner, and these effects were absent in
wildtype cells, demonstrating the specificity of TTNPB to UCP1 activity.
The TTNPB-induced oligomycin-insensitive respiration rate can be
interpreted as increased proton leak. Activators such as TTNPB are not
used as substrates for respiration and may be better suited as analytical
tools to measure UCP1 activity.
3.3. Pitfalls in the interpretation of browning and UCP1-mediated proton
leak

3.3.1. “What is browning?”
How much do brite/beige adipocytes contribute to thermogenesis

andwhat is the physiological level of UCP1 activity in the living animal?
This question is hard to answer as, with the appropriate amount of the
UCP1 activator, thermogenesis can be increased maximally, and this



Fig. 3. Assessment of oxidative phosphorylation and UCP1 activity in intact HEK293 cells. (A) This schematic of a time coursemeasurement of oxygen consumption, illustrates the proportion of mitochondrial and non-mitochondrial respiration, ATP
synthesis-linked, proton leak andmaximal respiration. The induction of proton leak respirationmeasures increases in proton conductance of the mitochondrial membrane, mediated by UCP1 in this case. (B) In HEK293 cells expressing mouse UCP1
(mUCP1-HEK293), the addition of TTNPB caused an increase in respiration in a dose-dependentmanner. Notably, maximal respiration rates were not significantly affected. (C) Inwildtype HEK293 cells (WT-HEK293), all effects of TTNPB are absent.
Data represent the means of four independent experiments, error bars are shown as S.E.M.
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maximal thermogenesis is governed by the maximal oxidation rate
(FCCP induced respiration). Thus, wemay estimate that in the presence
of sufficient UCP1 content, the FCCP-induced respiration resembles the
maximal oxidative heat output [38]. How does this relate to “browning”
at the cellular level? The term “browning” is deduced from the appear-
ance of classical BAT. The brown color derives mainly from the high
content of mitochondria and its iron content, oxidized cytochrome c,
but also from blood cells in the highly vascularized tissue. During
long-term cold or seasonal acclimation in rodents, sustained adrenergic
signalling and other hormonal adjustments increasemitochondrial con-
tent in BATwhich turnsmore brownish in appearance [3]. Nowadays, it
appears that the presence of only UCP1 is already broadly determining
the “browning” of white adipocytes. To functionally determine “brow-
ning”, we would expect higher substrate oxidation capacity in this
“browner” tissue. While this can be shown in tissue homogenates
measuring cytochrome c oxidase (COX) activity (e.g. [21,36]), one can
estimate “browning” in the intact adipocytes by either changes in max-
imal respiration rate (administration of an uncoupler such as FCCP) or
measurement of maximal electron turnover at COX in situ (using e.g.
TMPD, [44]). Inwhite adipocytes,wewould expect substantial increases
in maximal respiration in conjunction with “browning”.
3.3.2. Problems of normalization of respiration data
An increasing number of studies utilize mitochondrial respiration

andnormalizeOCRdata to one steady state condition of the longitudinal
measurement (similar to Fig. 3). However, depending on themechanis-
tic aspects such as UCP1 function, thermogenesis and browning, the
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oxidative phosphorylation are shaped (comprising of the kinetics of
substrate oxidation, proton leak and ATP synthesis; Fig. 4A). Usually,
flux rates (OCR) require comparison at distinct steady states
(represented by distinct proton motive force). Due to the “non-
ohmic” behavior of the proton leak (over-proportional increase in pro-
ton leak respiration at higher proton motive force), the oligomycin-
induced leak respiration (state 4o) over-estimates the real proton leak
respiration at basal conditions (state 3), while ATP turnover (ATP
synthesis = ATP consumption) is underestimated (Fig. 4A). Using only
respiration measurements, we ignore the changes in proton motive
force that are induced by oligomycin treatment (hyperpolarization).

True increases in proton permeability result in anupward shift of the
proton leak kinetic curve (Fig. 4B). From this scheme, it can be easily un-
derstood that when looking at oxygen consumption, there can be
changes in proton leak respiration (state 4o), which are caused by
changes in the substrate oxidation kinetics, but not by proton perme-
ability (Fig. 4C). Physiological adjustments are usually more complex
and both substrate oxidation and proton leak kinetics may be changed.
In a scenario outlined in Fig. 4D, no increase in proton permeability
would be concluded as there is no change in state 4o respiration. How-
ever, the measurement of proton motive force would uncover proton
leak activity. In any case, the simultaneous measurements of OCR and
proton motive force remain the “gold standard”. Measuring plate-
based respirometry of intact cells, reliable conclusions on UCP1 function
can only be drawn when substrate oxidation capacity (FCCP-induced
respiration) is unchanged. With changing substrate oxidation capacity,
UCP1 activity can only be roughly estimated, if the ratio of maximal to
proton leak respiration changes. The integration of membrane potential
measurements to plate-based respirometry would represent a mile-
stone in the assessment of mitochondrial activity in intact cells. In fact,
the appropriate methods to measure mitochondrial membrane poten-
tial in intact cells have been developed recently [33].

3.3.4. Conclusive remarks on brite/beige bioenergetics
Taken together, the functional assessment of brite/beige adipose tis-

sue and UCP1 remains challenging. To get a complete picture of the
thermogenic potential of the brite/beige adipocyte, mitochondrial bio-
energetics measurements on intact cells may represent the major ad-
vance while conclusions from isolated mitochondria are limited for
the physiological understanding of “browning”. The physiological role
of UCP1 for relevant thermogenesis depends on the quantity of UCP1
and mitochondria per cell — information that is lost by concentrating
isolated mitochondria during the isolation process. Whether there are
sufficient amounts of UCP1 andmitochondria per brite/beige adipocytes
and how they are activated, requires measurements of intact cells with
cellular signaling, intact ATP homeostasis and glycolysis. Currently,
these important questions on the function of brite/beige adipocytes
are unresolved.

4. Brite/beige — is it thermogenesis?

While there is no doubt that UCP1 activitywill directly produce heat,
it remains unresolved whether brite/beige adipocytes generate a suffi-
cient amount of heat that will substantially support thermoregulation.
Besides cold exposure and chronicβ-adrenergic stimulation [24,48], po-
tent PPARγ ligands such as rosiglitazone, exercise, muscle dysfunction
and amino acid deprivation induce “browning” of the white cells
[20,49–53]. For most of these conditions, an additional energy loss is
not favored, provoking the question as to what are the other physiolog-
ical roles of brite/beige adipocytes, besides thermogenesis? Other phys-
iological roles are discussed in the literature [54,55], and there is further
evidence from isolated BAT mitochondria that UCP1 also modulates
mitochondrial ROS production [56,57] and/or may alter metabolic
flux. The bioenergetic characterization, as the most important among
other metabolic parameters, will shed light on the major function of
brite/beige adipocytes — which may be something other than
thermoregulation.
Acknowledgements

We thank Silke Morin and the two anonymous reviewers for their
helpful comments and SM for editing our manuscript.
References

[1] P. Seale, B. Bjork, W. Yang, S. Kajimura, S. Chin, S. Kuang, A. Scime, S. Devarakonda,
H.M. Conroe, H. Erdjument-Bromage, P. Tempst, M.A. Rudnicki, D.R. Beier, B.M.
Spiegelman, PRDM16 controls a brown fat/skeletal muscle switch, Nature 454
(2008) 961–967.

[2] J.A. Timmons, K. Wennmalm, O. Larsson, T.B. Walden, T. Lassmann, N. Petrovic, D.L.
Hamilton, R.E. Gimeno, C. Wahlestedt, K. Baar, J. Nedergaard, B. Cannon, Myogenic
gene expression signature establishes that brown and white adipocytes originate
from distinct cell lineages, Proc. Natl. Acad. Sci. U. S. A. 104 (2007) 4401–4406.

[3] B. Cannon, J. Nedergaard, Brown adipose tissue: function and physiological signifi-
cance, Physiol. Rev. 84 (2004) 277–359.

[4] T.B. Walden, I.R. Hansen, J.A. Timmons, B. Cannon, J. Nedergaard, Recruited vs.
nonrecruited molecular signatures of brown, “brite,” and white adipose tissues,
Am. J. Physiol. Endocrinol. Metab. 302 (2012) E19–E31.

[5] J. Wu, P. Bostrom, L.M. Sparks, L. Ye, J.H. Choi, A.H. Giang, M. Khandekar, K.A.
Virtanen, P. Nuutila, G. Schaart, K. Huang, H. Tu, W.D. van Marken Lichtenbelt, J.
Hoeks, S. Enerback, P. Schrauwen, B.M. Spiegelman, Beige adipocytes are a distinct
type of thermogenic fat cell in mouse and human, Cell 150 (2012) 366–376.

[6] A. Fedorenko, P.V. Lishko, Y. Kirichok, Mechanism of fatty-acid-dependent UCP1
uncoupling in brown fat mitochondria, Cell 151 (2012) 400–413.

[7] G.M. Heaton, R.J. Wagenvoord, A. Kemp Jr., D.G. Nicholls, Brown-adipose-tissue
mitochondria: photoaffinity labelling of the regulatory site of energy dissipation,
Eur. J. Biochem. 82 (1978) 515–521.

[8] M. Klingenberg, S.G. Huang, Structure and function of the uncoupling protein from
brown adipose tissue, Biochim. Biophys. Acta 1415 (1999) 271–296.

[9] D.G. Nicholls, R.M. Locke, Thermogenic mechanisms in brown fat, Physiol. Rev. 64
(1984) 1–64.

[10] I.G. Shabalina, A. Jacobsson, B. Cannon, J. Nedergaard, Native UCP1 displays simple
competitive kinetics between the regulators purine nucleotides and fatty acids,
J. Biol. Chem. 279 (2004) 38236–38248.

[11] S. Klaus, L. Casteilla, F. Bouillaud, D. Ricquier, The uncoupling protein UCP: a
membranous mitochondrial ion carrier exclusively expressed in brown adipose
tissue, Int. J. Biochem. 23 (1991) 791–801.

[12] S. Collins, K.W. Daniel, A.E. Petro, R.S. Surwit, Strain-specific response to beta
3-adrenergic receptor agonist treatment of diet-inducedobesity inmice, Endocrinology
138 (1997) 405–413.

[13] A. Hamann, J.S. Flier, B.B. Lowell, Decreased brown fat markedly enhances suscepti-
bility to diet-induced obesity, diabetes, and hyperlipidemia, Endocrinology 137
(1996) 21–29.

[14] J. Kopecky, G. Clarke, S. Enerback, B. Spiegelman, L.P. Kozak, Expression of the
mitochondrial uncoupling protein gene from the aP2 gene promoter prevents
genetic obesity, J. Clin. Invest. 96 (1995) 2914–2923.

[15] H.M. Feldmann, V. Golozoubova, B. Cannon, J. Nedergaard, UCP1 ablation induces
obesity and abolishes diet-induced thermogenesis in mice exempt from thermal
stress by living at thermoneutrality, Cell Metab. 9 (2009) 203–209.

[16] Y. Katterle, S. Keipert, J. Hof, S. Klaus, Dissociation of obesity and insulin resistance in
transgenic mice with skeletal muscle expression of uncoupling protein 1, Physiol.
Genomics 32 (2008) 352–359.

[17] S. Keipert, A. Voigt, S. Klaus, Dietary effects on body composition, glucose metabo-
lism, and longevity are modulated by skeletal muscle mitochondrial uncoupling in
mice, Aging Cell 10 (2011) 122–136.

[18] G. Heldmaier, Non-shivering thermogenesis and body size in mammals, Z. Vgl.
Physiol. 73 (1971) 222–231.

[19] S. Enerback, A. Jacobsson, E.M. Simpson, C. Guerra, H. Yamashita, M.E. Harper, L.P.
Kozak, Mice lacking mitochondrial uncoupling protein are cold-sensitive but not
obese, Nature 387 (1997) 90–94.

[20] V. Golozoubova, B. Cannon, J. Nedergaard, UCP1 is essential for adaptive adrenergic
nonshivering thermogenesis, Am. J. Physiol. Endocrinol. Metab. 291 (2006)
E350–E357.

[21] C.W. Meyer, M. Willershauser, M. Jastroch, B.C. Rourke, T. Fromme, R. Oelkrug, G.
Heldmaier, M. Klingenspor, Adaptive thermogenesis and thermal conductance in
wild-type and UCP1-KO mice, Am. J. Physiol. Regul. Integr. Comp. Physiol. 299
(2010) R1396–R1406.

[22] J. Ukropec, R.P. Anunciado, Y. Ravussin, M.W. Hulver, L.P. Kozak, UCP1-independent
thermogenesis in white adipose tissue of cold-acclimated Ucp1−/− mice, J. Biol.
Chem. 281 (2006) 31894–31908.

[23] C. Guerra, R.A. Koza, H. Yamashita, K. Walsh, L.P. Kozak, Emergence of brown
adipocytes in white fat in mice is under genetic control. Effects on body weight
and adiposity, J. Clin. Invest. 102 (1998) 412–420.

[24] J. Himms-Hagen, A. Melnyk, M.C. Zingaretti, E. Ceresi, G. Barbatelli, S. Cinti,
Multilocular fat cells in WAT of CL-316243-treated rats derive directly from white
adipocytes, Am. J. Physiol. Cell Physiol. 279 (2000) C670–C681.

http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0005
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0005
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0005
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0005
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0010
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0010
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0010
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0010
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0015
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0015
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0020
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0020
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0020
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0025
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0025
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0025
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0025
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0030
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0030
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0035
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0035
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0035
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0040
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0040
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0045
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0045
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0050
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0050
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0050
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0055
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0055
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0055
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0060
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0060
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0060
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0065
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0065
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0065
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0070
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0070
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0070
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0075
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0075
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0075
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0080
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0080
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0080
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0085
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0085
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0085
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0090
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0090
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0095
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0095
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0095
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0100
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0100
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0100
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0105
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0105
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0105
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0105
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0110
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0110
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0110
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0110
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0115
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0115
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0115
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0120
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0120
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0120


1082 S. Keipert, M. Jastroch / Biochimica et Biophysica Acta 1837 (2014) 1075–1082
[25] L. Ye, J. Wu, P. Cohen, L. Kazak, M.J. Khandekar, M.P. Jedrychowski, X. Zeng, S.P. Gygi,
B.M. Spiegelman, Fat cells directly sense temperature to activate thermogenesis,
Proc. Natl. Acad. Sci. U. S. A. 110 (2013) 12480–12485.

[26] M. Rosenwald, A. Perdikari, T. Rulicke, C. Wolfrum, Bi-directional interconversion of
brite and white adipocytes, Nat. Cell Biol. 15 (2013) 659–667.

[27] J. Nedergaard, B. Cannon, UCP1 mRNA does not produce heat, Biochim. Biophys.
Acta 1831 (2013) 943–949.

[28] I.G. Shabalina, N. Petrovic, J.M. de Jong, A.V. Kalinovich, B. Cannon, J. Nedergaard,
UCP1 in brite/beige adipose tissue mitochondria is functionally thermogenic, Cell
Rep. 5 (2013) 1196–1203.

[29] T.J. Schulz, P. Huang, T.L. Huang, R. Xue, L.E. McDougall, K.L. Townsend, A.M. Cypess,
Y. Mishina, E. Gussoni, Y.H. Tseng, Brown-fat paucity due to impaired BMP signalling
induces compensatory browning of white fat, Nature 495 (2013) 379–383.

[30] B. Cannon, J. Nedergaard, Nonshivering thermogenesis and its adequate measure-
ment in metabolic studies, J. Exp. Biol. 214 (2011) 242–253.

[31] C. Quarta, F. Lodi, R. Mazza, F. Giannone, L. Boschi, C. Nanni, E. Nisoli, S. Boschi, R.
Pasquali, S. Fanti, P. Iozzo, U. Pagotto, (11)C-meta-hydroxyephedrine PET/CT imag-
ing allows in vivo study of adaptive thermogenesis and white-to-brown fat conver-
sion, Mol. Metab. 2 (2013) 153–160.

[32] D.O. Foster, M.L. Frydman, Brown adipose tissue: the dominant site of nonshivering
thermogenesis in the rat, Experientia Suppl. 32 (1978) 147–151.

[33] A. Gerencser, C. Chinopoulos, M.J. Birket, M. Jastroch, C. Vitelli, D.G. Nicholls, M.D.
Brand, Quantitative measurement of mitochondrial membrane potential in cultured
cells: calcium-induced de- andhyperpolarization of neuronalmitochondria, J. Physiol.
590 (2012) 2845–2871.

[34] S. Keipert, M. Ost, K. Johann, F. Imber, M. Jastroch, E.M. Van Schothorst, J. Keijer, S.
Klaus, Skeletal muscle mitochondrial uncoupling drives endocrine cross-talk
through induction of FGF21 as a myokine, Am. J. Physiol. Endocrinol. Metab.
(2013), http://dx.doi.org/10.1152/ajpendo.00330.2013 [in press].

[35] M. Jastroch, Expression of uncoupling proteins in a mammalian cell culture system
(HEK293) and assessment of their protein function, Methods Mol. Biol. 810 (2012)
153–164.

[36] R. Oelkrug, N. Goetze, C. Exner, Y. Lee, G.K. Ganjam, M. Kutschke, S. Muller, S. Stohr,
M.H. Tschop, P.G. Crichton, G. Heldmaier, M. Jastroch, C.W. Meyer, Brown fat in a
protoendothermic mammal fuels eutherian evolution, Nat. Commun. 4 (2013)
2140.

[37] M. Jastroch, A.S. Divakaruni, S. Mookerjee, J.R. Treberg, M.D. Brand, Mitochondrial
proton and electron leaks, Essays Biochem. 47 (2010) 53–67.

[38] J. Rafael, W. Fesser, D.G. Nicholls, Cold adaptation in guinea pig at level of isolated
brown adipocyte, Am. J. Physiol. 250 (1986) C228–C235.

[39] A. Ortega-Molina, A. Efeyan, E. Lopez-Guadamillas, M. Munoz-Martin, G.
Gomez-Lopez, M. Canamero, F. Mulero, J. Pastor, S. Martinez, E. Romanos, M. Mar
Gonzalez-Barroso, E. Rial, A.M. Valverde, J.R. Bischoff, M. Serrano, Pten positively
regulates brown adipose function, energy expenditure, and longevity, Cell Metab.
15 (2012) 382–394.

[40] A. Matthias, K.B. Ohlson, J.M. Fredriksson, A. Jacobsson, J. Nedergaard, B. Cannon,
Thermogenic responses in brown fat cells are fully UCP1-dependent. UCP2 or
UCP3 do not substitute for UCP1 in adrenergically or fatty acid-induced thermogen-
esis, J. Biol. Chem. 275 (2000) 25073–25081.

[41] E. Yehuda-Shnaidman, B. Buehrer, J. Pi, N. Kumar, S. Collins, Acute stimulation of
white adipocyte respiration by PKA-induced lipolysis, Diabetes 59 (2010)
2474–2483.
[42] M. Jastroch, V. Hirschberg, M. Klingenspor, Functional characterization of UCP1 in
mammalian HEK293 cells excludes mitochondrial uncoupling artefacts and reveals
no contribution to basal proton leak, Biochim. Biophys. Acta 1817 (2012)
1660–1670.

[43] E. Rial, M. Gonzalez-Barroso, C. Fleury, S. Iturrizaga, D. Sanchis, J. Jimenez-Jimenez, D.
Ricquier, M. Goubern, F. Bouillaud, Retinoids activate proton transport by the
uncoupling proteins UCP1 and UCP2, EMBO J. 18 (1999) 5827–5833.

[44] G.W. Rogers, M.D. Brand, S. Petrosyan, D. Ashok, A.A. Elorza, D.A. Ferrick, A.N.
Murphy, High throughput microplate respiratory measurements using minimal
quantities of isolated mitochondria, PLoS One 6 (2011) e21746.

[45] C. Affourtit, M. Jastroch, M.D. Brand, Uncoupling protein-2 attenuates
glucose-stimulated insulin secretion in INS-1E insulinoma cells by lowering mito-
chondrial reactive oxygen species, Free Radic. Biol. Med. 50 (2011) 609–616.

[46] M. Keuper, C.X. Yi, P. Fischer-Posovszky, M. Wabitsch, M.H. Tschöp, S.M. Hofmann,
Spare mitochondrial respiratory capacity permits human adipocytes to maintain
ATP homeostasis under hypoglycemic conditions, FASEB J. 28 (2) (2014) 761–770.

[47] C. Affourtit, C.L. Quinlan, M.D. Brand, Measurement of proton leak and electron leak
in isolated mitochondria, Methods Mol. Biol. 810 (2012) 165–182.

[48] Y. Xue, N. Petrovic, R. Cao, O. Larsson, S. Lim, S. Chen, H.M. Feldmann, Z. Liang, Z. Zhu,
J. Nedergaard, B. Cannon, Y. Cao, Hypoxia-independent angiogenesis in adipose
tissues during cold acclimation, Cell Metab. 9 (2009) 99–109.

[49] P. Bostrom, J. Wu, M.P. Jedrychowski, A. Korde, L. Ye, J.C. Lo, K.A. Rasbach, E.A.
Bostrom, J.H. Choi, J.Z. Long, S. Kajimura, M.C. Zingaretti, B.F. Vind, H. Tu, S. Cinti,
K. Hojlund, S.P. Gygi, B.M. Spiegelman, A PGC1-alpha-dependent myokine that
drives brown-fat-like development of white fat and thermogenesis, Nature 481
(2012) 463–468.

[50] Y. Du, Q. Meng, Q. Zhang, F. Guo, Isoleucine or valine deprivation stimulates fat loss
via increasing energy expenditure and regulating lipid metabolism in WAT, Amino
Acids 43 (2012) 725–734.

[51] K.H. Kim, Y.T. Jeong, H. Oh, S.H. Kim, J.M. Cho, Y.N. Kim, S.S. Kim, H. Kim do, K.Y. Hur,
H.K. Kim, T. Ko, J. Han, H.L. Kim, J. Kim, S.H. Back, M. Komatsu, H. Chen, D.C. Chan, M.
Konishi, N. Itoh, C.S. Choi, M.S. Lee, Autophagy deficiency leads to protection from
obesity and insulin resistance by inducing Fgf21 as a mitokine, Nat. Med. 19
(2013) 83–92.

[52] E.P. Plaisance, T.M. Henagan, H. Echlin, A. Boudreau, K.L. Hill, N.R. Lenard, B.E. Hasek,
N. Orentreich, T.W. Gettys, Role of beta-adrenergic receptors in the hyperphagic and
hypermetabolic responses to dietary methionine restriction, Am. J. Physiol. Regul.
Integr. Comp. Physiol. 299 (2010) R740–R750.

[53] Y.J. Koh, B.H. Park, J.H. Park, J. Han, I.K. Lee, J.W. Park, G.Y. Koh, Activation of PPAR
gamma induces profound multilocularization of adipocytes in adult mouse white
adipose tissues, Exp. Mol. Med. 41 (2009) 880–895.

[54] K. Chechi, A.C. Carpentier, D. Richard, Understanding the brown adipocyte as a
contributor to energy homeostasis, Trends Endocrinol. Metab. 24 (2013) 408–420.

[55] F.M. Fisher, E. Maratos-Flier, Stress heats up the adipocyte, Nat. Med. 19 (2013)
17–18.

[56] A. Dlaskova, K.J. Clarke, R.K. Porter, The role of UCP 1 in production of reactive oxy-
gen species by mitochondria isolated from brown adipose tissue, Biochim. Biophys.
Acta 1797 (2010) 1470–1476.

[57] R. Oelkrug, M. Kutschke, C.W. Meyer, G. Heldmaier, M. Jastroch, Uncoupling protein
1 decreases superoxide production in brown adipose tissue mitochondria, J. Biol.
Chem. 285 (2010) 21961–21968.

http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0125
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0125
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0125
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0130
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0130
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0135
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0135
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0140
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0140
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0140
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0145
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0145
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0145
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0150
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0150
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0285
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0285
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0285
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0285
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0155
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0155
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0160
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0160
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0160
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0160
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0280
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0280
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0280
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0280
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0170
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0170
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0170
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0175
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0175
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0175
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0175
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0180
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0180
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0185
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0185
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0190
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0190
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0190
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0190
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0190
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0195
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0195
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0195
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0195
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0200
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0200
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0200
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0205
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0205
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0205
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0205
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0210
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0210
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0210
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0215
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0215
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0215
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0220
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0220
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0220
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0290
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0290
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0290
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0225
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0225
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0230
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0230
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0230
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0235
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0235
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0235
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0235
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0235
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0240
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0240
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0240
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0295
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0295
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0295
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0295
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0295
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0250
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0250
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0250
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0250
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0255
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0255
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0255
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0260
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0260
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0265
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0265
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0270
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0270
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0270
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0275
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0275
http://refhub.elsevier.com/S0005-2728(14)00055-3/rf0275

	Brite/beige fat and UCP1 — is it thermogenesis?
	1. Introduction
	1.1. Morphological and molecular pattern of brite/beige adipocytes
	1.2. The advantage of respiratory uncoupling by UCP1
	1.3. Browning WAT to improve thermoregulation
	1.4. Measurement of brite/beige adipose tissue thermogenesis
	1.5. The bioenergetic assessment of brite/beige adipocytes

	2. Materials and methods
	2.1. Histology
	2.2. Cell culture experiments
	2.2.1. Primary adipocytes
	2.2.2. HEK293 cells

	2.3. Gene expression analyses
	2.4. Seahorse experiments
	2.4.1. Primary adipocytes
	2.4.2. HEK293 cells


	3. Results and discussion
	3.1. The relation of UCP1 mRNA expression and adrenergically induced respiration for brite/beige bioenergetics
	3.2. Activation of UCP1 function
	3.3. Pitfalls in the interpretation of browning and UCP1-mediated proton leak
	3.3.1. “What is browning?”
	3.3.2. Problems of normalization of respiration data
	3.3.3. False conclusions on proton leak and UCP1 function by ignoring mitochondrial proton motive force
	3.3.4. Conclusive remarks on brite/beige bioenergetics


	4. Brite/beige — is it thermogenesis?
	Acknowledgements
	References


