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Abstract: The manufacture of efficacious CAR T cells represents a major challenge in cellular therapy.
An important aspect of their quality concerns energy production and consumption, known as
metabolism. T cells tend to adopt diverse metabolic profiles depending on their differentiation state
and their stimulation level. It is therefore expected that the introduction of a synthetic molecule such
as CAR, activating endogenous signaling pathways, will affect metabolism. In addition, upon patient
treatment, the tumor microenvironment might influence the CAR T cell metabolism by compromising
the energy resources. The access to novel technology with higher throughput and reduced cost has
led to an increased interest in studying metabolism. Indeed, methods to quantify glycolysis and
mitochondrial respiration have been available for decades but were rarely applied in the context of
CAR T cell therapy before the release of the Seahorse XF apparatus. The present review will focus on
the use of this instrument in the context of studies describing the impact of CAR on T cell metabolism
and the strategies to render of CAR T cells more metabolically fit.
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1. Introduction

T cells modified with a chimeric antigen receptor (CAR) have demonstrated remark-
able clinical efficacy in several B-cell malignancies. However, this strategy has shown
less promising results against solid tumors, where heterogeneity, an immunosuppressive
microenvironment, and low antigen specificities remain major barriers to effective and safe
CAR therapy. A solution resides in optimizing the CAR T cell fitness, which involves a
proper understanding of their metabolism.

Metabolism plays a pivotal role in many cellular processes through the maintenance
of survival, adaptation (fitness), and specialized functions. Different techniques have been
developed to study the cellular respiratory profile through the detection and analysis of
metabolic markers. In 1960, the Clark electrodes were used to measure the concentration
of glucose and oxygen by electrochemistry, using a platinum catalytic surface [1–3]. The
respiratory function can now be analyzed at high resolution with fluorescence microscopy
by measurement of the mitochondrial calcium, mitochondrial membrane potential, pH,
and NAD(P)H autofluorescence. Real-time fluorescence resonance energy transfer (FRET)
is also used to estimate the mitochondrial or glucose flux in single live cells [4,5]. Other
strategies include the tracking of specific metabolic markers by stable isotopes and intra-
or extracellular metabolic sensors [6] using flow cytometry and mass cytometry [7–9].
Although a variety of assays exist to assess metabolism, they are usually destructive
and/or lack real-time measurements. Furthermore, most of these assays lack in throughput
capacity. Recent technologies have emerged to address these issues, among them are
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Seahorse XF by Agilent and O2k by Oroboros. Both allow for the assessment of the
mitochondrial respiration of live cells or isolated mitochondria. Their respective advantages
and limitations are further discussed by Horan et al. [10]. In the present review, we have
focused our attention on articles describing CAR T cell metabolism using Seahorse XF.
First used to analyze tumor cells, the technology has become increasingly popular in the
context of immune cell studies. The Seahorse XF analyzer allows high throughput and
the concomitant assessment of oxidative phosphorylation and glycolysis by studying the
oxygen consumption rate (OCR) and the extracellular acidification rate (ECAR), respectively.
These two metabolic parameters are of particular relevance to T cell metabolism, as further
discussed below. We will explain the basic principles of metabolism and focus on how they
affect T cell fate. We will then connect CAR T cell biology with metabolism and provide
recent examples of Seahorse use in CAR T cell development by comparing the different
protocols, results, and interpretations.

2. General Considerations on Metabolism

Metabolism is defined as all chemical reactions that occur within a living organism, of
which catabolism is the breakdown of complex macromolecules into smaller molecules to
extract energy, and conversely, anabolism is the building of essential molecules through
the use of energy [11]. In other words, it consists of all the chemical reactions taking place
inside a cell to maintain homeostasis, including glycolysis, the tricarboxylic acid cycle
(TCA; also known as the Krebs cycle), oxidative phosphorylation (OXPHOS), amino acid
metabolism, fatty acid metabolism, and cholesterol synthesis. These metabolic pathways
are enzymatic reactions enabling the production of either essential structural components,
such as cholesterol for the plasma membrane, or energy, mostly in the form of ATP. These
reactions are highly interdependent and take place mainly in two cellular compartments:
the cytosol and the mitochondria [12–14].

The dominant energy-yielding catabolic process is a series of oxidation and
reduction—termed respiration—resulting in the transfer of electrons from an electron
donor towards an electron acceptor (Figure 1, right panel). Two different types of respira-
tion exist—aerobic or anaerobic—which are oxygen-dependent or oxygen-independent,
respectively. Aerobic respiration corresponds to a chain of reactions starting with gly-
colysis, where one glucose molecule is broken down into two pyruvates (Figure 1, left
panel). It is followed by pyruvate’s transfer into the mitochondria to enter the TCA after
conversion to acetyl-CoA. Lastly, OXPHOS takes place; it is the regeneration of reduced
coenzymes (NADH and FADH2), generated during the glycolysis or the TCA to their
oxidized forms (NAD+, FAD) by the electron transport chain (ETC). The ETC consists
of five transmembrane proteins, named complex I to V. Importantly, the fourth complex
transfers the electrons to dioxygen (final acceptor), thus creating a differential of electric
charges between both sides of the inner mitochondrial membrane. Finally, the fifth complex
(also known as ATP synthase) uses this membrane potential to phosphorylate ADP to ATP
(Figure 1, right panel) [12].

The whole process is concluded by the release of energy in the form of ATP. Theoreti-
cally, 32 ATP molecules will be generated from one glucose molecule. In addition, there
is another mechanism quickly generating ATP molecules: fermentation, which bypasses
respiration by degrading the pyruvate molecules from glycolysis into lactate [15]. Although
an anaerobic process, fermentation is not anaerobic respiration as there is no involvement
of an ETC. Importantly, lactate can also be produced in the presence of oxygen, a process
known as aerobic glycolysis, or the Warburg effect. This was first described in tumor cells
but also recently in lymphocytes [16,17]. Indeed, Otto Warburg and colleagues observed in
the 1920s that tumors had a high glucose uptake compared to the surrounding tissue [18].
This led to the hypothesis from Warburg that dysfunctional mitochondria were the root of
aerobic glycolysis and that this event was the primary cause of cancer [19,20]. Interestingly,
the Warburg effect has also been observed in many cells during rapid proliferation, no-
tably lymphocytes and endothelial cells [21–23]. Therefore, aerobic glycolysis likely offers
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more than simply the provision of large quantities of ATP to highly proliferating cells. A
recent hypothesis highlighted the importance of glycolysis in providing carbon to generate
biomass and proposed that the major function of aerobic glycolysis is to maintain high
levels of glycolytic intermediates, supporting anabolic reactions in cells that are rapidly
proliferating [16,20]. Another interesting hypothesis is that aerobic glycolysis not only sup-
ports proliferation but also mediates cellular signaling through the binding of the glycolysis
enzyme Glyceraldehyde 3-phosphate dehydrogenase (GAPDH) to adenylate-uridylate
(AU)-rich elements in the 3′ UTRs of IFN-γ and IL-2 mRNAs, therefore limiting their
optimal translation if glycolysis is not engaged [17,21].
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Another important metabolic process is fatty acid metabolism which encompasses
de novo fatty acid synthesis (FAS) and fatty acid β-oxidation (FAO). FAS is an anabolic
process resulting in the synthesis of fatty acids supporting cell proliferation. FAO occurs
in mitochondria, in an oxygen-dependent manner where the long-chain fatty acids are
degraded to acetyl-CoA. Aside from replenishing the pool of coenzymes and producing
ATP, one molecule of palmitate has a total yield of 106 ATP, and the acetyl-CoA acts as a
substrate for the acetylation of proteins. Furthermore, acetylation is a major regulator of
transcription through histone acetylation and deacetylation, promoting or repressing gene
expression, respectively [12]. This process is dependent on glucose-derived acetyl-CoA [24].
Lastly, amino acids can also be catabolized to produce energy; amongst these, we will
discuss glutamine as it is also critical for T cell proliferation. In mitochondria, glutaminase
(GLS) converts glutamine into glutamate, which is further converted into α-ketoglutarate,
thus entering the TCA [25].

All these interlinked processes can be summed up as generating energy (ATP) and the
necessary intermediates (through the glycolytic and TCA reactions) for other biosynthetic
or downstream pathways. These processes are of utmost importance for cell homeostasis
and play a critical role in enabling their specialized functions. For example, activated T cells
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need more energy and structural components in order to proliferate (e.g., phospholipids and
cholesterol) and metabolic intermediates to exert their effector function (e.g., production
of signaling proteins and cytokines). Finally, noted but not detailed here, activated T cells
also need amino acids, which must be metabolized intracellularly or imported from the
surrounding microenvironment [26–28].

3. T Cell Metabolism

T cells can be classified based on their differentiation state into naïve T (TN), T-stem cell
memory (TSCM), T-central memory (TCM), T-terminal memory (TTM), T-effector memory
(TEM), and T-terminal effector (TTE) subsets. Different subsets rely upon distinct metabolic
pathways [29–31].

Mature naïve T cells continuously migrate through secondary lymphoid tissues, per-
forming immune surveillance prior to activation. Therefore, they constantly rearrange
their cytoskeletons. Although this process is energy-consuming, it requires only basal
replacement biosynthesis; thus, their metabolic balance favors energy production over
biosynthesis. They mainly rely on FAO, pyruvate, and glutamine oxidation, the three
highest energy-yielding processes, through the TCA cycle (Figure 2). Even when they are
resting, they need cell-extrinsic signaling to maintain this basal metabolism. This signaling
is mediated by the IL-7 receptor and the TCR, both crucial to maintaining cell homeostasis,
by regulating, respectively, the cell surface trafficking or expression of Glut1 (the plasma
membrane glucose transporter), thus maintaining basal glycolysis [32,33].
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T cell activation is orchestrated by TCR/peptide–MHC interaction, providing the
first signal (signal 1) and forming an immune synapse. The output of signal 1 is the
phosphorylation of the CD3ζ’s immunoreceptor tyrosine-based activation motifs (ITAMs).
Further interaction at the synapse with co-stimulatory molecules (e.g., CD28, ICAMs)
provides a second signal (termed signal 2). Thus, a complete TCR-based activation of
T cells requires these two signals. The foremost metabolic alteration of the naïve T cells
(TN) upon activation is an increase in glucose uptake and the use of aerobic glycolysis—the
Warburg effect (Figure 2). There is also a rise in glutamine oxidation and a decrease in lipid
oxidation (FAO). Interestingly, in the context of physiological T cells, CD28 signaling is
the primary regulator of Glut1 expression, through the PI3K-AKT signaling axis, during
CD3/CD28 stimulation. This leads to increased Glut1 expression and glucose uptake,
resulting in glycolysis exceeding the basal needs of the cell for macromolecular synthesis
or the maintenance of ATP/ADP levels [34,35].
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CD4+ T cells can be subdivided into T helper 1 (Th1), Th2, and Th17—which are
all effector CD4+ T cells (Teffs)—and CD4+ regulatory T cells (Tregs). Although other
subsets exist, they are less well-defined at the metabolic level. Their metabolic states differ
between an emphasis on aerobic glycolysis and decreased lipid oxidation for the Teffs
to an emphasis on lipid oxidation and decreased glycolysis for the Tregs. Interestingly,
although Tregs glycolysis is decreased compared to that of the Teffs, they possess a higher
glycolytic rate than naïve T cells. Their differing metabolic reliance is regulated by different
post-transcriptional regulators. In particular, the mammalian target of rapamycin com-
plex 1 (mTORC1) is needed for all CD4+ T cell effector lineage differentiation (Th1, Th2, and
Th17) [36]. Among the CD4+ Teff subset, the Th17 cells need glutaminolysis for functional
differentiation and have higher rates of glutaminolysis [37,38]. Conversely, glycolysis
contributes to Th1 and Th2 differentiation, while FAO—required by Tregs—suppresses
CD4+ Teff differentiation [39,40].

CD8+ T cells also undergo a switch from oxidative metabolism to glycolysis upon
activation (Figure 2). This transition has been shown to be essential in supporting the
differentiation into cytotoxic T cells (CTLs), the division every six to eight hours, and
the production of inflammatory cytokines and cytolytic granules (perforin and granzyme
B). Once the pathogen is cleared, the majority of the CTLs undergo apoptosis, while a
small percentage undergoes further differentiation into long-lasting, quiescent memory
CD8+ T cells. These memory CD8+ T cells require basal energy generation to support basic
cellular functions and prevent cell death. Compared to CTLs, memory CD8+ T cells express
high levels of Carnitine Palmitoyl Transferase I (CPT1a), a mitochondrial lipid transporter,
the inhibition of which impedes memory T cell survival. Memory CD8+ T cells also possess
an increased ‘spare respiratory capacity’, the excess capacity of mitochondria to induce
respiratory metabolism during metabolic stress [33,41].

Additionally, T cells have specific requirements in terms of amino acid availability.
Abundance or depletion of key amino acids in the environment will directly or indirectly
impact T cell physiology. Notably, leucine and glutamine are critical for optimal activation
and proliferation and are also involved in CD4+ T cell differentiation, while arginine
supports survival. Furthermore, serine intake or synthesis has direct implications for the
effector functions [41].

Taken together, the effector T cells have a distinct metabolic signature, favoring glycol-
ysis over OXPHOS (aerobic glycolysis, Warburg effect) and decreasing lipid oxidation. Yet,
upon antigen clearance, effector T cells do not persist. Conversely, memory T cells have
a decreased glycolytic rate—although it is still higher than that of naïve T cells—and rely
mostly upon lipid oxidation. T cell-based cellular therapy depends on the capacity of the
therapeutic product to persist and engage in their tumor-targeted cytotoxicity.

4. Importance of Studying CAR T Cell Metabolism

CAR T cell therapy aims to specifically eliminate tumor cells in a sustained manner.
Aside from the undesirable toxicities and the on-target off-tumor-related toxicity, CAR T cell
therapies also face several disease-related challenges. Among these, the most common is
the strong tumor microenvironment (TME), which encompasses different effects, such as
antigen loss and immunosuppression, both resulting in serious, deleterious consequences
for the therapeutic immune product. In addition, the TME features conditions unfavorable
for CAR T cell survival, such as poor nutrient availability, the presence of immunosuppres-
sor cells such as Tregs and myeloid-derived suppressor cells (MDSCs) downregulating the
T cell effector functions, and localized hypoxia. Furthermore, the dense arrangement of the
cells and the extracellular matrix presents a physical barrier for immune cell infiltration and
function [42]. Hypoxia and nutrient scarcity (e.g., of glucose and amino acids) are major
impediments to the T cell metabolic functions, precluding full exertion of the immune
functions [43,44].

CARs are synthetic receptors which redirect T cells against a defined target, while
co-opting the TCR signaling machinery. Therefore, second generation CARs—the common
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clinical format [45]—were designed to bear a CD3ζ domain, mimicking signal 1, and a
co-stimulatory domain, providing signal 2. The co-stimulatory molecules used in CARs
vary but are typically of the tumor necrosis factor receptor superfamily (e.g., 4-1BB/CD137,
OX40/CpavoD134) or the immunoglobulin superfamily (e.g., CD28, ICOS/CD278) [46].
Notably, in the physiological T cell context, CD28 signaling is the primary regulator of
Glut1. This leads to glucose uptake, resulting in the glycolysis exceeding the basal cellular
requirements for macromolecular synthesis or the maintenance of the ATP/ADP pool [34].
Although less frequently investigated, ICOS of the CD28 family receptors has been de-
scribed as enhancing glucose uptake and metabolism via mTOR activation (in follicular
helper T cells, Tfh), as well as favoring Th17/Th1 T cell differentiation when used in a
CAR design [47,48]. Similarly, 4-1BB (CD137) of the TNFR family promotes glycolytic
metabolism upon activation through Glut1—though to a lesser extent than CD28—and
promotes a central memory phenotype in T cells (whereas CD28 promotes an effector
memory phenotype in the CAR T cell setting) [49]. Finally, CD137 has been shown to
enhance FAO [50]. Concerning OX40, another member of the TNFR family, there is so far
no concrete experimental evidence of the biology of its activation [51].

CARs directed against the same target but harboring different designs could pro-
mote or impair a given metabolic pathway over another, leading to either an inefficient
activation or an unwanted lineage commitment, as shown with CARs constructed with
either CD28 or 4-1BB co-stimulatory domains (Figure 3) [49]. The investigators compared
CD19-targeting CARs, bearing either a 4-1BB or a CD28 co-stimulatory domain, for TCM
marker (CD45RO, CCR7) expression or for metabolic signature (OXPHOS, glycolysis, and
fatty acid metabolism). They showed that the co-stimulatory domain used in the CAR
design induces distinct metabolic profiles and subset fate [49]. Similarly, W. Li et al. [52] and
Liu et al. [53] demonstrated that either preventing ubiquitination of the CAR or polarizing
the CAR T cells during production induces distinct metabolic profiles and T cell fates,
thus improving their function in vivo. In addition to the study of CAR T cell subsets, the
investigation of basal and activated metabolic aptitudes can help in the gaining of insights
that are valuable for decision making throughout the investigation of a CAR candidate.
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Energetic metabolism is intrinsically tied to the mitochondria. Their role in ATP
production is of paramount importance for all cells. The investigation of T cell function
and differentiation revealed an intimate interplay between their metabolic profile and
their subset fate, as briefly discussed above. As such, along with the influence of CAR
design and the co-stimulation domains used, the direct reprogramming of mitochondrial
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metabolic pathways is emerging as a strategy to develop long-lasting and functional
CAR T cells [54–56]. Indeed, as demonstrated in the studies cited herein, the alteration of
mitochondrial function is correlated with the alteration of T cell fate and thus the function
and potency for persistence. Therefore, hindering or favoring mitochondrial metabolic
pathways can shift the balance of T cell differentiation, opening new avenues for the
optimization of CAR T cell end products [57,58].

5. Study of Metabolism in CAR T Cells

It is therefore important to benchmark a CAR T cell metabolic assessment method by
harmonizing the protocols in order to capture the impact of metabolism for future CAR
T cell therapies. The studies involving Seahorse analyzers and CAR T cells were mainly
performed using the Mito Stress Kit, whereby mitochondrial respiration is challenged
with OXPHOS inhibitors (Table 1 and Figure 1). Briefly, specific agonists or antagonists of
the ETC are sequentially administered throughout the experiment, and the variations in
OCR and ECAR are measured. The measurements are operated using fluorescent sensors
fitted in a bio-cartridge [59]. First, oligomycin, an inhibitor of ATP synthase [60], decreases
mitochondrial respiration and therefore oxygen consumption. Second, carbonyl cyanide-p-
trifluoromethoxyphenylhydrazone (FCCP) uncouples the mitochondrial proton gradient
necessary for ATP production, which induces maximum oxygen consumption through
complex IV. Finally, Rotenone and Antimycin A, which are, respectively, complex I and III
inhibitors, are injected, inducing a mitochondrial respiration blockade (Figure 1) [61–63].
Altogether, the drug-induced variations inform on the key mitochondrial parameters
through OCR variations (such as basal respiration, ATP-synthesis linked respiration, and
proton leak, which can inform on mitochondria damage or be used as a mechanism to reg-
ulate mitochondrial ATP production) and the spare respiratory capacity (SRC) (Figure 4A).
The latter is of great importance as it characterizes the cell’s ability to meet an energetic
challenge and therefore reflects specific T cell functions, such as activation, proliferation, or
differentiation. In addition, ECAR measures the rate of extracellular acidification, which
mainly comes from the accumulation of lactic acid in the medium (glycolytic pathway) [64].
Among the studies reported, some used the Seahorse technology to explore the influence
of CAR signaling tails (4-1BB vs. CD28) [49,65], while others focused on comparing CARs
with either different designs or targets [52,66–69], the additional secretory functions [53,70],
the combination with PD-1/PD-L1 blockage [71], the polarization of the T cells [53,72], or
the influence of co-expressing enzymes alongside the CARs in T cells [73,74].

Table 1. Selected publications using the Seahorse XF analyzer to study CAR T cell metabolism. CAR
studies involving hematopoietic and solid tumor are depicted in light and dark orange, respectively.

CAR
Seahorse

Reference
Seahorse XF Kit Drugs Number of

Cells/Wells Cell Stimulation

CD19 CAR with a CD28
co-stimulatory domain/CD19

CAR with a 4-1BB
co-stimulatory domain

and Mesothelin
CD28-CAR/Mesothelin

4-1BB CAR

Seahorse
XF24 and 96

Cell Mito
Stress kit

Oligomycin/
FCCP/Rotenone

Antimycin A
1 × 106

Before/After
anti-idiotype

stimulation (for
7 days and 21 days)

[49]

CD19 CAR with or without
TSCM-enrichment

Seahorse
XF24

Cell Mito
Stress kit

-
Glycolysis
Stress kit

Oligomycin/FCCP/
Rotenone

Antimycin A
-

Oligo/Glucose/2DG

1 × 106 Not specified [72]

Anti-hPSMA CAR/
Untransduced T cells

Seahorse
XF96

Cell Mito
Stress kit

-
Glycolysis
Stress kit

Oligomycin/FCCP/
Rotenone

Antimycin A
-

Oligo/Glucose/2DG

3.5 × 105
Phytohaemagglutinin

(PHA)
Stimulation

[71]
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Table 1. Cont.

CAR
Seahorse

Reference
Seahorse XF Kit Drugs Number of

Cells/Wells Cell Stimulation

Mesothelin
CD28-CAR/Mesothelin 4-1BB

CAR identification

Seahorse
XF96

Cell Mito
Stress kit

Oligomycin/FCCP/
Rotenone

Antimycin A
+ Etomixir

1.5 × 105 Not specified [65]

CD19 CAR/CD19 CAR with
ubiquitination blocked by

mutating all lysines in the CAR
cytoplasmic domain

Seahorse
XF24

Cell Mito
Stress kit

Oligomycin/FCCP/
Rotenone

Antimycin A
1.5 × 105

After stimulation
with irradiated
target cells for

14 days

[52]

CD19 CAR/CD19 CAR releasing
human soluble PD-1 protein

(sPD-1 CAR T)
/Untransduced T cells

Seahorse
XF96

Cell Mito
Stress kit

Oligomycin/FCCP/
Rotenone

Antimycin A

Not
specified

Before/After 48h in
co-culture with

target tumor cells
[70]

GD2 CAR/CD19
CAR/Untransduced T cells

Seahorse
XF96

Cell Mito
Stress kit

Oligomycin/FCCP/
Rotenone

Antimycin A
2 × 105 Not specified [68]

IGK CAR/IGK CD-19 CAR Seahorse
XF96

Cell Mito
Stress kit

Oligomycin/FCCP/
Rotenone

Antimycin A
Anti A

1 × 105

After stimulation
with surface-coated
specific (IgG) and

unspecific
(anti-CD3)
antibodies

[66]

GD2 CAR/GD2-B7H3 CAR
/Untransduced T cells

Seahorse
XF24

Cell Mito
Stress kit

Oligomycin/FCCP/
Rotenone

Antimycin A
1 × 106

After 48h in
coculture with

target tumor cells
[67]

CD19 CAR
Th9 or Th1 polarization

Seahorse
XF24

Cell Mito
Stress kit

Oligomycin/FCCP/
Rotenone

Antimycin A

Not
specified Not specified [53]

Mesothelin CD28 CAR with
LbNOX or GFP

Seahorse
XF96

Cell Mito
Stress Kit

Sodium–L–
lactate/Rotenone

Antimycin A
2 × 105 None [73]

GD2 CAR with a CD28
co-stimulatory domain/GD2 CAR

co-expressed with B7H3 with a
4-1BB co-stimulatory domain

Seahorse
XF24

Cell Mito
Stress kit

-
Glycolysis
Stress kit

Oligomycin/FCCP/
Rotenone

Antimycin A
-

Rotenone/Antimycin
A/2DG

5 × 105

After stimulation
with surface-coated

specific im-
munoglobulin (1A7
mAb) and chimera

(4Ig-B7-H3) for
CAR activation

[69]

CD19 CAR with a 4-1BB
co-stimulatory domain in
D2HGDH knocked out or

overexpressing T cells

Seahorse
XF24

Cell Mito
Stress kit

Oligomycin/FCCP/
Rotenone

Antimycin A
1 × 106 None [74]
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is a saturating concentration of glucose; measurements taken during that time indicate glycolysis 
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through the measurement of ECAR, assessment of the maximum glycolytic capacity. Lastly, 2-de-
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Figure 4. (A) Seahorse XF Cell Mito Stress Kit. The mitochondrial bioenergetics function is assessed
through the measurement of the Oxygen Consumption Rate (OCR). First, a basal OCR value is
recorded in triplicate, which reflects mitochondrial activity at a steady state. Then, drugs are sequen-
tially used to challenge components of the mitochondrial respiration chain along OCR measurement
1 = Oligo ATP synthase inhibitor, 2 = FCCP uncoupler of mitochondrial oxidative phosphorylation,
and 3 = Rotenone/Antimycin A, inhibitors, respectively, of complex I and III of the ETC. The mea-
surements are repeated 3 times. (B) Overview of the ETC and the targets of the drugs used in the
XF Cell Mito stress kit. (C) Seahorse XF Glycolysis stress test kit. The glycolytic function is assessed
through the measurement of Extracellular Acidification Rate (ECAR). First, cells are incubated in
stress test medium without glucose or pyruvate and the ECAR is measured. Then, the first injection is
a saturating concentration of glucose; measurements taken during that time indicate glycolysis under
basal conditions. The second injection of Oligomycin, an ATP synthase inhibitor, permits, through
the measurement of ECAR, assessment of the maximum glycolytic capacity. Lastly, 2-deoxy-glucose
(2-DG) is injected. This is a glucose analog that binds competitively to glucose hexokinase, the first
enzyme in the glycolytic pathway. The resulting decrease proves that the ECAR previously measured
is due to glycolysis.

5.1. The Influence of the Signaling Domain

The articles comparing the CD28 and 4-1BB co-stimulatory domains used either a
mesothelin CAR or a CD19 CAR [49,65]. They observed differences between 4-1BB CARs
and CD28 CARs in terms of basal OCR and SRC. In the study of Kawalekar et al. [49],
CARs with a 4-1BB co-stimulatory domain showed a higher basal OCR and SRC than the
CD28 CAR. Interestingly, extensive investigation of the candidate genes of the oxidative
or glycolytic pathways showed a differential expression between the 4-1BB and CD28
CAR T cells that was consistent with the Seahorse assay results. Similarly, the ratio of
mitochondrial mass to cell mass and the expression levels of the mitochondrial genes
(encoded by either the nuclear or the mitochondrial genome) were increased in CAR
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T cells with 4-1BB co-stimulation. The observed difference in SRC strongly hints at a
reprogramming of the transcriptional networks by the 4-1BB CAR, leading to enhanced
mitochondrial biogenesis and oxidative metabolism. The authors showed that the co-
stimulation domain used in the CAR design strongly impacts the metabolic profiles and
lineage fate of the T cells. While Liu and colleagues [65] observed a lower basal OCR with
4-1BB CARs than with CD28 CARs, the SRC was also higher with 4-1BB CARs. In their
study, CARs bearing the two different co-stimulatory domains were used to validate and
model exhausted tumor-infiltrating lymphocytes (TILs) in human hepatocellular carcinoma
(HCC). Notably, to gain insights into the mechanism leading to these metabolic differences,
the authors measured the expression of candidate genes but focused on glycolytic and
lipid metabolism. They showed that adding a 4-1BB signaling domain to the CAR makes
the CAR T cells downregulate the expression of several genes involved in glycolysis and
upregulate the genes associated with mitochondrial FAO. They also confirmed that the
surface expression of CD137 is a marker of exhausted T cells (Tex) with superior effector
functions and proliferation potential. Moreover, CD137+ Tex had a higher fatty acid-binding
protein 5 (FABP5) expression. Inhibiting the FABP5 expression and the mitochondrial FAO
impaired the anti-apoptotic and proliferative capacities of CD137-enriched Tex [65]. Both
teams demonstrated that CAR T cells possessing the 4-1BB domain were more likely to
use the OXPHOS pathway, which characterizes memory T cells, thus supporting central
memory differentiation and T cell persistence. In both studies, the experimental conditions
were different with respect to the number of cells and the concentrations of the drugs
used (Table 1). In fact, Kawalekar et al. [49] used both Seahorse XF24 and XF96 with
1 × 106 cells/well, while Liu et al. [65] used 1.5 × 105 cells/well. Agilent advises a cell
monolayer in order to avoid hypoxia, which could affect the metabolism of the cells. As
such, 1 × 106 T cells in a 96-well plate might be too dense, suggesting that the results
obtained might be influenced by stressful culture conditions. In addition, the second
study also used Etomoxir, which is a fatty acid oxidation inhibitor (FAO) [50,75], without
further explanation. It should also be noted that these studies did not show results from
untransduced (mock) controls (T cells without CARs), which would have provided an
overview of the basal metabolic conditions of the T cells. This would have strengthened
the conclusions made.

5.2. The Influence of the CAR Design

The pioneer work of W. Li et al. [52] showed that the blocking of CAR downmodula-
tion by inhibiting its ubiquitination affected lysosomal degradation while promoting the
recycling of internalized CARs to the cell surface. Inhibiting CAR ubiquitination also led to
enhanced endosomal signaling promoting oxidative phosphorylation and memory T cell
differentiation, leading to better in vivo persistence. Importantly, the authors based their
initial conclusions on observations of a higher OCR and SRC for ubiquitination-deficient
CD19 CAR T cells, which they further confirmed with additional techniques. The sec-
ond study was focused on the tonic signaling of CARs and, in particular, Treg CARs [68].
The authors observed an exhaustion profile for Tregs expressing CARs prone to tonic
signaling. Although stable and suppressive in vitro, the cells failed to maintain in vivo
function in a xenogeneic model of graft-versus-host disease (GvHD). Indeed, Lamarche
and colleagues [68] obtained a higher OCR and ECAR, and a lower SRC, for tonic-signaling
CARs, which led them to the conclusion that tonic CAR T cells preferentially exploited
a glycolytic pathway. Importantly, these results complemented transcriptome analysis
showing changes in metabolic pathways and a phenotypic analysis demonstrating an
exhaustion profile. Moreover, they were obtained using different T cells donors, strength-
ening their conclusions. Lastly, Hirabayashi et al. [69] compared a dual CAR approach
with a classical CD28 second-generation CAR. Their dual CAR consisted of a polycistronic
vector expressing both the second generation GD2 CAR (GD2.28ζ) and a B7-H3-4-1BB
(B7-H3.BB) receptor. This CAR design allows for rapid antitumor effects in vivo, protects
from tumor re-challenge, and prevents tumor escape resulting from low antigen density.
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Moreover, it retains both the functions of the induction of glycolysis and the preservation
of OXPHOS. They used an XF24 apparatus with both the Cell Mito stress and the Cell
Glycolytic stress kits to assess the metabolic profile of CAR T cells and compared the values
obtained at days 0, 1, and 5 post-CAR activation, using 5 × 105 cells in a 24-well plate. The
GD2.28ζ/B7-H3.BB dual CAR demonstrated higher glycolytic and OXPHOS activity than
GD2.28ζ. Their assay was strengthened by the use of three independent experiments.

5.3. Polarization of CAR T Cells

The metabolic changes associated with CAR T cell polarization were also the focus
of several recent studies. For instance, Liu et al. [53] examined the metabolism of Th1-
and Th9-polarized T cells using Seahorse XF technology and showed that Th9 featured
higher OCR and SRC than Th1. Furthermore, Th9-polarized CAR T cells secreted IL-9,
expressed lower levels of exhaustion markers, maintained strong proliferative capacities,
and had a central memory phenotype and a greater antitumor activity in vivo than Th1-
polarized CAR T cells. These findings may not only broaden our understanding of T cell
polarization at the metabolic level but may also open the way for the production of a
CAR T cell product adapted to solid tumors. However, it should be noted that the basal
measurement of the OCR value was outside the range defined by Agilent for the XF24
instrument (600 pmol/min for 50–400 pmol/min). On the same line, Sabatino et al. [72]
focused on characterizing CD19 CAR in CD8+ T cells enriched in the TSCM subset. These
CD19 CAR CD8+ TSCM cells exhibited an enhanced metabolic fitness and had a robust and
long-lasting antitumor effect in an acute lymphoblastic leukemia xenograft model. They
observed across five different donors that CD19 CAR TSCM cells displayed a higher SRC
than CD19 CAR T cells without TSCM enrichment. As previously mentioned (Figure 2),
memory T cells favor OXPHOS while effector T cells favor glycolysis; therefore, memory
T cells have a higher SRC compared to effector T cells. Thus, this study highlights the
importance of assessing the metabolism of the CAR product in order to select an appropriate
T cell population to further improve persistence and achieve robust antitumor responses.

5.4. Effect of the Combination of CAR T Cells and Combinatorial Designs

A set of studies also examined the T cell metabolic outcome following various stimu-
lations. Serganova et al. [71] compared naïve, PHA-stimulated, and anti-human prostate-
specific membrane antigen (PSMA) CAR T cells, while looking at the kinetics of OCR
and ECAR up to 15 days after T cell isolation. The aim of their study was to assess the
combination of CAR targeting PSMA with a PD-1/PD-L1 blockade. They observed that
the PD-1/PD-L1 blockade resulted in a short-term enhanced response, suggesting other
immunomodulatory mechanisms restricting CAR T cells in their prostate cancer model.
The authors observed that naïve T cells featured slightly increased basal OCR and ECAR at
day 2, which declined over time. Conversely, CAR T cells showed only a modest increase
in basal and maximal OCR, starting from day 8, and remained constant until day 15. Con-
cerning basal ECAR variation, the same observation was made following PHA treatment,
suggesting that unspecific and specific stimulation yielded similar levels of ECAR. These
data can be considered strong because they were the means of values obtained from dif-
ferent donors. In addition to the Mito Stress Kit, these last two studies [71,72] also used
the Glycolysis Stress Test Kit (Figure 4C). Apart from studying the CAR influence on the T
cell phenotype, other researchers have focused upon capturing the direct metabolic impact
of introducing a modified/enhanced CAR construct in comparison to a conventional one.
In the work of Zhang et al. [70], CD19 CAR T cells co-expressing or not a soluble PD-1
receptor (sPD-1) were analyzed. The co-expressing T cells led to a reduced tumor burden
and prolonged survival in an in vivo tumor model of high PD-L1 expression, compared to
conventional second-generation CAR T cells. Here, the authors obtained similar levels of
OCR in all conditions (mock, CD19 CAR, and CD19 CAR-sPD-1)—with or without a 48 h
co-culture with target tumor cells—and observed that the OCR of the CD19 CAR-sPD-1
T cells was slightly higher, and the ECAR lower, compared to the CD19 CAR T cells. In
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conclusion, the CD19 CAR-sPD-1 T cells showed similar levels of OXPHOS, but reduced
glycolysis, compared to the CD19 CAR T cells, regardless of the presence of tumor cells.
Here again, the authors used different complementary experiments to draw conclusions
on the metabolism of CAR T cells. In particular, they performed RNA sequencing and
showed that their CD19-sPD1 CAR T cells were less differentiated and less exhausted and
activated less glycolytic pathway-related genes. We have recently presented an approach to
improving the efficacy of CD19 CAR T cells by combining CD19 CAR with an anti-IgKappa
(IGK) CAR, called Kz19BB [66]. With this combinatorial CAR design, we showed that we
could keep the specificity of IGK CAR while attenuating its serum sensitivity. We studied
the metabolism of the T cells expressing different CARs and observed a similar metabolic
profile for the anti-IgK CAR and the Kz-19BB CAR when stimulated with a specific antigen
(kappa light chain). An inverted construct, 19z-KBB CAR, showed a similar metabolic
profile to the CD19 CAR, demonstrating that the metabolic changes observed were solely
due to the CD3z-containing construct. These results were obtained with one donor and
corroborate additional in vitro results. Elsewhere, another group has tested a different
combination of targeting units against GD2 and B7H3 antigens. There, the authors used
the synthetic Notch system (CAR GD2-B7H3) [67] to promote resistance to exhaustion and
improve the metabolic fitness of the expressing cells. Briefly, this strategy was based on the
transcriptional control of the B7-H3 CAR by a GD2 SynNotch CAR. This SynNotch-gated
CAR T cell controlled the tumor burden both in vitro and in vivo. Moreover, the fatal neuro-
toxicity reported using the GD2 CAR T cell was linked to the use of the CD28 co-stimulation
domain as this was not observed when a 4-1BB co-stimulation domain was used. With this
arrangement, GD2-B7H3 T cells showed a similar rate of oxygen consumption to that of the
non-transduced cells, and a higher SRC compared to conventional B7H3 CAR after 48 h
of co-culture with target cells. This indicated a greater capacity for oxidative metabolism.
This was confirmed by Gene Set Enrichment Analysis, which demonstrated a significant
increase in the transcription of glycolytic exhaustion genes in conventional CAR-T B7H3
cells compared to GD2-B7H3 cells.

5.5. CAR Modified to Enhance T Cell Resistance to TME

Finally, two recent studies [73,74] evaluated the impact of the co-expression of en-
zymes affecting metabolism, alongside CARs, in order to generate constructs equipped to
fight a strong TME. The enzymes used, Lactobacillus brevis NADH Oxidase (LbNOX) [73]
and D-2-hydroxyglutarate dehydrogenase (D2HGDH) [74], were expected to provide re-
sistance to the TME by affecting mitochondrial respiration. Co-expression of LbNOX with
a mesothelin-specific CD28ζ CAR (CAR_Nox) induced higher levels of baseline OCR
compared to a CD28ζ CAR co-expressed with GFP (CAR_GFP), reaching levels similar
to those of untransduced T cells. The addition of lactate increased the OCR levels for
the CAR_Nox. Subsequent treatment with Rotenone and Antimycin A did not impair
the CAR_Nox T cells OCR as much as the OCR of untransduced and CAR_GFP T cells,
validating the LbNOX activity in vitro. In addition to the inclusion of an untransduced
T cell control, this study specified the use of three donors, strengthening the validity of the
observations. Therefore, co-expressing LbNox with the CAR in T cells resulted in enhanced
oxygen and lactate consumption, as well as increased pyruvate production and resiliency
to lactate dehydrogenase inhibition but did not confer an increased antitumor efficiency
in vivo. The second study was more promising; Yang et al. [74] tested CD19 CAR T cells
with a D2HGDH knocked-out (KO) or overexpressed (OE) backgrounds. D2HGDH is a
mitochondrial protein shown to catabolize a component present at high levels in the TME,
D-2-hydroxyglutarate (D2HG). In the D2HGDH-OE background, CAR-T cells showed a
significant decrease in basal and maximal OCR, which corroborates their flow cytometric
observation of an expanded effector memory subset in D2HGDH-OE CAR-T cells. This
was further complemented by an in vivo assessment of D2HGDH-OE CAR-T cells, which
showed increased tumor control and persistence. Accordingly, the opposite was observed
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in the KO background. Thus, affecting metabolism seems to represent a reliable route to
resisting the TME.

Together, these studies used the Seahorse technology to investigate the differentiation
and stimulation states of CAR T cells. Overall, when higher OCR rates were detected, it
reflected the involvement of OXPHOS, which is associated with a memory T cell phenotype
and therefore a more persistent state. In contrast, a high ECAR associated with a preference
toward glycolysis and was associated with an effector T cell phenotype. We noticed that
the ECAR value was not taken into account in all the studies (including our own). The
ECAR values complement the OCR values, allowing an overview of both the OXPHOS and
the glycolytic pathways. Another key point is the influence of the co-stimulatory domain
on the differentiation state of transduced T cells. Notably, a CD28 co-stimulatory domain
favors an effector memory phenotype, while 4-1BB favors a central memory phenotype. On
a technical note, we noticed that the majority of the articles did not indicate the number of
technical replicates (Agilent recommends doing six) and the number of biological replicates
(or the number of donors used). These are important aspects of the analysis since variation
between individuals can sometimes be greater than the effect of the drug in one individual.
Furthermore, non-transduced T cells were not always used as a control (Table 1). As such,
intra- and inter-study comparisons were difficult to capture; indeed, some baselines were
drawn using mock T cells while others were made with irrelevant CAR-expressing T cells.
Finally, we also detected that cell density and drug concentrations were not homogeneous
between the studies and have combined this review with a technical report (Joaquina et al.,
manuscript co-submitted) that could be used as basis to establish a unified CAR T cell
metabolism analysis using Seahorse.

6. Conclusions

Although the metabolic state of CAR T cells is highly relevant to the understanding of
CAR-T cell biology, its importance in predicting the clinical efficacy of a CAR construct is
not yet clear, and its manipulation may not lead to improved therapeutic outcomes. Despite
that, across the several studies that used complementary methods, CAR T cells with an
increased SRC correlated strongly with a memory T cell phenotype. It is thus a valuable tool
to compare several CAR designs and draw conclusions regarding the broad phenotypes
they tend towards. Moreover, this reprogramming has been shown to be modulated mostly
by the co-stimulatory domains used in the CAR design. On its own, the assessment of
metabolism provides valuable data with which to build a prediction matrix for future
clinical trials.
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