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Abstract
Reactive

oxygen

species

(ROS)

have

been

implicated

in

T-cell

hyporesponsiveness, apoptosis, as well as activation and differentiation. However,
the majority of the published studies have been performed using the Jurkat leukemic
T-cell line or preactivated T cells (T-cell blasts). Moreover, in many cases, nonphysiological stimuli or exogenously applied H2O2 were employed to induce or to
mimic ROS production in T cells, respectively. On the other hand, very few studies
have analyzed the role of TCR-triggered ROS under more physiological conditions,
for example using human peripheral blood T cells isolated from healthy donors
(primary T cells). Therefore, in order to shed light onto the function of ROS in primary
T cells, I have analyzed which reactive oxygen species are produced upon T-cell
stimulation, where ROS are produced, and their function in T-cell activation.
First, I have shown that, upon TCR ligation, T cells produce superoxide that is
released into the extracellular space. Nevertheless, it appears that this reactive
species is not required for T-cell functions. Indeed, treatment of cell cultures with
antioxidants, such as superoxide dismutase and ascorbate, which remove
extracellular superoxide, does not affect activation, proliferation, and cytokine
production of CD3xCD28-stimulated primary human T cells. It has been reported that
T cells can produce superoxide via the NADPH oxidase 2 (NOX-2). To more
specifically analyze the function of superoxide, I have used NOX-2-deficient mice
(gp91phox -/-). I have found that T cells from these mice completely lack inducible TCRmediated superoxide production but display normal upregulation of activation
markers and proliferation. Collectively, I have shown that primary T cells produce
extracellular superoxide upon TCR triggering via NOX-2, but that this reactive
species is not required for T-cell activation, proliferation, and cytokine production.
In the second part of my work, I have investigated whether mitochondriaderived ROS participate in T-cell activation. By using various mitochondrial inhibitors,
I have found that mitochondrial membrane potential, but not mitochondria-derived
ROS or ATP, is crucial for the activation of primary human T cells.
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1

Introduction

1.1

The immune system

One of the inherent properties of any living system is the dynamical
maintenance of its structure, despite the harsh impact of the environment and errors
in the system itself. In order to achieve this goal, a living system must possess
mechanisms to discriminate between “correct” and “incorrect” structures. In
multicellular organisms, such a mechanism is called immunity, or immune system.
The natural constituents of the body, which are normally not subject to attack by
components of the immune system, are called self. On the contrary, the foreign
material that enters the body (such as viruses, bacteria or parasites) and the altered
structures of the body (such as mutated or malignant cells), which normally stimulate
an attack by the immune system, are called non-self. Either self or non-self structures
that actually do evoke an immune response and that are capable of binding with a
product (such as an antibody) of the immune response are called antigens.
Self and non-self can differ so slightly that the immune system must be
extremely sensitive to discriminate between them (1). The lack of sensitivity leads to
various immune deficiencies, such as recurring infections and cancer. On the other
hand, extreme sensitivity necessitates extreme specificity, otherwise many false
alarms would be triggered (2, 3). Autoimmune diseases are an example of specificity
problems, and originate from erroneous recognition of self as non-self.
Achieving high sensitivity and specificity is a difficult, time- and resourceconsuming process, and is mediated by the adaptive branch of the immune system
(also referred to as acquired or specific). Only vertebrates possess this kind of
immunity. The cells that mediate adaptive immunity are T and B lymphocytes. While
B cells produce antibodies, T cells destroy infected or malignant cells and help to
coordinate the immune response. A more basic component of immunity is the innate
(or non-specific) immune system, which is present in all multicellular organisms,
including plants and fungi (Fig. 1.1). Besides enhanced specificity and delayed
response, the main property of the adaptive immune system that differentiates it from
the innate one is the immunological memory. This allows faster recognition and
elimination of reoccurring antigens.
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Figure 1.1 Innate and adaptive immunity
The innate immune system functions as the first line of defense against
infection. It consists of soluble factors, such as complement proteins, and
diverse cellular components, including granulocytes (basophils, eosinophils,
and neutrophils), mast cells, macrophages, dendritic cells, and natural killer
cells. The adaptive immune response is slower to develop, but it possesses
high antigenic specificity and memory. It consists of antibodies, B cells, and
CD4+ and CD8+ T lymphocytes. Natural killer T cells and γδ T cells are
lymphocytes that bridge the innate and adaptive immunity. Adopted from (4).
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1.2

T lymphocytes

1.2.1

T-cell development

“T” in T lymphocytes stands for “thymus-derived”, because these cells mature in
the thymus. Hematopoietic stem cells in bone marrow differentiate into lymphoid
progenitor cells that migrate to the thymus, where they become double-negative (DN)
thymocytes, named after the absence of CD4 and CD8 expression (Fig. 1.2). At the
DN stage, thymocytes express a unique β-chain of the T-cell receptor (TCR), which
is generated upon recombination of V(D)J gene fragments. The expression of a
functional TCRβ-chain together with an invariant pre-Tα-chain allows developmental
progression (beta selection). Once past this step, DN thymocytes rearrange the TCR
α-chain through recombination of VJ gene fragments (5). In parallel, DN cells
upregulate the expression of CD4 and CD8, thus becoming double-positive (DP)
thymocytes. If DP thymocytes express a non-functional TCR, they die by apoptosis
(death by neglect) (Fig. 1.2). Conversely, if DP thymocytes express a functional TCR,
which

is

capable

of

interacting

with

self-antigens

presented

via

major

histocompatibility complexes (MHCs) I or II, which are expressed on the surface of
cortical thymic epithelial cells (cTECs), they survive (positive selection), migrate to
the medulla, and develop as either CD4+ or CD8+ (also referred to as single-positive,
SP) cells (6) (Fig. 1.2).
As I mentioned above, successful immune response requires not only high
sensitivity but also high specificity. To minimize the risk of developing autoreactive T
cells, thymocytes undergo negative selection. This process ensures that thymocytes
whose TCRs are capable of strong binding to self-peptides presented on the MHC
complexes of cTECs or medullary TECs (mTECs) are eliminated via apoptosis (7, 8)
(Fig. 1.2). The process by which newly developing lymphocytes are rendered nonreactive to self is called central tolerance. It is worth noting that central tolerance is
not 100% efficient, and some autoreactive T cells escape thymic selection. Additional
mechanisms of peripheral tolerance exist to silence these cells. They include the
suppression of autoreactive cells by regulatory T (Treg) cells, the generation of
hyporesponsiveness (anergy) in lymphocytes that encounter antigen in the absence
of co-stimulatory signals, and the existence of immunologically-privileged areas (9).
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Figure 1.2 T-cell development in the thymus
Hematopoietic stem cells (HSC) in the bone marrow differentiate into lymphoid
progenitor cells (LP) that migrate to the thymus, where they become doublenegative thymocytes (DN). DNs either successfully rearrange the β-chain of Tcell receptor (TCRβ) or undergo apoptosis. Next, DNs rearrange the TCR αchain and upregulate CD4 and CD8, thus becoming double-positive
thymocytes (DP). If DPs express non-functional TCRs, they die by apoptosis
(death by neglect). Conversely, if DPs express TCRs capable of interacting
with self-antigens presented by cortical thymic epithelial cells (cTECs), they
survive (positive selection), migrate to the medulla, and develop as either
CD4+ or CD8+ (single positive thymocyte, SP) (lineage commitment).
Thymocytes whose TCRs are capable of strong binding with self-antigens
presented by cTECs or medullary TECs (mTECs) are eliminated via apoptosis
(negative selection). Positively selected cells exit the thymus as naïve (Tnai) or
regulatory (Treg) T cells. Green bubbling cells indicate apoptosis.

13

1.2.2

T-cell subsets

T cells represent a heterogeneous population that consists of several subsets.
As I mentioned above, two major T-cell subsets are generated in the thymus - CD4+
T cells and CD8+ T cells.
CD4+ T cells are also called helper T (Th) cells. They are activated by peptide
antigens in complex with MHC II, expressed on the surface of antigen-presenting
cells (APCs). Dendritic cells, macrophages, and B cells can act as APCs. Upon
activation, Th cells proliferate and secrete cytokines. Depending on the profile of
secreted cytokines, Th cells are further divided into minor subsets (10) (Fig. 1.3). Th1
cells secrete IFNγ, IL-2, and Lymphotoxin alpha (LT-α). These cytokines activate
macrophages and CD8+ cells. Th1 cells promote cell-mediated immunity against
tumor cells and intracellular pathogens, such as viruses. Th2 cells secrete IL-4, IL-5,
IL-10, and IL-13. These cytokines activate B cells, as well as eosinophils, basophils
and mast cells. Th2 cells promote antibody-mediated immune responses and host
defense against extracellular parasites.
In recent years, additional Th subsets were identified (11). Th9 cells secrete IL-9
and IL-10 and are involved in host defense against extracellular parasites, especially
nematodes. Th17 cells secrete IL-17a, IL-17f, IL-21, IL-22, IL-26, and Chemokine (CC motif) Ligand 20 (CCL-20). These cytokines activate neutrophils, as well as B cells.
Th17 cells promote protective immunity against extracellular bacteria and fungi,
mainly at mucosal surfaces. Follicular helper T cells (Tfh) secrete IL-4 and IL-21.
These cytokines activate follicular B cells. Tfh cells are involved in promotion of
germinal center responses.
Overall, different subsets of Th cells orchestrate different branches of the
immune response. However, it has also become evident that Th cells can convert
from one subset to another and even express mixed cytokine profiles (12, 13) (Fig.
1.3). This plasticity enables quicker and more precise responses to pathogenic
threats.
CD8+ T cells are also known as cytotoxic T (Tc) cells. They can be activated by
peptide antigens in complex with MHC I, expressed on the surface of any nucleated
cell. These antigens are usually derived from intracellular pathogens, such as
14

viruses, or from mutated proteins of tumor cells. Upon activation, Tc cells proliferate,
with the help of IL-2 from Th cells, and release cytotoxic proteins, such as perforin,
granzymes, and granulysin. Perforin makes pores in the plasma membrane, thus
allowing serine proteases granzymes to enter the cell and trigger apoptosis (14). On
the other hand, granulysin forms pores in the cell wall of intracellular pathogens,
which, in turn, allows granzymes to enter and kill them (15). Alternatively, Tc can
induce apoptosis via the interaction between Fas ligand on their surface and Fas
receptor on the target cell (16).
Treg cells, formerly known as suppressor T cells, are crucial for the maintenance
of peripheral tolerance (17). Their major role is to suppress the activation of
autoreactive T cells that escaped negative selection in the thymus. Additionally, T reg
cells shut down conventional T-cell activity, thus contributing to the termination of the
immune response. Treg cells are either directly generated in the thymus from CD4+
thymocytes, referred to as natural Treg cells, or originate from activated CD4+ T cells
in the periphery, referred to as induced Treg cells (18). The various potential
suppression mechanisms used by Treg cells can be grouped into four basic modes of
action (19): (i) release of inhibitory cytokines (TGFβ, IL-10, and IL-35) or IL-2
deprivation; (ii) granzyme- and perforin-dependent cytolysis; (iii) cAMP- and
adenosine-dependent metabolic disruption; (iv) LAG-3- and CTLA-4-dependent
suppression of dendritic cell maturation or function.
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Figure 1.3 CD4+ T-cell subsets
Naive T cells can differentiate into various Th subsets upon priming in
response to different cytokines. These helper T-cell subsets express lineagedefining transcription factors that induce specific surface markers in the steady
state and release characteristic effector cytokines following TCR stimulation.
Adopted from (10).

16

1.2.3

T-cell activation

T cells that exit the thymus are called naïve (Tnai) because, unlike effector (Teff)
or memory (Tmem) T cells, they have not encountered their specific (cognate) antigens
yet or, in other words, they have not yet been activated. Tnai cells are characterized
by the surface expression of CD127 (IL-7Rα), CD62L (L-selectin), CD197
(Chemokine (C-C motif) Receptor (CCR-7)), and RA isoform of CD45 (Protein
Tyrosine Phosphatase, Receptor type, C (PTPRC)). Tnai cells are quiescent and nondividing but require periodic contacts with self-peptide-MHC and IL-7 for homeostatic
survival (20, 21). L-selectin and CCR-7 lead to the localization (homing) of Tnai cells
to secondary lymphoid organs, such as lymph nodes (22, 23). There, they
continuously scan APCs for the presence of cognate antigens. When the TCR on the
surface of Tnai cell recognizes a cognate antigen in complex with MHC-II molecules
on the surface of APC, Tnai cell becomes activated (see next section). Costimulation
via CD28 and/or other surface molecules is necessary for successful activation,
otherwise T cells become anergic (24). This is a mechanism to reduce the risk of
autoimmunity.
Proper T-cell activation results in the up-regulation of the surface markers CD25
(IL-2Rα), CD44 (Homing Cell Adhesion Molecule (HCAM)), and CD69 (C-Type
lectin). Activated T cells secrete IL-2, intensively proliferate, and differentiate into
various Teff and Tmem subsets (25-28). Activated CD4+ T cells generate Th and/or Treg
progenitors, whereas activated CD8+ T cells are precursors for Tc cells. Teff change
the CD45 isoform from RA to RO, lose IL-7 receptor CD127 and lymphoid tissue
homing receptors CD62L and CD197, and populate the periphery, to fight infection or
cancer in situ. After the pathogen or tumor have been cleared, expanded Teff cells die
via Fas-mediated apoptosis (activation-induced cell death, AICD) or cytokine
depletion-induced apoptosis (death by neglect), during so-called contraction phase of
the immune response (29). This limits excessive consumption of nutrients, damage to
the body, and development of autoimmunity. Tmem cells are preserved in the body
much longer than Teff cells. At the second encounter with pathogen, they can initiate
a faster and stronger immune response (30). Tmem cells are classically distinguished
by the expression of the CD45RO isoform, CD44, CD127, and CD215 (IL-15Rα), and
require IL-7 and IL-15 for homeostatic survival (20).
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1.2.4

T-cell signaling

The TCR consists of one α- and one β-chain, linked by disulfide bond. Both
chains include variable, constant, transmembrane, and cytoplasmic regions. The
variable parts are generated through genetic recombination during thymic
development and are required for the recognition of antigens (31). They are unique
for each T-cell clone. The other parts are necessary for anchoring of the TCR to the
plasma membrane and for the association with accessory molecules, such as CD3
and ζ-chain, to form the TCR/CD3 complex. The TCR/CD3 complex consists of a
TCRαβ heterodimer, CD3εδ and CD3εγ heterodimers, and a ζζ-chain homodimer
(32) (Fig.1.4 A).
The TCR complex does not possess catalytic activity and is dependent on Nonreceptor Lymphocyte-specific protein tyrosine Kinase (LCK) to initiate downstream
signaling cascade. LCK associates with CD4 and CD8 co-receptors that interact with
MHC, and therefore is brought into close proximity of the TCR upon T cell-APC
interaction. The main function of LCK is to phosphorylate the Immunoreceptor
Tyrosine-based Activation Motifs (ITAMs) on CD3 and ζ chains of TCR complex (33)
(Fig.1.4 A).
LCK activity is regulated mainly via two tyrosine residues, Tyr505 in the Cterminus and Tyr394 in the catalytic domain (33, 34) (Fig.1.4 B). Phosphorylation of
LCK on Tyr505 by C-terminal Src Kinase (CSK) results in the binding of the Cterminus to the SH2 domain of LCK, producing the closed, inactive conformation.
Tyr505 can be dephosphorylated by Protein Tyrosine Phosphatase, Receptor type, C
(PTPRC, CD45), leading to the primed form. Primed LCK can autophosphorylate or
phosphorylate other primed nearby LCK molecules on Tyr394, resulting in the open,
active conformation, that is capable of phosphorylating ITAMs and Zeta-chainAssociated Protein kinase of 70 kDa (ZAP-70). Tyr394 can be dephosphorylated by
Protein Tyrosine Phosphatase, Non-receptor type, 22 (PTPN-22), SHP-1 (SH2
domain-containing Phosphatase 1), or CD45, thus converting LCK back to the
primed state. Moreover, open LCK can be further phosphorylated by CSK on Tyr505
without losing its catalytic activity. ZAP-70 binds to phosphorylated ITAMs via SH2
domains but remains autoinhibited due to the interaction between Tyr319 and the
catalytic domain. LCK phosphorylation of ZAP-70 at Tyr319 relieves the autoinhibited
18

conformation, leading to ZAP-70 activation via trans-autophosphorylation of Tyr493
(33, 34).
Activated ZAP-70 phosphorylates nine tyrosine residues in the Linker for
Activation of T cells (LAT). After that, the intracellular domain of LAT becomes able to
organize the assembly of a multiprotein complex called the LAT signalosome. The
LAT signalosome recruits both positive and negative regulators of T-cell signaling
and initiates multiple signaling cascades and feedback loops (35) (Fig. 1.5).
Ultimately, this culminates in the activation of three major T-cell transcription factors –
Nuclear Factor of Activated T cells (NFAT), Nuclear Factor kappa light chain
enhancer of activated B cells (NFkB), and Activator Protein 1 (AP-1). These factors
initiate the expression of various genes coding for surface receptors, such as CD69
and CD25, and for growth-promoting cytokines, such as IL-2 (36).
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Figure 1.4 TCR structure and LCK regulation
(A)

(B)

TCR interacts with an antigenic peptide–MHC complex, and the co-receptor
(CD4 or CD8) brings LCK in the proximity of the TCR/CD3 complex. LCK can
then phosphorylate the CD3-associated ITAMs. Adopted from (37).
Primed LCK can be either phosphorylated on Tyr505 by CSK, resulting in the
binding of Tyr505 to the SH2 domain and thus producing the closed, inactive
conformation, or can auto- or trans-autophosphorylate on Tyr394, resulting in
the open, active conformation. Moreover, open LCK can be further
phosphorylated by CSK on Tyr505 without losing its catalytic activity (not
shown). Tyr505 can be dephosphorylated by CD45. Tyr394 can be
dephosphorylated by CD45, SHP-1, or PTPN-22. Modified from (38).
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Figure 1.5 TCR signaling pathways
LCK is recruited to the TCR/CD3 complex by CD4 (or CD8) and
phosphorylates ITAMs and phospho-ITAM-bound ZAP-70. Activated ZAP-70
phosphorylates LAT, leading to recruitment of SLP-76 (SH2 domaincontaining Leukocyte Protein of 76 kDa), ITK (IL-2-inducible T-cell Kinase),
and PLCγ-1 (Phospholipase C γ 1). LCK then phosphorylates ITK, which, in
turn,
phosphorylates
PLCγ-1.
Activated
PLCγ-1
converts
PIP2
(phosphatidylinositol 4,5-bisphosphate) into IP3 (inositol-1,4,5-trisphosphate)
and DAG (diacylglycerol). IP3 engages specific receptors at the intracellular
calcium store, leading to store depletion. This triggers opening of CRAC
(Calcium-Release Activated Channels) at the plasma membrane and
sustained calcium influx. The resulting rise in intracellular calcium is sensed
by calcineurin, which dephosphorylates NFAT, leading to its translocation to
the nucleus. DAG activates PKCθ (Protein Kinase C θ) and RASGRP (RAS
Guanyl-Releasing Protein). This results in the activation of mitogen-activated
protein kinases, such as JNK (C-Jun N-terminal Kinase) and ERK
(Extracellular-signal-Regulated Kinase), leading to the activation of AP-1. In
addition to DAG, PKCθ and ERK pathways can be activated through RAC
(RAS-related C3 botulinum toxin substrate) and SOS (Son of Sevenless),
respectively. PKCθ also activates NFkB. Additional proteins and pathways are
involved in cell adhesion and migration. Adopted from (39)
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1.3

Reactive oxygen species (ROS)

1.3.1

ROS as harmful by-products of metabolism

ROS are small short-lived oxygen-containing molecules that are chemically
highly reactive, a property that is mainly due to their unpaired electrons (radicals).
Superoxide (O2•−), hydrogen peroxide (H2O2), hydroxyl radical (OH•), hypochlorous
acid (HOCl), lipid peroxides (ROOH), singlet oxygen (1O2), and ozone (O3) are some
of the most common ROS (40). The first two species are the most important ROS in
the regulation of biological processes. Superoxide is usually the species from which
other ROS originate (Fig. 1.6). Once produced, and if it does not rapidly react with
surrounding molecules, superoxide dismutates to H2O2, spontaneously or with the
help of superoxide dismutase (SOD) (41). Hydrogen peroxide is more stable, less
reactive, can diffuse in the microenvironment, and even cross cell membranes. H 2O2
can either react with particular amino acids, usually cysteines and methionines, or
can be converted to OH• (in the Fenton reaction), to HOCl (by myeloperoxidase), or
to H2O (with the help of catalase, peroxidase, or peroxiredoxin) (42) (Fig. 1.6). Both
the OH• and HOCl are highly reactive and usually irreversibly damage nearby
molecules.
One of the major sources of ROS in the cell are mitochondria (43, 44) (Fig. 1.6).
Mitochondria express the electron transport chain (ETC) complexes, which transfer
electrons from reduced Nicotinamide Adenine Dinucleotide (NADH) and succinate,
along a controlled redox pathway, to oxygen molecule (O 2). Upon receiving four
electrons, oxygen is reduced to H2O. However, the ETC is not perfect, and
occasionally O2 undergoes one- or two-electron reduction to form O2•− or H2O2,
respectively. Complexes I and III of the ETC are the main sources of mitochondrial
O2•− (43, 44). Multiple metabolic enzymes, such as Endoplasmic Reticulum
Oxidoreductin

1

(ERO-1),

cytochromes

P-450

and

b5,

lipoxygenases,

cyclooxygenases, α-ketoglutarate- and glycerol phosphate dehydrogenases, as well
as hydroxyacid-, urate-, xanthine-, monoamine-, diamine-, polyamine-, and amino
acid oxidases, are also producing ROS as necessary intermediates or byproducts of
their reactions (45). They can be found in mitochondria, endoplasmic reticulum,
peroxisomes, and cytosol. Moreover, a class of membrane-bound NADPH oxidases
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produces ROS for antimicrobial and signaling purposes (see next section). Finally,
there are exogenous sources of ROS, including ultraviolet and gamma radiation,
smoke and other air pollutants, several drugs and chemicals, which are usually
harmful for the cell.
As ROS can damage proteins, lipids, and nucleic acids, the evolution has
created specialized antioxidant systems. They consist of antioxidant enzymes, such
as SODs, catalases, glutathione peroxidases (GPXs), peroxiredoxins (PRXs),
thioredoxins (TRXs), glutaredoxins (GRXs), sulfiredoxins (SRXs), thioredoxin
reductases, glutathione reductases, and methionine sulfoxide reductases (46), and
also small non-enzymatic antioxidant molecules, such as glutathione, ascorbate,
pyruvate, α-ketoglutarate, and oxaloacetate (47). When the rate of ROS production in
the cell significantly exceeds the rate of their neutralization by the antioxidant
systems, cell undergoes oxidative stress. Prolonged or excessive oxidative stress
can lead to impairment of cellular functions, cell death, senescence, or malignant
transformation (48-50).
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Figure 1.6 Reactive oxygen species, their sources, and scavengers
Superoxide (O2•−) can be produced by the mitochondrial electron transport
chain (Mito-ETC) upon one-electron reduction of oxygen (O2), by NADPH
oxidase (NOX) at the plasma membrane, by enzymes at the endoplasmic
reticulum (ER), or by cytoplasmic metabolic enzymes (ME). O2•− then
dismutates to hydrogen peroxide (H2O2), either spontaneously or with the help
of superoxide dismutases (SOD). H2O2 can be neutralized by catalase or by
glutathione peroxidase (GPX), using oxidation of glutathione (GSHr to GSSG).
Glutathione is reduced by glutathione reductase (GR), using oxidation of
NADPH. H2O2 can participate in the Fenton reaction (Fe2+) and be converted
to hydroxyl radical (HO•). Modified from (51).
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1.3.2

ROS as weapons of phagocytes

Phagocytic cells produce ROS as a strategy to kill engulfed bacteria during the
so-called respiratory burst (52). In these cells, ROS are produced by the Phagocytic
NADPH Oxidase (PHOX), an enzyme consisting of several subunits (53) (Fig. 1.7 B).
The catalytic subunit, called PHOX glycoprotein of 91 kDa (gp91 phox) or NADPH
oxidase 2 (NOX-2), is located at either the plasma membrane or the phagosome
membrane. PHOX includes also a variety of regulatory subunits: a membraneanchored p22phox and cytoplasmic p40phox, p47phox, and p67phox, as well as the RAC
GTPase. PHOX becomes functional upon assembly of this multisubunit complex, a
process that is under tight regulation.
The respiratory burst can be triggered by a large and diverse group of agonists.
They

include

phagocytosable

particles

(e.g.,

bacteria,

yeast),

antibodies,

complement, interleukins, chemotactic peptides, and bioactive lipids. The kinetics
and overall level of O2•− production in response to different agonists varies widely
(54). Activated PHOX transfers electrons across the membrane from NADPH to O 2,
generating O2•−. Superoxide can directly damage bacteria, can react with other
antimicrobial molecules, or can dismutate to hydrogen peroxide. H2O2, in turn, can
react with metal ions, leading to production of highly poisonous OH•, or can be
converted to even more toxic HOCl by myeloperoxidase, an enzyme which is
abundant in the azurophil granules of neutrophils (55). PHOX-derived ROS have also
been suggested to increase the pH of phagosomes, thus supporting the activity of
neutral proteases (56, 57). The importance of PHOX in the immune response has
been demonstrated by the fact that patients with mutations in this enzyme suffer from
chronic granulomatous disease, a clinical condition characterized by recurring
bacterial and fungal infections (58).
Interestingly, six homologs of gp91phox (NOX-2) have been identified in different
tissues: NOX-1, NOX-3, NOX-4, NOX-5, Dual Oxidase 1 (DUOX-1), and DUOX-2
(59, 60) (Fig. 1.7). As mentioned above, NOXs are usually activated upon triggering
of cell receptors by their respective ligands, such as insulin, angiotensin, PlateletDerived Growth Factor (PDGF), Granulocyte–Macrophage Colony-Stimulating Factor
(GM-CSF), Fibroblast Growth Factor (FGF), Nerve Growth Factor (NGF), TNF,
chemokines that bind G protein-coupled receptors, complement component 5a
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(C5a), sphingosine-1-phosphate (S1P), lysophospholipids (LPLs), and leukotriene B4
(LB4), as well as by cell adhesion and by phagocytosis (47). Because of the
widespread yet differential expression of NOX and DUOX isoforms across
organelles, cell types, and organisms, O2•− and H2O2 can be potentially considered as
ubiquitous chemical signaling messengers.
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Figure 1.7 Subunit composition, activation, and cellular distribution of
NADPH oxidases
NOX-1 activity requires p22phox, NOX Organizer 1 (NOXO-1), NOX Activator 1
(NOXA-1), and RAC. It is expressed in colon epithelial cells.
(B) NOX-2 requires p22phox, p47phox, p67phox, and RAC. p47phox phosphorylation is
required for NOX-2 activation. p40phox also associates with this complex and
may contribute to activation. It is expressed in phagocytes and lymphocytes.
(C) NOX-3 requires p22phox and NOXO-1. The requirement for NOXA-1 and RAC
in its activation is under debate. It is expressed in cochlear and vestibular
sensory epithelial cells.
(D) NOX-4 requires p22phox and appears to be constitutively active. It is expressed
in smooth muscle and endothelial cells of kidney and blood vessels.
(E) NOX-5 is activated by Ca2+ through EF-hands and does not appear to require
subunits. It is expressed in splenic and lymph node lymphocytes and in
spermatocytes.
(F) DUOX-1/2 are activated by Ca2+ through EF-hands and do not appear to
require subunits. They also possess peroxidase-like ectodomains. They are
expressed in thyroid epithelial cells.
(A)

Adopted from (60).
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1.3.3

ROS as ubiquitous signaling messengers

During the last decade, it has become evident that ROS are not just harmful
byproducts of metabolism and weapons of phagocytes, but that they also play crucial
roles in cellular signaling. ROS-mediated signaling is involved in multiple processes,
such as cell growth (59, 60), stem cell renewal (61, 62), tumorigenesis (47, 59, 62),
cell death (59, 60), cell senescence (60, 62), cell migration (61), oxygen sensing (60),
angiogenesis (60), circadian rhythm maintenance (61), and immune responses (47,
60).
Among ROS, hydrogen peroxide acts as the major signaling messenger and is
excellently suited for this function (63). In fact, it is stable enough, is able to cross cell
membranes, and is reacting preferentially with cysteine residues (42). It has to be
noted that cysteine residues are amongst the most conserved and least abundant
protein residues (64), which ensures high selectivity and specificity for oxidationmediated post-translational modifications. Moreover, only specific cysteinyl thiols (RSH) that can become thiolate anions (R-S-), upon coordination with neighboring
amino acid side chains, are able to react with H2O2 (65).
When H2O2 reacts with a cysteine thiolate anion, a sulfenic acid (R-SOH) is
formed (66, 67). This process, which is referred to as sulfenylation, is reversed by
GRXs and TRXs (46, 65) (Fig. 1.8). Thus, sulfenylation is believed to be akin to
phosphorylation or other post-translational modifications. Sulfenylation may lead to
further post-translational modification, such as glutathionylation and disulfide bond
formation (66, 67). Most importantly, it can be involved in the regulation of protein
activity. In fact, sulfenylation can induce changes in protein conformation, thus
leading to activation or inactivation of the catalytic center or to other functional
alterations of the protein. Multiple protein classes have been shown to be regulated
by sulfenylation, including phosphatases and kinases, transcription factors and
histone deacetylases, antioxidant enzymes and heat-shock proteins, proteases and
hydrolases, ion channels and pumps, adaptor molecules and cytoskeleton
components (47, 61, 62, 66-68).
In the presence of high levels of ROS, sulfenic acid can be further oxidized to
sulfinic (R-SO2H) and then to sulfonic (R-SO3H) acid, the latter being a completely
irreversible modification, whereas the former could be reversed by SRXs (66, 67)
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(Fig. 1.8). In addition to cysteine, H2O2 can also react with methionine, another sulfurcontaining amino acid, albeit with a four-fold lower rate. The resulting modification
can be reversed by methionine sulfoxide reductase (66). Thus, an additional
methionine-based signaling system has been proposed (69). Moreover, various ROS
can react with other amino acid residues or protein cofactors (such as [Fe-S]
clusters), causing irreversible modifications. Their role in signaling is less defined (47,
61, 68).
Interestingly, in addition to modifying transcription factors, ROS can react
directly with DNA. This reaction is believed to activate transcription (47). For
example, ROS produced by hypoxic mitochondria oxidize specific bases in the
promoter of Vascular Endothelial Growth Factor (VEGF). This event enhances the
binding of Hypoxia-Inducible Factor 1 alpha (HIF-1α) transcription factor to the VEGF
promoter (70).
It is believed that NOX enzymes are the major source of “signaling” ROS (71).
Nevertheless, it is likely that ROS produced by the mitochondrial ETC or metabolic
enzymes are also involved in signaling processes (72-75). The levels of ROS that are
involved in signal transduction are much lower than the levels occurring during
respiratory burst or oxidative stress. Moreover, due to the abundance of antioxidant
systems in the cell, ROS cannot travel long distances, and hence they transmit
signals only locally, in confined compartments (76, 77). In other words, the source
and the corresponding targets of signaling ROS usually have to be in close proximity.
ROS-mediated signaling can be additionally regulated via controlled alterations
in the local levels and activity of specific antioxidants (61, 68). For example,
intracellular glutathione is a good scavenger for many ROS, such as HOCl, but
reacts too slowly with H2O2, the major mediator of oxidative signaling. On the
contrary, PRXs have remarkably high reaction rates with H2O2, and their activity is
tightly regulated by phosphorylation and sulfinilation. PRXs appear to be the major
scavengers of “signaling” ROS, akin to phosphatases in the kinase-phosphatase
system, and thus constitute a crucial component of redox signaling (46, 61, 68, 7881). Moreover, the members of the aquaglyceroporin and aquaporin families can
enhance the permeability of cell membranes to H2O2, thus adding an additional level
of regulation to ROS-mediated signaling (61) (Fig. 1.8).
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Figure 1.8 Signal transduction by ROS and peroxiredoxins
The binding of the ligand to its cognate receptor leads to the activation of
several downstream signaling events. One pathway involves sequential
activation of Phosphatidylinositol-3-Kinases (PI3K) and RAC, leading to the
assembly and activation of NOX. After activation, NOX produces extracellular
O2•− that spontaneously dismutates to H2O2. Small amounts of H2O2 diffuse
into the cell through lipid bilayer, but much more can enter through
aquaporins. Once inside the cell, H2O2 alters the activity of redox-sensitive
targets by oxidizing specific reactive cysteine residues (-SH) into sulfenic acid.
This modification is reversed by TRXs and GRXs (the latter is not depicted in
the figure). Another pathway leads to the activation of Sarcoma protein family
(SRC) members, which phosphorylate PRXs, thus inactivating them.
Inactivated PRXs can be dephosphorylated by tyrosine phosphatases (PTPs).
Active PRXs keep H2O2 concentrations low by neutralizing it with their
cysteinyl thiols. PRXs are reduced back by TRXs and GRXs (not depicted in
the figure). However, high concentrations of H2O2, produced, for example,
upon NOX activation, lead to overoxidation of PRX cysteine residues into
sulfinic acid. This modification can be slowly reverted by SRXs. Such temporal
inactivation of PRXs by NOX-derived H2O2 allows prolonged sulfenylation of
target proteins and transduction of the oxidative signal (the “floodgate” model).
Modified from (62).
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1.4

ROS and T cells

The complex role of ROS in T-cell biology can be simplified by dividing it into
two parts: (i) the effects (usually detrimental) of large exogenous quantities of ROS
on the overall redox state and function of T cells, known as “oxidative stress”, and (ii)
the function of small amount of compartmentalized endogenous ROS in T-cell
signaling (hereafter referred to as “signaling ROS”). The latter can be implicated in
both activation and apoptosis of T cells (82).

1.4.1

Oxidative stress and T cells

T cells are often present in close proximity to phagocytic cells, which are known
to produce large amounts of ROS. Moreover, activated T cells can trigger phagocytic
respiratory burst by direct cell-cell contact (83), as well as by secreted cytokines. The
produced ROS can, in turn, reach T cells and cause oxidative stress (Fig. 1.9). For
example, it has been shown that f-MLP (N-Formyl-Methionyl-Leucyl-Phenylalanine)activated neutrophils inhibit CD3-mediated DNA synthesis in human T cells and that
this inhibition of T-cell proliferation is proportional to superoxide levels (measured by
cytochrome c reduction) (84). More importantly, treatment with the glutathione
precursor N-acetyl cysteine (NAC) or catalase prevents this inhibition (84). Further
analysis showed that the inhibition of DNA synthesis is associated with alterations of
TCR signaling, such as conformational changes in TCRζ and LCK, reduced PLCγ-1
phosphorylation and calcium flux, and increased ERK phosphorylation (84).
Nevertheless, this study shows that activated neutrophils do not induce apoptosis in
T cells. An additional study attempted to mimic the effects of phagocyte-derived ROS
by treating human T cells with polyamine oxidase-generated H2O2 for a prolonged
time (85). This treatment suppresses CD3-induced tyrosine phosphorylation and IL-2
production, PHA (Phytohaemagglutinin)-induced calcium flux, and PHAxTPA
(Tetradecanoylphorbol acetate)-induced NFAT and NFkB (but not AP-1) activation
(85). Thus, it can be concluded from these studies that phagocyte-derived ROS
inhibit T-cell signaling, activation, and proliferation, without affecting T-cell survival.
Many investigators have also induced oxidative stress by short-term treatment
with high levels (in the millimolar range) of exogenous H2O2. Instead of suppression,
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which is induced by the prolonged action of intermediate levels of ROS produced by
phagocytes (~10 nmol O2-/min per 106 cells (54)), this strong and transient treatment
with H2O2 has the opposite effect on T cells. Indeed, high amounts (≥5 mM) of H2O2
induce tyrosine phosphorylation of multiple molecules and calcium flux in the Jurkat
T-cell line even in the absence of other stimulatory agents (86). Among the
phosphorylated proteins, important signaling molecules, including SLP-76 (87), LCK
(88, 89), ZAP-70 (86), and ERK (87), were found to be activated by high ROS levels.
Interestingly, the tyrosine phosphorylation of SLP-76 and the activation of ERK in
response to H2O2 (ranging from 1 to 10 mM) is absent in the ZAP-70-deficient Jurkat
T-cell variant (P116) (87). ERK activation is rescued by reconstituting P116 with ZAP70, indicating that H2O2 acts at the level of ZAP-70 or upstream (87). High H2O2
levels (ranging from 1 to 5 mM) also induce strong tyrosine phosphorylation in
preactivated human T cells (T-cell blasts) (90). Unfortunately, because the high levels
of ROS used in these studies are far above the physiological concentrations, it is
hard to interpret these data with regard to the function of ROS in T cells.
Phagocytic cells regulate the redox state of the microenvironment not only by
releasing ROS, but also by producing antioxidants, especially the glutathione
precursor cysteine (Fig. 1.9). LPS (Lipopolysaccharide)- or TNF-activated murine
macrophages secrete cysteine that can be taken up by T cells, thus resulting in an
increased intracellular glutathione level (91). Human dendritic cells also secrete
cysteine, as well as TRX, upon co-incubation with alloreactive human T cells (92)
(Fig. 1.9). Coculture of antigen-pulsed human dendritic cells (but not B cells) with
autologous T cells leads to an increase in the content of both cell-surface and
intracellular thiols in antigen-specific (but not in antigen-non-specific) T cells and
protects them from H2O2-induced apoptosis (93). LPS stimulation or direct contact of
DCs with murine T cells leads to release of cysteine by dendritic cells, its subsequent
uptake by T cells, and conversion to glutathione (94). This correlates with the
acquisition of a reduced state by T-cell surface thiols (94). On the other hand, Tregs
suppress cysteine release by DCs, thus leading to the oxidation of surface thiols,
decrease in intracellular glutathione, and reduction in DNA synthesis, in conventional
T cells (94). It has been proposed that this represents a novel mechanisms used by
Tregs to suppress the activation of peripheral T cells. Additional experiments showed
that murine Tregs suppress glutathione synthesis and cysteine release by dendritic
cells, in a Cytotoxic T-Lymphocyte-Associated protein 4 (CTLA-4)-dependent manner
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(95) (Fig. 1.9). The addition of exogenous cysteine partially reverts Treg-induced
inhibition of DNA synthesis in CD3- or peptide-activated T cells (95). In contrast to
conventional human T cells, Tregs have higher thiol content (but expressed similar
levels of catalase, Manganese SOD (MnSOD, SOD-2), and Copper-Zinc SOD
(CuZnSOD, SOD-1)), and are more resistant to cell death induced by granulocytesecreted H2O2 (96). Moreover, human Tregs express and secrete more TRX-1 than
conventional T cells, and upregulate it stronger upon CD2xCD3xCD28 stimulation
(97). Thus, activated phagocytes and dendritic cells secrete cysteine to the
extracellular space, which is taken up by T cells and converted to the antioxidant
glutathione. Regulatory T cells interfere with this process and, by doing so, inhibit Tcell activation.
Glutathione seems to be indispensable for T-cell proliferation. It is required for
protein and DNA synthesis in IL-2-dependent murine T-cell clones (98), (91), for
ConA (Concanavalin A)-induced DNA synthesis in murine T cells (99), and for
CD2xCD3-,

CD3xPMA

(Phorbol

12-myristate

13-acetate)-,

or

diC8

(1,2-

Dioctanoylglycerol)xIono (Ionomycin)-induced DNA synthesis in human T cells (100,
101). Glutathione is also required for proper LAT conformation in human T cells
(102), for localization of LAT to the plasma membrane in Jurkat T cells (102), and for
CD3-induced calcium flux in Jurkat T cells (103). These findings suggest that
sufficient levels of this antioxidant are required to maintain a proper redox balance,
which, in turn, appears to be indispensable for T-cell signaling and proliferation. It is
also possible that T-cell proliferation depends on some redox-unrelated functions of
glutathione.
Overall, under physiological conditions there is likely an equilibrium between
ROS and antioxidant systems, thus allowing normal T-cell function (Fig. 1.9).
However, perturbation of such equilibrium by ROS overproduction or by depletion of
antioxidants can lead to T-cell hyporesponsiveness or hyperactivation, thus resulting
in the development of pathological conditions.
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Figure 1.9 Regulation of the T-cell redox state
Activated phagocytes produce H2O2 via NOX. H2O2 either oxidizes thiols (SH-)
on the surface of T cells or enters inside T cells. Intracellularly, H2O2 either
oxidizes glutathione (GSH) or interferes with DNA synthesis. Activated
phagocytes and dendritic cells (DC) secrete cysteine (Cys) to the extracellular
space. Cys is taken up by T cells and converted to GSH. GSH keeps surface
thiols in a reduced state, neutralizes intracellular H2O2, and is required for
DNA synthesis. TCR-peptide-MHC interaction leads to the secretion of TRX
by T cells, DCs, and Treg cells. TRX helps to keep surface thiols in a reduced
state. Treg cells inhibit Cys release by DCs via CTLA-4/B7 interaction. Black
solid arrow indicates production, black dashed arrows indicate import/export,
green solid arrows indicate activation, red bar-headed lines indicate inhibition.
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1.4.2

ROS and T-cell apoptosis

Stimulation of activated T cells – T-cell blasts, as well as Jurkat T cells or other
T-cell lines, results in activation-induced cell death (AICD) (29). In this section, I
summarize the data describing the function of ROS in Jurkat T cells and T-cell blasts
(see also Table 1). While the majority of the data on ROS function during AICD have
been generated using Jurkat T cells, the results obtained from a transformed cell line
should be interpreted with caution. In fact, it is known that Jurkat T cells have
mutations in important genes involved in TCR signaling (104).
Jurkat T cells exhibit oxidation of the superoxide-sensitive dye luminol upon
PMA stimulation (105). In addition to PMA, luminol oxidation is induced by ConA,
PHA (105), and ligation of the death receptor Fas (106). PMA or PHA stimulation of
Jurkat T cells leads also to the oxidation of the ROS-sensitive dye 2',7'Dichlorofluorescein diacetate (DCFDA) (107, 108). Analysis of the molecular
mechanisms regulating ROS production showed that PMAxIono and CD3
stimulations induce DCFDA oxidation that is dependent on RAS signaling, in
particular on the RAS-like GTPase (RAL), and could be inhibited by RAS-related
protein 1 (RAP-1) (109). Studies from another group showed that PMAxIono- and
CD3-induced DCFDA oxidation, FasL upregulation, and cell death are dependent on
PKCθ and mitochondrial complex I (108, 110) (Fig. 1.10). CD3-induced (but not
PMA-induced) DCFDA oxidation is also dependent on ZAP-70, LAT, SLP-76, and
PLCγ-1 (110). In other studies, it has been shown that CD3 stimulation induces two
waves of DCFDA oxidation that depend on DUOX-1, as well as a wave of oxidation
of the superoxide-sensitive dye Dihydroethidium (DHE) (111, 112). The first wave of
DCFDA oxidation appears to be also dependent on LCK, ZAP-70, SLP-76, PLCγ-1,
IP3 receptor, and intracellular (but not extracellular) calcium (112) (Fig. 1.10).
CD3xCD28 stimulation also induces oxidation of the H2O2-sensitive mitochondriatargeted dye Dihydrorhodamine 123 (DHR) (113). Additionally, triggering of Fas
increases DHE but, surprisingly, decreases DCFDA oxidation (114). Moreover, FasL
induces oxidation of DHE, DHR, and HO-sensitive dye 3”-(p-hydroxyphenyl)
fluorescein (HPF) (115). Thus, triggering of the TCR or Fas in Jurkat T cells leads to
ROS production from various sources, such as DUOX-1 and mitochondria, via the
activation of different signaling cascades (Fig. 1.10).
35

While the Jurkat T-cell line was used in the studies described above, other
studies have employed human and murine T-cell blasts. CD3 stimulation of murine Tcell blasts induces Fas-dependent DCFDA oxidation by NOX-2-derived ROS (116)
(Fig. 1.10). Moreover, CD3 stimulation also induces transient DCFDA oxidation that
is not dependent on Fas or NOX-2 and Fas-dependent DHE oxidation that is not
mediated by NOX-2 (116), indicating that at least two more sources of ROS are
involved in AICD. CD3 stimulation of human T-cell blasts triggers MEK-dependent
oxidation of DHE and DCFDA (111, 117). Other studies have shown that CD3
stimulation of human T-cell blasts leads to DHE and DCFDA oxidation, FasL
expression, and cell death that all depend on mitochondrial complex I (108, 110,
118). Thus, in T-cell blasts, ligation of the TCR or Fas leads to ROS production via
NOX-2, mitochondria, and potentially other sources.
Different groups have studied the role of ROS in T-cell signaling and apoptosis
using RNA interference and knockout mice. It has been shown that CD3-induced
MEK and ERK activation are enhanced, whereas AKT activation is suppressed, in Tcell blasts from gp91phox-/- mice (116) (Fig. 1.10). However, it appears that apoptosis
of murine T-cell blasts in response to CD3 stimulation is not dependent on gp91phox
(119). Suppression of DUOX-1 with shRNA in Jurkat T cells leads to decreases in
calcium flux, in LCK, ZAP-70, and ERK phosphorylation, as well as in AP-1 and
NFAT activation, upon CD3 stimulation (112). Similarly, suppression of DUOX1 with
siRNA in human CD4+ T-cell blasts leads to decreases in CD3-induced ZAP-70,
PLCγ-1, and ERK phosphorylation, PLCγ-1, SHP-2, and GRB-2-Associated Binding
protein 2 (GAB-2) association with GRB-2, as well as in SHP-2 oxidation and
association with GAB-2 (112) (Fig. 1.10). Thus, both NOX-2 and DUOX-1-derived
ROS are involved in TCR-mediated signaling in T-cell blasts and Jurkat T cells.
In order to investigate the role of ROS in T-cell signaling and apoptosis, other
groups have used micromolar doses of H2O2. The majority of studies have been
performed in the Jurkat T-cell line. It has been shown that the addition of 30-50 μM
H2O2 enhances CD3xCD28-induced p38, JNK, and ERK activation (120, 121).
Moreover, 200 μM H2O2 induces MEK-dependent ERK activation, as well as SRCand calcium-dependent Ribosomal S6 Kinase (RSK) activation (122). Similarly, 1001000 μM H2O2 induces MEK and ERK activation, in a PLCγ-1- and calciumdependent manner (121). In addition, 400 μM H2O2 induces p38, JNK, and ERK
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activation in a SRC-dependent manner and inhibits the phosphatase activities of
CD45, SHP-1, and Hematopoiesis-speciﬁc Protein Tyrosine Phosphatase (HePTP)
(123). Interestingly, induction of ERK activation by H2O2 is dependent on PLCγ-1 and
PKC, whereas induction of p38 and JNK activation is not (123). 50-500 μM H2O2
induces NFkB and AP-1 (c-Jun) (but not NFAT) activation (124-126). Moreover,
same concentrations suppress NFAT activation upon PHAxPMA-stimulation (126).
Interestingly, 100 μM H2O2 enhances PDBU (phorbol dibutyrate)- or TNF-induced
activation of NFkB when added simultaneously, but suppresses it when added 20 or
3 hours before stimulation (127). 50-200 μM H2O2 induces calcium flux (125). Thus,
applications of exogenous H2O2 in micromolar range to Jurkat T cells induce calcium
flux and the activation of several signaling molecules (including p38, JNK, MEK,
ERK, PLCγ-1, PKC, and LCK) and transcription factors (including NFkB and AP-1).
Conversely, they suppress CD45, SHP-1, HePTP, and NFAT activation.
It has been additionally shown that exogenous H 2O2 may induce apoptosis in
Jurkat T cells. In fact, 500 μM H2O2 induces FasL expression via NFkB (128).
However, another report showed that the same concentration of H2O2 induces cell
death independently of FasL (108). Interestingly, sustained H2O2 release from
glucose oxidase in combination with ionomycin (but not each of the components
alone) induces both FasL expression and FasL-dependent cell death (108). Human T
cells seem to be much more sensitive to H2O2-induced apoptosis. However, it
strongly depends on the T-cell subset that has been used in the study. In fact, 5 μM
H2O2 induces apoptosis in human CD45RO+ Tmem, but not in CD45RA+ Tnai cells, via
mitochondrial depolarization and caspase activation (129). Similarly, human CD4+
CD45RA+ Tnai cells are more resistant to cell death induced by 5-20 μM H2O2 than
CD4+ CD45RA- Tmem cells (96). In contrast to conventional human T cells, Treg cells
have lower intracellular ROS levels, as measured with DCFDA, and are resistant to
H2O2-induced death (96). Moreover, 10 μM H2O2 does not affect Treg cell suppressive
capacity (96). Interestingly, 100 μM H2O2 completely eliminates human CD4+ T cells,
but has no effect on CD4+ T blasts (130).
Various antioxidant compounds and overexpression of antioxidant enzymes are
also used in order to understand the function of ROS in T-cell signaling and
apoptosis. Jurkat T cells were most commonly used in these studies as well.
Overexpression of PRX-2 leads to sustained MEK and ERK (but not JNK) activation
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upon CD3 stimulation (111). Overexpression of MnSOD increases general tyrosine
phosphorylation induced by CD3xCD28 stimulation, whereas overexpression of
CuZnSOD decreases it (131). Moreover, MnSOD, but not CuZnSOD, enhances
phosphorylation of JNK and p38 (131). NAC, Vitamin E, Butylated hydroxyanisole
(BHA) and Nordihydroguaiaretic acid (NDGA) block PMA- and TNF-induced NFkB
(but not AP-1) activation (124, 132). In another report, NAC, Vitamin E, and
overexpression of MnSOD reduce NFkB and AP-1 (but not NFAT) activation upon
PMAxIono stimulation (133, 134). Thus, various antioxidants exert diverse effects on
signaling molecules, due to their specificity for different reactive oxygen species and
distinct localization in the cell.
Antioxidants can also block AICD in Jurkat T cells. Indeed, dithiothreitol, NAC,
and overexpression of MnSOD prevent PMAxIono-induced FasL expression (108,
118, 128). Accordingly, MnSOD overexpression reduces PMAxIono-triggered
apoptosis (118). FasL upregulation upon CD3 stimulation is prevented by
glutathione, NAC, and dithiothreitol (108, 128) (Fig. 1.10). In agreement with these
observations, NAC diminishes CD3-induced cell death (108). Interestingly, only the
thiol antioxidants glutathione, NAC, and 2-mercaptopropionylglycine (but not MnSOD
overexpression, BHA, NDGA, Vitamin E analog Trolox, SOD mimetic MnTE-2-PyP,
xanthine oxidase inhibitor allopurinol, or cyclooxygenase inhibitor indomethacin)
reduce FasL-triggered apoptosis (115, 118, 135) (Fig. 1.10). Surprisingly, high GGT
expression increases susceptibility to Fas-induced apoptosis (136). Interestingly, T
cells targeted for apoptosis try to counteract the anti-apoptotic action of antioxidants.
Indeed, FasL triggers glutathione efflux via specific anion-exchange transporter, and
this is required for the activation of caspases and execution of the apoptotic program
(137). Moreover, Fas ligation induces preferential calcium-dependent caspasemediated degradation of MnSOD in mitochondria (114) (Fig. 1.10).
There is a limited amount of data on the effects of antioxidants on human T-cell
blasts. NAC and overexpression of PRX-2 lead to sustained MEK and ERK
phosphorylation but delayed AKT phosphorylation, upon CD3 stimulation (111).
Additionally, NAC diminishes CD3-induced general tyrosine phosphorylation (90).
Overexpression of CuZnSOD and MnSOD (but not catalase or TRX peroxidase)
abrogates CD3-induced FasL expression (117) (Fig. 1.10). FasL upregulation and
cell death upon CD3 stimulation are prevented by NAC (108, 118). Thus, FasL
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expression (most likely via NFkB) in Jurkat and T-cell blasts is triggered by
superoxide and can be prevented by overexpressing superoxide dismutase or by
thiol antioxidants, whereas apoptotic cascades downstream of Fas can be blocked
only by thiol antioxidants. Notably, Fas ligation triggers MnSOD degradation and
glutathione efflux from the cell.
In summary, it seems that several different sources of ROS are involved in
AICD of T cells (Fig. 1.10). First, H2O2 produced by DUOX-1 in response to depletion
of intracellular Ca2+ stores serves to amplify the initial T-cell receptor signaling,
creating a positive feedback loop that involves DUOX-1, LCK, and PLCγ-1. Next, O2•released from mitochondrial Complex I, downstream of DAG-dependent pathways,
participates in the activation of NFkB and in the expression of FasL. Finally, Fas
ligation activates NOX-2, which probably assists the execution of the apoptotic
program via H2O2-mediated activation of p38, JNK, and AKT. Moreover, intracellular
antioxidant glutathione interferes with FasL expression and caspase activation, thus
counteracting AICD (Fig.1.10).
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Figure 1.10 The role of ROS in T-cell apoptosis
TCR triggering leads to the activation of LCK, ZAP-70, LAT, and PLCγ-1.
PLCγ-1 converts PIP2 into IP3 and DAG. IP3 triggers its receptor (IP3R), thus
leading to the efflux of calcium from endoplasmic reticulum. Released calcium
activates DUOX-1, which is associated with IP3R. DUOX-1 produces H2O2
that oxidizes SHP-2 and leads to the formation of a SHP-2-GAB-2-GRB-2PLCγ-1 complex, as well as to the activation of LCK. Thus, positive feedback
loops involving DUOX-1, LCK, and PLCγ-1 are formed. DAG activates O2•production by mitochondrial complex I (CI), through RAS-MEK and PKCθ. O2•production leads to the activation of NFkB and expression of FasL. FasL
triggers Fas that leads to the activation of caspases and cell death. Caspases
selectively cleave MnSOD that converts part of O2•- into H2O2. Glutathione
(GSH) interferes with the activation of NFkB and caspases, but Fas triggers
GSH efflux from the cell. Additionally, Fas activates NOX-2. NOX-2 produces
H2O2 that enters the cell and activates JNK, p38, and AKT but inhibits MEK.
H2O2 is neutralized by PRX-2. Black solid arrows indicate production, black
dashed arrows indicate export/import, green solid arrows indicate activation,
red bar-headed lines indicate inhibition. Skull and bones indicate apoptosis.
40

Table 1. ROS and T-cell apoptosis
Cell
type
Jurkat
T cells

Stimulatory
agent
PMA, PHA,
ConA, FasL
PMA, PHA,
PMAxIono,
CD3
PMAxIono,
CD3
CD3

ROS dye/
antioxidant
Luminol

CD3, FasL

DHE

CD3xCD28,
FasL
FasL
CD3
CD3xCD28

DHR

CD3xCD28
PMA, TNF

CuZnSOD
NAC, Vitamin
E, BHA,
NDGA
DTT, NAC,
Vitamin E,
MnSOD
GSH, NAC,
DTT
GSH, NAC, 2MPG
DCFDA,
NAC, PRX-2

PMAxIono

CD3
CD3, FasL
Human
T-cell
blasts

CD3

ROS source

DCFDA

Ref.

ROS production

(105, 106)

ROS production

(107-109)

DCFDA

Mitochondria

ROS production

(108, 110)

DCFDA

DUOX-1

Calcium flux; activation of
LCK, ZAP-70, ERK, AP-1,
NFAT
ROS production

(111, 112)

HPF
PRX-2
MnSOD

DHE,
CuZnSOD,
MnSOD
DCFDA, DHE

Mitochondria

Mitochondria
Cytosol

ROS production

Mitochondria

CD3

DCFDA

DUOX-1

CD3, FasL

DCFDA

NOX-2

CD3

DCFDA

FasL

DHE

Other than
NOX-2
Other than
NOX-2

(111, 112,
114, 115)
(113, 115)

ROS production
Inhibition of MEK, ERK
Inhibition of tyrosine
phosphorylation, JNK, p38
Tyrosine phosphorylation
Activation of NFkB

(115)
(111)
(131)

Activation of NFkB, AP-1;
expression of FasL;
apoptosis
Expression of FasL

(108, 118,
128, 133,
134)
(108, 128)

Apoptosis

(108, 115,
118, 135)
(111)

ROS production; activation
of AKT; inhibition of MEK,
ERK
ROS production;
expression of FasL

NAC

Human
CD4+
T-cell
blasts
Murine
T-cell
blasts

Observed ROS effects

ROS production
Tyrosine phosphorylation;
expression of FasL;
apoptosis
ROS production; activation
of ZAP-70, PLCγ-1, ERK;
association of PLCγ-1,
SHP-2, GAB-2 and GRB-2
ROS production; activation
of MEK, ERK; inhibition of
AKT
ROS production
ROS production

(131)
(124, 132)

(117)

(108, 110,
118)
(90, 108,
118)
(112)

(116)

(116)
(116)
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1.4.3

ROS and T-cell activation

The role of ROS in T-cell activation, correlating with productive T-cell
responses, such as proliferation and differentiation, can be studied only in primary T
cells. T-cell blasts, as well as Jurkat T cells or other T-cell lines, are, on the contrary,
already activated cells, and will undergo AICD upon TCR stimulation (29). There is
evidence that primary human and murine T cells produce ROS upon stimulation with
different agents. However, it cannot be excluded that the detected ROS originate
from contaminating phagocytic cells, which are almost inevitably present in any
preparation of primary T cells. Phagocytes can be activated by various agents used
to stimulate T cells, for example by PMA or by anti-TCR antibodies via Fc receptors
(138). Ideally, the purity of T-cell preparation should be very high (>99%), and an
isotype-matched control antibody should be used to discriminate between the T cellderived ROS and the ROS of phagocytic origin. Unfortunately, these conditions have
been rarely met, if ever. Moreover, activated T cells can induce respiratory burst in
phagocytes by direct contacts (83). Thus, the detection of specific T cell-derived ROS
is a challenging task. In the following paragraph, I will describe the studies that
attempted to measure ROS production in human or murine primary T cells (see also
Table 2).
PMA or PHA stimulation of human T cells induces DCFDA oxidation (107, 139).
CD3 and especially CD28 stimulation induces DCFDA oxidation and decreases the
intracellular glutathione levels in human T cells (140). This ROS production is
mediated by 5-lipoxygenase (140) (Fig. 1.11). Human CD45RA+ Tnai cells induce
more DCFDA oxidation than CD45RO+ Tmem cells, upon CD3, CD28, and CD3xCD28
stimulation (141). Notably, CD45RO+ Tmem cells do not induce DCFDA oxidation upon
CD28 stimulation alone (141). CD3, CD28, PMA, and ionomycin induce DCFDA
oxidation in murine CD8+ T cells (139). CD3 stimulation of murine CD4+ T cells
induces p47phox-dependent DCFDA oxidation (142) (Fig. 1.11). Surprisingly,
CD3xCD28-induced oxidation of the chloromethyl DCFDA derivative (CM-DCFDA) is
enhanced in T cells from gp91phox-/- mice (119). CD3 or CD3xCD28 (but not CD28
alone) stimulation of murine CD4+ T cells induces oxidation of mitochondrial
reduction-oxidation sensitive Green Fluorescent Protein (mito-roGFP) that is
dependent on mitochondrial calcium uptake (143). Moreover, CD3xCD28 or
PMAxIono stimulation of murine CD4+ T cells induces oxidation of the mitochondria42

targeted superoxide-sensitive dye MitoSOX that is dependent on mitochondrial
Rieske Iron-sulfur Protein (RISP) (143) (Fig. 1.11). Chemokine (C-X-C Motif) Ligand
12 (CXCL-12) stimulation of murine CD4+ T cells induces CM-DCFDA oxidation that
is abrogated by catalase and is markedly reduced in aquaporin 3-deficient cells,
indicating the involvement of extracellular H2O2 (121). Collectively, the data reported
above suggest that triggering of the TCR, CD28, or CXCR-4 in primary T cells leads
to ROS production by 5-lipoxygenase, NOX-2, and mitochondria.
T cells from mice lacking components of NOX-2 could serve as a good model to
study the function of NOX-2-derived ROS in T-cell activation. Nevertheless, the
interpretation of the results obtained using this model should be taken with caution,
as phagocytes from these mice also lack NOX-2, and this may indirectly affect T-cell
functions. T cells from p47phox-/- mice have diminished expression of T-bet, Signal
Transducer and Activator of Transcription 1 (STAT-1), and STAT-4, reduced DNA
synthesis, and decreased production of IL-2, IL-4, IFNγ, TNFα, and GM-CSF, upon
CD3xCD28

stimulation

(142).

Additionally,

those

T

cells

have

increased

phosphorylation of STAT-3 and production of IL-10, IL-17, and TGFβ (142). CD4+ T
cells from gp91phox-/- mice produce less IL-4 and IL-5 but more IL-17 and IFNγ than
WT counterparts, upon CD3xCD28 stimulation (144) (Fig. 1.11). Moreover, they have
reduced GATA-3 expression and STAT-5 and STAT-6 phosphorylation, but
increased T-bet expression (144). Interestingly, they have no defect in CD25
expression or IL-2 production (144). Thus, NOX-2 is required for proper
differentiation and migration but not for the activation of primary murine T cells.
Another approach to elucidate the role of ROS in the activation of primary T
cells is the exogenous addition of H2O2 and the evaluation of its effects on T-cell
functions. 10 μM H2O2 reduce thapsigargin-triggered calcium flux in CD4+ human T
cells (130). However, 10-100 μM H2O2 induce CRAC channel-independent calcium
flux (130). 10-1000 μM H2O2 induce NFkB activation in human CD45RA+ Tnai cells
stronger than in CD45RO+ Tmem cells (145). Nevertheless, another study showed that
25-100 μM H2O2 suppress CD3-induced NFkB activation in human T cells (146). High
concentrations (≥30 μM) of H2O2 inhibit ConA-stimulated DNA synthesis in murine T
cells, whereas low concentrations (3-10 μM) augment it (147). Furthermore, 100 μM
H2O2 reduce IL-2 production by CD3xCD28-stimulated CD4+ human T cells (130).
100 μM H2O2 induce ITK and Cell Division Cycle protein 42 (CDC-42) activation in
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murine CD4+ T cells (148). Moreover, CXCL-12-induced activation of CDC-42 and
ITK, polymerization of actin, and migration of murine CD4+ T cells are reduced in
aquaporin 3-deficient cells but are reconstituted upon the addition of 100 μM H2O2
(148). In summary, the effects of exogenous H2O2 on primary T cells strongly depend
on H2O2 concentration and are rather contradictory, which might be due to nonphysiological nature of such stimuli and to the experimental conditions used in these
studies.
Another alternative approach that has been used to understand the functional
importance of ROS in primary T-cell activation is based on the addition of
antioxidants. NDGA inhibits IL-2 production by PHA-stimulated human T cells (149).
On the other side, BHA blocks DNA synthesis and CD25 expression (but not IL-2
production) in murine T cells stimulated with PMAxIono (150). IL-2R expression by
murine T cells upon stimulation with ConA or PMAxA23187 (calcium ionophore) is
suppressed by NDGA and BHA (151). Vitamin E suppresses IL-4 production in
PMAxIono- or CD3xCD28-stimulated human T cells (133). Mitochondria-targeted
vitamin E abrogates CD3xCD28- or PMAxIono-induced IL-2 production in murine
CD4+ T cells (143). The NAC and NOX-2 inhibitor apocynin reduces STAT-5
phosphorylation in murine CD4+ T cells upon CD3xCD28-stimulation to the levels
observed in gp91phox-/- mice (144). Catalase suppresses CXCL-12-induced activation
of CDC-42 and ITK, polymerization of actin, and migration of murine CD4+ T cells
(148). It seems that antioxidants that inhibit lipid peroxidation and/or lipoxygenase
activity (such as NDGA, BHA, Vitamin E, and Mitovitamin E) can interfere with CD25
expression, cytokine production, and DNA synthesis in primary T cells (Fig. 1.11).
Therefore, it is likely that the reduction in the synthesis of leukotrienes
(proinflammatory molecules downstream of lipoxygenase), rather than the reduction
in ROS levels, could be the reason for the impairment of T-cell activation by those
antioxidants.
Signaling ROS exert their function by interacting with particular cysteine
residues, thus modulating protein functions. Stimulation of murine CD8 + T cells with
CD3xCD28 or PMAxIono induces protein sulfenylation (as assessed by the
dimedone method (152)) that could be reduced by NAC (139). It has been shown
that SHP-1 and SHP-2 are transiently sulfenylated (139). Moreover, it has been
shown that dimedone binding to sulfenic acids interferes with CD3xCD28- or
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PMAxIono-induced proliferation of murine CD4+ and CD8+ T cells, but only if
dimedone is continuously present in the medium (139). Dimedone also interferes with
PMAxIono-induced calcium flux, ERK phosphorylation, protein and DNA synthesis,
and cell growth, but not p38 or JNK phosphorylation or cell viability, in murine CD8 + T
cells (139). Thus, sulfenylation is likely involved in a wide range of processes within T
cells.
Collectively, it seems that ROS produced by NOX-2 are involved in
differentiation and migration of T cells, but not in the initial phases of T-cell activation.
The functional importance of ROS from other sources, such as mitochondria, is not
yet clear. Moreover, a possibility remains that even NOX-2-derived ROS are
produced by surrounding phagocytic cells and not by T cells themselves.
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Figure 1.11 The role of ROS in T-cell activation
The ligation of CD28 leads to the activation of the lipoxygenase pathway
(LOX). This enhances the expression of CD25, IL-2, and IL-4. The triggering
of TCR leads to O2•- production by mitochondrial complex III (CIII). Whether
this superoxide has any function is not clear. Additionally, the ligation of TCR
or CXCR-4 leads to the activation of NOX-2. NOX-2 produces H2O2 that
enters the cell predominantly via aquaporin channels (AQP). Inside the cell,
H2O2 activates CDC-42, ITK, GATA-3, and STAT-6, but inhibits STAT-3.
Activated CDC-42 initiates actin polymerization and cell migration. ITK is
involved in multiple processes. GATA-3 and STAT-6 direct T-cell
differentiation towards Th2 phenotype and production of IL-4 and IL-5. STAT-3
leads to Th17 differentiation and IL-17 production. Black dashed arrow
indicates import, green solid arrows indicate activation, red bar-headed line
indicates inhibition.
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Table 2. ROS and T-cell activation
Cell
type
Human
T cells

Murine
T cells

Murine
CD4+
T cells

Murine
CD8+
T cells

Stimulatory
agent
PMA, PHA,
CD3, CD28,
CD3xCD28
CD28, CD3
PHA
PMAxIono,
CD3xCD28
ConA,
PMAxIono,
PMAxA23187
CD3xCD28

ROS dye/
antioxidant
DCFDA

ROS source

Observed ROS effects

Ref.

ROS production

(107, 139,
141)

DCFDA
NDGA
Vitamin E

Lipoxygenase
Lipoxygenase?
Lipoxygenase?

ROS production
IL-2 production
IL-4 production

(140)
(149)
(133)

NDGA, BHA

Lipoxygenase?

DNA synthesis; IL-2R
(CD25) expression

(150, 151)

CM-DCFDA

Other than
NOX-2
NOX-2

ROS production

(119)

CD3,
CD3xCD28

DCFDA

ROS production;
activation of T-bet,
STAT-1, STAT-4; DNA
synthesis; production of
IL-2, IL-4, IFNγ, TNFα,
GM-CSF; inhibition of
STAT-3, IL-10, Il-17,
TGFβ
Activation of GATA-3,
STAT-5, STAT-6;
production of IL-4, IL-5;
inhibition of T-bet, IL-17,
IFNγ
ROS production

(142)

CD3xCD28

Apocynin,
NAC

NOX-2

CD3,
CD3xCD28,
PMAxIono
CD3xCD28,
PMAxIono

Mito-roGFP,
MitoSOX

Mitochondria

Mitovitamin E

CXCL-12

CM-DCFDA,
catalase

Mitochondria
or
lipoxygenase?
Extracellular

IL-2 production

(143)

ROS production;
activation of CDC-42,
ITK; polymerization of
actin; migration
ROS production

(148)

CD3, CD28,
PMA,
ionomycin

DCFDA

(144)

(143)

(139)
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1.5

Mitochondria and T-cell activation

Despite the widespread idea that, upon activation, T cells switch from
mitochondrial respiration and fatty acid oxidation to aerobic glycolysis (153, 154), it
has been recently shown that CD4+ T cells can use both metabolic pathways for
proliferation (143, 155), although it appears that glycolysis is required mainly for T eff
cell function (155). While Th cells depend on glycolysis, Treg cells require
mitochondrial lipid oxidation (156). Interestingly, CD8+ Tmem cells have more
mitochondria than Teff cells and depend on fatty acid oxidation (157, 158). Thus,
mitochondrial metabolism is essential for Tmem and Treg cell function.
Several mitochondrial processes participate in the activation of T cells. First of
all, mitochondrial ATP production is required for CD25 and CD44 expression and
initial proliferation of murine CD4+ T cells (155) (Fig.1.12). In addition, calcium
buffering by mitochondria is necessary for sustained CRAC-mediated calcium flux
and NFAT activation in Jurkat T cells (113, 159, 160). To mediate efficient calcium
uptake, mitochondria translocate to the immunological synapse (161-164). Thus,
mitochondrial ATP production and calcium buffering are required for T-cell activation.
Both ATP synthesis and calcium uptake are powered by mitochondrial
membrane potential (MMP) (165, 166) (Fig.1.12). Murine CD8+ T cells, activated in
vivo by lymphocytic choriomeningitis virus (LCMV), have elevated MMP, which then
decreases during the contraction phase of the immune response (167). Mitochondrial
biogenesis and MMP increase after stimulation of murine T cells (168). Interestingly,
in human CD4+ T cells, MMP drops immediately after stimulation, but is required for
IL-2 expression (113). Thus, MMP seems to be proportional to the activation state of
T cells, at least in mice.
MMP is maintained by the activity of the ETC, which consists of complexes I-IV.
Mitochondrial complex I is required for CD95L expression and AICD in Jurkat T cells
and human T-cell blasts (110) and also for ERK phosphorylation, CD69 expression,
proliferation, and TNFα production in murine CD8+ T cells (169), as well as for IL-2
and IL-4 production in human T cells (113, 134). The mitochondrial complex III
subunit RISP is required for NFAT (but, surprisingly, not for ERK or for NFkB)
activation, CD25 and CD69 expression, and IL-2 production in murine CD4+ T cells,
as well as in vivo antigen-specific expansion of CD4+ and CD8+ T cells (143). Specific
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involvement of complex III in the activation of NFAT suggests that MMP-dependent
calcium buffering is the primary function of mitochondria in T-cell activation. Thus,
ETC complexes I and III have been shown to be required for T-cell activation,
proliferation, and cytokine production, as well as for AICD.
In conclusion, MMP seems to correlate with the state of T-cell activation.
Indeed, MMP is required for mitochondrial ATP synthesis and calcium buffering –
processes that were shown to be essential for the activation of T cells. Moreover,
disruption of MMP by inhibition or by knockout of ETC complexes I or III leads to
severe defects in T-cell activation, proliferation, cytokine production, and AICD.
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Figure 1.12 The role of mitochondria in T-cell activation
The triggering of the TCR leads to an increase in the activity of mitochondrial
ETC, which pumps protons (H+) across the inner mitochondrial membrane,
creating MMP. ETC is fueled mainly by the catabolism of fatty acids (FA). TCR
ligation also activates PLCγ-1, which generates IP3 from PIP2. IP3 triggers its
receptor on endoplasmic reticulum, leading to the release of Ca2+. This event
activates CRAC, resulting in the influx of extracellular Ca2+. Mitochondria
scavenge Ca2+ with mitochondrial calcium uniporter (MCU), which is powered
by MMP. Ca2+ is then slowly released, allowing the sustained activation of
NFAT via calcineurin. NFAT activation leads to the expression of IL-2. MMP
also fuels mitochondrial ATP synthase. Mitochondria-derived ATP is required
for the expression of CD25 and CD44. Black solid arrows indicate production,
black dashed arrows indicate import/export, green solid arrows indicate
activation.
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1.6

The aim of this work

Investigations on the role of ROS in T cells have an almost 30-year-long history
(98, 100, 107, 147, 150). It has been shown that phagocytic cells can induce
oxidative stress in T cells, leading to unresponsiveness, but also that dendritic cells
can secrete antioxidant precursors to help T-cell proliferation (see section 1.4.1). It
has been additionally shown that the re-stimulation of previously activated T cells,
such as T-cell blasts and Jurkat T cells, triggers ROS production that leads to death
receptor upregulation and activation-induced cell death (see section 1.4.2). However,
studies investigating the function of ROS in the activation of primary T cells are
limited (see section 1.4.3). There is especially a profound lack of knowledge about
the role of ROS in the activation of human primary T cells, the most relevant cell
target for clinical applications.
Another important issue to take into account is the agent used for stimulation.
Many studies employed relatively non-specific and/or artificial substances, such as
Concanavalin A, PHA, PMA, or ionomycin, which complicate the interpretation of the
results. Even in cases where stimulation with CD3 and CD28 antibodies was used,
they were often added in solution, not immobilized on plates or microbeads. It has
been recently shown that soluble stimulation leads to T-cell unresponsiveness,
whereas stimulation with immobilized antibodies results in T-cell activation (170,
171). Thus, it is important to study the function of ROS under stimulation conditions
correlating with productive T-cell responses, such as proliferation. Finally, it also has
to be considered that phagocytic cells are almost inevitably present in T-cell
preparations from human peripheral blood. These cells can be activated by anti-TCR
antibodies through Fc receptors (138). Therefore, to differentiate between ROS
produced by T cells and those released by phagocytes, isotype control antibodies
have to be used in each experiment. This has almost never been done.
When antioxidants are used to assess the role of ROS in T-cell activation, it is
important to choose substances with minimal off-target effects. For example, most
antioxidants that were shown to affect the activation of T cells are also inhibitors of
the lipoxygenase pathway – a pathway crucial for the synthesis of proinflammatory
leukotrienes (see section 1.4.3) – and hence may modulate T-cell function in an
oxidation-independent manner. Therefore, natural and more specific antioxidants,
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such as superoxide dismutase, catalase, and ascorbate, are a better choice to
elucidate the importance of ROS in T cells. Mice with the specific knockouts of ROSproducing enzymes, such as gp91phox-/- mice, are also excellent tools. However, it is
not possible to perform a specific knockdown in human T cells without inducing
cellular stress, which will inevitably lead to stress-mediated ROS generation.
Based upon these concerns, the aim of this work was to elucidate the
involvement of ROS in the activation, proliferation, and differentiation of T cells under
conditions that mimic physiological settings as closely as currently possible. To avoid
the problems described above, I have measured ROS production in primary human
and mouse T lymphocytes upon stimulation with CD3 and CD28 monoclonal
antibodies immobilized on microbeads and used isotype-coated beads as control.
Next, I have investigated the effects of superoxide dismutase, catalase, and
ascorbate on the activation, proliferation, and cytokine profile of primary human T
cells. Finally, I have characterized primary T cells from gp91phox-/- mice to assess
whether NOX-2-derived ROS play any role in the activation of T cells. I have found
that primary T cells produce extracellular superoxide via NOX-2 upon TCR
stimulation, but this superoxide is not required for T-cell activation, proliferation, and
differentiation.
Mitochondria have been implicated in T-cell activation, proliferation, cytokine
production, and AICD (see section 1.5). Fatty acid catabolism, ATP synthesis,
calcium uptake, and ROS production have been proposed to participate in these
processes. However, it is not clear which mitochondrial function plays the major role.
Again, very little is known about the involvement of mitochondria in the activation of
human primary T cells. Therefore, in the second part of this work, I have studied the
effects of various mitochondrial inhibitors on signaling, expression of activation
markers and ROS production in primary human T cells. I have found that
mitochondrial membrane potential, but not mitochondria-derived ROS or ATP, is
crucial for the activation of primary human T cells.
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2

Results

2.1

Measurements of TCR-triggered ROS

There are few studies investigating ROS production in primary T cells,
especially in human primary T cells. Moreover, the majority of those studies have
employed non-physiological types of stimulation, such as PMA and ionomycin or
CD3 and CD28 antibodies added in solution, which lead to T-cell hyperactivation or
unresponsiveness (170), respectively. In addition, many studies have not
discriminated between the T cell-derived ROS and the ROS generated by phagocytic
cells. In fact, phagocytes are usually present in preparations of primary T cells and
can be easily activated by the same stimulatory agents.
Based upon these concerns, the goal of the first part of my work was to
measure ROS production specifically in primary T cells using more physiological
stimulation. To this aim, I have measured ROS production in primary human and
mouse T lymphocytes upon stimulation with CD3 and CD28 monoclonal antibodies
immobilized on microbeads, and I have used isotype-coated beads as control.

2.1.1

Phagocytes interfere with ROS measurements in primary T-cell

cultures
Firstly, I have decided to measure ROS production in primary human T cells
with the most commonly used ROS-sensitive fluorescent indicator – DCFDA.
Peripheral blood T cells were isolated from healthy volunteers by negative magnetic
sorting to avoid the preactivation of the cells. Subsequently, the cells were loaded
with DCFDA and stimulated with anti-CD3 and anti-CD28 monoclonal antibodies
(mAbs) immobilized on microbeads (CD3xCD28) to mimic a physiological stimulation
(170). At 15 and 30 minutes after stimulation, the cells were diluted in ice-cold PBS,
to terminate the stimulation, and were analyzed by flow cytometry, gating on
lymphocytes according to their physical parameters (on the FSC-SSC dot plot). I
have detected a moderate increase in the fluorescence of the dye upon CD3xCD28
stimulation (Fig. 2.1 A). However, the oxidation of the dye induced by microbeads
coated with the isotype control antibodies was identical to that observed upon
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CD3xCD28 stimulation. Therefore, I concluded that the ROS production was
triggered in a TCR-independent fashion.
Microbeads coated with immunoglobulins mimic opsonized pathogens and thus
may activate phagocytic cells via Fc receptors (138, 172). I have indeed identified a
small percentage of CD14+ and CD16+ (the markers for monocytes and neutrophils)
cells in my T-cell preparations (Fig. 2.1 B). If ROS detectable with DCFDA are
produced by phagocytic cells present in T-cell preparations, then I should have
observed more dye oxidation in cell cultures enriched in phagocytes, such as
peripheral blood mononuclear cells (PBMCs). Indeed, as shown in Fig. 2.1 C,
lymphocytes gated within isolated PBMCs exhibit very strong DCFDA oxidation upon
stimulation with microbeads coated with either anti-CD3 and anti-CD28 mAbs or the
isotype controls. Conversely, no detectable ROS production is observed upon
stimulation of in vitro expanded T-cell blasts or Jurkat T cells, which do not contain
contaminating phagocytic cells (Fig. 2.1 C). Interestingly, when PBMCs are
stimulated with beads not coupled to antibodies, the increase in DCFDA oxidation
within lymphocytes is much weaker (Fig. 2.1 D). This implies that ROS production is
indeed triggered mostly by Fc receptor-mediated phagocyte activation.
From these experiments, I have concluded that the employed method is not
suitable to detect ROS upon TCR triggering in primary cultures of human T cells.
Even if T cells produce very low amounts of ROS, these cannot be detected, as they
are masked by ROS from phagocytic cells. Therefore, a more sensitive method to
detect ROS is required to address the question of whether T cells produce ROS upon
TCR triggering. Moreover, it is known that DCFDA has low sensitivity for superoxide
(O2•-) (173). Therefore, even if O2•- is the main reactive species produced by T cells in
response to TCR stimulation, it is not detectable by DCFDA.
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Figure 2.1 Phagocytes interfere with ROS measurements in primary Tcell cultures
In (A), (C) and (D), the cells were loaded with DCFDA and stimulated with the
indicated antibodies. DCFDA fluorescence was measured by FACS upon setting a
gate on lymphocytes according to their physical parameters (on the FSC-SSC dot
plot). The values indicate the increase in the mean fluorescence intensity in the
stimulated vs. unstimulated samples. P values were determined by two-tailed
Student’s t test (*P < 0.05, **P < 0.01, ***P < 0.001).
(A)
(B)
(C)

(D)

Primary human T cells were stimulated with CD3xCD28- or isotype-coated
microbeads for 15 min (n=3) or 30 min (n=15).
A preparation of primary human T cells was stained with the indicated
fluorescently labeled antibodies and analyzed by FACS (n=3).
Primary human T cells (n=15), PBMCs (n=4), Jurkat T cells (n=7), or human Tcell blasts (n=5) were stimulated with CD3xCD28- or isotype-coated
microbeads for 30 min.
PBMCs were stimulated with uncoated or isotype-coated microbeads for 30
min (n=3).
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2.1.2

TCR stimulation induces the extracellular release of superoxide in

primary human T cells
In order to shed more light onto ROS production in T cells, I have decided to
use the luminol-based assay Diogenes, which predominantly detects O2•-. In line with
the DCFDA measurements, I have detected some oxidation of luminol upon the
addition of isotype-coated microbeads to T-cell preparations, likely indicating O2•production by contaminating phagocytic cells (Fig. 2.2 A). However, CD3xCD28coated microbeads induce the significantly stronger oxidation of luminol (Fig. 2.2 A).
When the data are presented as the ratio of the oxidation induced by CD3xCD28 vs.
the oxidation induced by isotype controls, the specific increase in O2•- production by
CD3xCD28-stimulated T cells becomes even more clear (Fig. 2.2 B). The peak
(about 35% increase over the isotype controls) in the TCR-specific O2•- production
occurs 10 min after TCR-triggering, whereas ROS levels decrease gradually
afterwards.
The superoxide-neutralizing enzyme superoxide dismutase (SOD), but not the
hydrogen peroxide-neutralizing enzyme catalase, prevents the luminol oxidation,
indicating that the detected reactive species is indeed O2•- (Fig. 2.2 C). These results
also suggest that O2•- is released into the extracellular space, as SOD is membraneimpermeable. Interestingly, there is no detectable extracellular O2•- production upon
CD3xCD28 stimulation of human T-cell blasts and Jurkat T cells (data not shown).
On the contrary, PBMCs, which contain phagocytic cells, induce very strong O2•production (Fig. 2.2 D). In summary, my data show that primary human T cells
produce O2•- upon TCR stimulation and release it into the extracellular space.
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Figure 2.2 TCR stimulation induces the extracellular release of
superoxide in primary human T cells
O2•- levels were measured using the Diogenes assay. P values were
determined by two-tailed Student’s t test (*P < 0.05, **P < 0.01, ***P < 0.001).
(A) Primary human T cells were stimulated with CD3xCD28- or isotype-coated
microbeads (n=16). The values indicate the increase in luminescence in the
bead-stimulated samples relative to the unstimulated samples.
(B) Primary human T cells were stimulated with CD3xCD28- or isotype-coated
microbeads (n=16). The values indicate the increase in luminescence in the
CD3xCD28-stimulated samples relative to the isotype-stimulated samples.
(C) Primary human T cells were stimulated for 10 min with CD3xCD28-coated
microbeads alone or in the presence of SOD or catalase (n=4). The values
indicate the luminescence signal normalized to the stimulated control.
(D) Primary human T cells or PBMCs were stimulated with CD3xCD28-coated
microbeads (n=2). The values indicate the increase in luminescence in the
CD3xCD28-stimulated samples relative to the unstimulated samples.
57

2.2
The function of extracellular superoxide in T-cell
activation
Most of the antioxidants used in many studies are also inhibitors of leukotriene
production and hence may modulate T-cell activation in a ROS-independent manner.
Based upon this concern, the goal of this part of the work was to elucidate the
function of ROS in primary T cells using natural antioxidants and specific knockouts.
To this aim, I have investigated the effects of SOD, catalase, and ascorbate on the
activation, proliferation, and cytokine profile of primary human T cells upon
stimulation with CD3xCD28-coated microbeads. I have also analyzed primary T cells
from gp91phox-/- mice to assess whether NOX-2-derived ROS play any role in the
activation of T cells.

2.2.1

Natural antioxidants efficiently neutralize extracellular ROS

In the previous part, I have shown that the main detectable reactive species
produced by T cells upon TCR triggering is O2•-. Moreover, I have shown that
extracellular O2•- can be neutralized by the addition of SOD (Fig. 2.2 C). This allowed
me to investigate its functional role in T cells, using SOD as a tool. Two additional
natural antioxidants were also tested – ascorbate and glutathione. Ascorbate is as
efficient as SOD, whereas glutathione is two-fold less efficient (scavenging only half
of inducible O2•-) (Fig. 2.3 A). Therefore, glutathione was not further used in my
studies. As O2•- can naturally dismutate to hydrogen peroxide (H2O2), which
potentially can also affect T cells, I have included samples treated with catalase in
the functional assays. The efficiency of catalase in removing H2O2 is confirmed using
DCFDA (Fig. 2.3 B), as the Diogenes detects almost exclusively O2•-. SOD,
ascorbate, and catalase are essential parts of the cell-intrinsic antioxidant defense
system and therefore can be used for functional assays without inducing off-target
effects.
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Figure 2.3 Natural antioxidants efficiently neutralize extracellular ROS
(A) Primary human T cells were stimulated for 10 min with CD3xCD28-coated
microbeads alone or in the presence of ascorbate or glutathione (n=4). O2•was measured using the Diogenes assay. The values indicate the
luminescence intensities normalized to the stimulated control. P values were
determined by two-tailed Student’s t test (*P < 0.05, **P < 0.01, ***P < 0.001).
(B) Primary human T cells were loaded with DCFDA and stimulated for 30 min
with 100 μM H2O2 alone or in the presence of catalase (n=3). DCFDA
fluorescence was measured by FACS. The values indicate the mean
fluorescence intensities normalized to the stimulated control. P values were
determined by two-tailed Student’s t test (*P < 0.05, **P < 0.01, ***P < 0.001).
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2.2.2

Extracellular superoxide is not required for T-cell activation,

proliferation, and cytokine production
In the previous section, I have shown that SOD, ascorbate, and catalase can be
used to remove extracellular O2•- and hence to assess its importance for T-cell
activation. To investigate the role of extracellular O2•- in T cells, I have first stimulated
primary human T cells with CD3xCD28-coated microbeads for 16 hours in the
presence of the antioxidants and assessed T-cell activation by FACS, using
fluorescently labeled antibodies against surface activation markers (Fig. 2.4 A). To
my surprise, the addition of SOD, ascorbate, or catalase had no major effect either
on the expression of CD25 and CD69 (Fig. 2.4 B) or on the percentage of
CD25+CD69+ cells (Fig. 2.4 C).
Next, I have investigated proliferation of CD3xCD28-stimulated human T cells in
the presence of SOD, ascorbate, and catalase using a CFSE dilution assay (Fig. 2.5
A). Consistent with the results presented above, I have observed normal percentages
of the proliferating cells 3 days after the stimulation in the presence of the
antioxidants (Fig. 2.5 B).
I have then decided to investigate if extracellular O2•- is involved in the
regulation of CD4+ T-cell differentiation. To this aim, I have stimulated human CD4+
Tnai cells with CD3xCD28-coated microbeads in the presence of the antioxidants and
measured the concentrations of various cytokines in the supernatants after 48 hours,
using the Bio-Plex system. No significant differences were observed between the
samples (Fig. 2.6).
Overall, these data demonstrate that in human T cells extracellular O2•- is
dispensable for activation, proliferation, and cytokine production.
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Figure 2.4 Extracellular superoxide is not required for the activation of
human T cells
(A) Primary human T cells were stimulated with CD3xCD28-coated microbeads
alone or in the presence of either SOD, catalase, or ascorbate (n=3). After 16
hours, the cells were stained with CD25-FITC and CD69-PE mAbs and
analyzed by FACS.
(B) Quantification of (A). The values indicate the mean fluorescence intensities of
CD25 and CD69 staining normalized to the stimulated control. P values were
determined by two-tailed Student’s t test (*P < 0.05, **P < 0.01, ***P < 0.001).
(C) Quantification of (A). The values indicate the percentages of CD25 +CD69+
cells normalized to the stimulated control. P values were determined by twotailed Student’s t test (*P < 0.05, **P < 0.01, ***P < 0.001).
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Figure 2.5 Extracellular superoxide is not required for the proliferation of
human T cells
(A) Primary human T cells were loaded with CFSE and stimulated with
CD3xCD28-coated microbeads alone or in the presence of either SOD,
catalase, or ascorbate (n=3). After 72 hours, the CFSE dilution was analyzed
by FACS.
(B) Quantification of (A). The values indicate the percentages of the proliferating
cells normalized to the stimulated control. P values were determined by twotailed Student’s t test (*P < 0.05, **P < 0.01, ***P < 0.001).
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Figure 2.6 Extracellular superoxide is not required for cytokine production
by human CD4+ T cells
Human CD4+ Tnai cells were stimulated with CD3xCD28-coated microbeads
alone or in the presence of either SOD, catalase, or ascorbate (n=3). After 48 hours,
supernatants were collected. The cytokine concentrations were measured using the
Bio-Plex Pro assay. The values indicate the cytokine concentrations normalized to
the stimulated controls. P values were determined by two-tailed Student’s t test
(*P < 0.05, **P < 0.01, ***P < 0.001).
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2.3

The role of NOX-2 in T cells

2.3.1

TCR-triggered superoxide production is mediated by NOX-2 in

primary T cells
I have shown that primary T cells produce extracellular O2•- upon TCR
stimulation. One of the most-well described sources of inducible O2•- production is the
phagocytic NADPH oxidase 2 (NOX-2). Remarkably, NOX-2 has been shown to be
expressed in human and murine T-cell blasts (116, 119). I have decided to use T
cells from NOX-2-deficient mice (gp91phox-/-) to investigate whether NOX-2 is the
source of the TCR-triggered O2•- production. Splenic T cells from wild type (WT) mice
produce O2•- upon the CD3xCD28 microbead stimulation, similarly to the human T
cells albeit with faster kinetics (Fig. 2.7 A). On the contrary, T cells from gp91phox-/mice show no inducible O2•- production upon TCR stimulation (Fig. 2.7 A). Moreover,
isotype-coated microbeads induce O2•- production in WT but not in gp91phox-/- cells,
thus confirming my hypothesis that phagocytic cells produce ROS upon antibody
stimulation (Fig. 2.7 B). Therefore, these data demonstrate that NOX-2 is indeed
activated upon TCR triggering in primary T cells and that NOX-2 is responsible for
the rapid generation of O2•-.
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Figure 2.7 TCR-triggered superoxide production is mediated by NOX-2 in
primary T cells
(A and B) Splenic T cells from either WT (n=6) or gp91phox-/- (n=12) mice were
stimulated with CD3xCD28- or isotype-coated microbeads. O2•- was measured using
the Diogenes assay at 5 min intervals. P values were determined by two-tailed
Student’s t test (*P < 0.05, **P < 0.01, ***P < 0.001).
(A) The values indicate the increase in luminescence intensity in the CD3xCD28relative to the isotype-stimulated samples.
(B) The values indicate the increase in luminescence intensity in the beadstimulated samples relative to the unstimulated samples.
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2.3.2

NOX-2 deficiency does not affect T-cell activation and proliferation

To assess the importance of NOX-2 in T-cell functions, I have compared the
activation and proliferation of gp91phox-/- and WT T cells upon CD3xCD28 microbead
stimulation. In line with my observations of human T cells treated with antioxidants
(Fig. 2.4, Fig. 2.5), the upregulation of the activation markers CD69 and CD25 (Fig.
2.8 A, B), the percentage of CD69+CD25+ cells (Fig. 2.8 A, C), and proliferation (Fig.
2.9) are not affected in the T cells from gp91phox-/- mice. Altogether, my data suggest
that TCR-triggered extracellular O2•- production via NOX-2 is dispensable for the
activation of primary T cells.
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Figure 2.8 NOX-2 is not required T-cell activation
(A) Splenic T cells from WT (n=2) or gp91phox-/- (n=4) mice were stimulated with
CD3xCD28-coated microbeads. After 16 hours, cells were stained with CD25FITC and CD69-PE mAbs and analyzed by FACS.
(B) Quantification of (A). The values indicate the mean fluorescence intensities. P
values were determined by two-tailed Student’s t test (*P < 0.05, **P < 0.01,
***P < 0.001).
(C) Quantification of (A). The values indicate the percentages of CD69 +CD25+
cells. P values were determined by two-tailed Student’s t test (*P < 0.05,
**P < 0.01, ***P < 0.001).

Figure 2.9 NOX-2 is not required for T-cell proliferation
(A) Splenic T cells from WT (n=4) or gp91phox-/- (n=8) mice were loaded with CFSE
and stimulated with CD3xCD28-coated microbeads. After 72 hours, the CFSE
dilution was analyzed by FACS.
(B) Quantification of (A). The values indicate the percentages of the proliferating
cells. P values were determined by two-tailed Student’s t test (*P < 0.05,
**P < 0.01, ***P < 0.001).
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2.4

The role of mitochondria in T-cell activation

Mitochondria have been implicated in T-cell activation, proliferation, cytokine
production, and AICD, but little is known about the role of mitochondria in human
primary T cells. Fatty acid catabolism, ATP synthesis, calcium uptake, and ROS
production are among the mitochondrial processes that have been proposed to
participate in T-cell functions. Accordingly, the goal of this part of the work was to
identify the mitochondrial process that plays the key role in T-cell activation. To this
aim, I have studied the effects of various mitochondrial inhibitors on signaling,
expression of activation markers, and ROS production in primary human T cells.

2.4.1

Flavin-containing proteins are crucial for T-cell activation

Since the discovery that diphenyleneiodonium (DPI), a flavin-domain inhibitor, is
able to inhibit phagocytic NADPH oxidase (174), it has been often used to study the
involvement of NADPH oxidases in various cell processes (175-177). In particular, by
using DPI, it has been suggested that T cells require NADPH oxidase-generated
ROS for proper signaling (117). However, in the previous section, I have shown that
NOX-2 is dispensable for T-cell activation and proliferation. Therefore, I was
interested to investigate whether DPI can still affect activation of NOX-2-deficient
mice by other mechanisms. To this aim, I have compared T-cell activation in WT and
gp91phox-/- mice in the presence of DPI. I have found that DPI strongly affects the
expression of both CD69 and CD25 activation markers in primary T cells from both
WT and NOX-2-knockout mice (Fig. 2.10). These data indicate that the effect of DPI
on T-cell activation is NOX-2-independent.
DPI is a general inhibitor of flavin-containing proteins, which include but are not
limited

to

cytochrome

b5

(methemoglobin),

methylenetetrahydrofolate,

and

thioredoxin reductases; D-amino acid, monoamine, xantine, and NADPH oxidases;
Acyl CoA, butyryl CoA, dihydrolipoamide, NADH, and succinate dehydrogenases.
NADH dehydrogenase (ubiquinone) and succinate dehydrogenase are also
called mitochondrial electron transport chain (ETC) Complexes I and II, respectively.
However, it has been shown that DPI selectively inhibits Complex I but not II (178181). By blocking Complex I, DPI decreases electron flow through the ETC and
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hence affects the generation and maintenance of mitochondrial membrane potential
(MMP) (182). There are two major processes dependent on MMP: mitochondrial ATP
production (oxidative phosphorylation) and mitochondrial calcium uptake (165, 166).
The latter is especially important in case of T cells, as it has been shown to be
necessary for sustained CRAC-mediated calcium influx and NFAT activation in Jurkat
T cells (159, 160). Therefore, I have hypothesized that DPI may affect T-cell
activation by disrupting these mitochondrial processes, rather than by blocking NOX2-dependent ROS production.
Indeed, I have found that DPI can dramatically affect primary human T cells. It
decreases the phosphorylation of Zap70, PLCγ, LAT, and ERK (Fig. 2.11 A) and
CD69 and CD25 expression (Fig. 2.11 B, C), upon stimulation with CD3xCD28coated microbeads. Interestingly, it also decreases the phosphorylation of LCK in
unstimulated T cells (Fig. 2.12 A), the phosphorylation of MEK and ERK after PMA
stimulation (Fig. 2.12 B), and general tyrosine phosphorylation after pervanadate
treatment (Fig. 2.12 C).
Thus, I have shown that DPI strongly affects activation of primary T cells. Those
effects could be due to the inhibition of mitochondrial Complex I. However, as DPI
can potentially target all flavin-containing proteins, which include many metabolic
enzymes, it is still possible that its effects on T-cell activation are mediated by
alterations of mitochondria-unrelated processes (183, 184). Therefore, I have
decided to investigate the effects of the specific mitochondrial Complex I inhibitor
rotenone on T-cell functions.
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Figure 2.10 Flavin-containing proteins are crucial for the activation of
mouse T cells
(A) Splenic T cells from WT (n=2) or gp91phox-/- (n=3) mice were preincubated with
DMSO or DPI and stimulated with CD3xCD28-coated microbeads. After 16
hours, cells were stained with CD25-FITC and CD69-PE mAbs and analyzed
by FACS.
(B) Quantification of (A). The values indicate the mean fluorescence intensities. P
values were determined by two-tailed Student’s t test (*P < 0.05, **P < 0.01,
***P < 0.001).
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Figure 2.11 Flavin-containing proteins are crucial for the activation of
human T cells
(A) Primary human T cells were preincubated with DMSO or DPI and stimulated
with CD3xCD28-coated microbeads for 30 min (n=2-4). The ratios of the
phosphorylated proteins to β-actin were determined by quantifying the band
intensities on the western blots using ECL, scanner, and ImageQuant
software. The values indicate the relative protein phosphorylation normalized
to the stimulated DMSO controls. P values were determined by two-tailed
Student’s t test (*P < 0.05, **P < 0.01, ***P < 0.001).
(B) Primary human T cells were preincubated with DMSO or DPI and stimulated
with CD3xCD28-coated microbeads (n=4). After 16 hours, cells were stained
with CD25-FITC and CD69-PE mAbs and analyzed by FACS. The values
indicate the mean fluorescence intensities normalized to the stimulated DMSO
controls. P values were determined by two-tailed Student’s t test (*P < 0.05,
**P < 0.01, ***P < 0.001).
(C) Representative dot blots of the data shown in (B).
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Figure 2.12 Flavin-containing proteins are required for proper TCR
signaling in primary human T cells
(A) Primary human T cells were incubated with DMSO or DPI for 30 min (n=3).
The ratio of phosphorylated LCK to total LCK was determined by quantifying
the band intensities on the western blots using the Odyssey system. The
values indicate the relative LCK phosphorylation normalized to the DMSO
control. P values were determined by two-tailed Student’s t test (*P < 0.05,
**P < 0.01, ***P < 0.001).
(B) Primary human T cells were preincubated with DMSO or DPI and stimulated
with PMA for 30 min (n=2-3). The ratios of the phosphorylated proteins to βactin were determined by quantifying the band intensities on the western blots
using ECL, scanner, and ImageQuant software. The values indicate the
relative protein phosphorylation normalized to the stimulated DMSO controls.
P values were determined by two-tailed Student’s t test (*P < 0.05, **P < 0.01,
***P < 0.001).
(C) Primary human T cells were preincubated with DMSO or DPI and stimulated
with pervanadate for 2 min (n=4). The ratio of tyrosine-phosphorylated
proteins to β-actin was determined by quantifying the band intensities on the
western blots using ECL, scanner, and ImageQuant software. The values
indicate the relative protein phosphorylation normalized to the stimulated
DMSO control. P values were determined by two-tailed Student’s t test
(*P < 0.05, **P < 0.01, ***P < 0.001).
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2.4.2

Mitochondrial Complex I is required for T-cell activation

Rotenone inhibits the transfer of electrons from iron-sulfur centers in
mitochondrial Complex I to ubiquinone (185), thus decreasing electron flow through
ETC, MMP (186), and hence ATP production and calcium uptake (187). Interestingly,
rotenone has been shown to inhibit ERK phosphorylation, CD69 expression,
proliferation, and TNFα production in murine CD8+ T cells (169), CD95L expression
and AICD in Jurkat T cells and human T-cell blasts (110), as well as IL-2 and IL-4
production in human T cells (113, 134).
In agreement with the literature, I have found that rotenone inhibits the
activation of primary human T cells. It also decreases the phosphorylation of Zap70,
PLCγ, LAT, and ERK (Fig. 2.13 A) and diminishes CD69 and CD25 expression (Fig.
2.13 B, C), upon stimulation with CD3xCD28-coated microbeads. Moreover,
rotenone decreases the phosphorylation of LCK in unstimulated cells (Fig. 2.14 A),
the phosphorylation of MEK and ERK after PMA stimulation (Fig. 2.14 B), and
general tyrosine phosphorylation after pervanadate treatment (Fig. 2.14 C).
Interestingly, rotenone does not have such a dramatic effect on T-cell activation
as DPI. This confirms my hypothesis that, in addition to Complex I, DPI affects other
enzymes that are important for T-cell activation. Nevertheless, these data show that
Complex I activity is required for the activation of primary human T cells. To further
elucidate the involvement of mitochondria in T-cell activation, I have decided to utilize
other inhibitors of mitochondrial processes.
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Figure 2.13 Mitochondrial Complex I is required for the activation of
human T cells
(A) Primary human T cells were preincubated with DMSO or rotenone and
stimulated with CD3xCD28-coated microbeads for 30 min (n=2-4). The ratios
of the phosphorylated proteins to β-actin were determined by quantifying the
band intensities on the western blots using ECL, scanner, and ImageQuant
software. The values indicate the relative protein phosphorylation normalized
to the stimulated DMSO controls. P values were determined by two-tailed
Student’s t test (*P < 0.05, **P < 0.01, ***P < 0.001).
(B) Primary human T cells were preincubated with DMSO or rotenone and
stimulated with CD3xCD28-coated microbeads (n=3). After 16 hours, cells
were stained with CD25-FITC and CD69-PE mAbs and analyzed by FACS.
The values indicate the mean fluorescence intensities normalized to the
stimulated DMSO controls. P values were determined by two-tailed Student’s t
test (*P < 0.05, **P < 0.01, ***P < 0.001).
(C) Representative dot blots of the data shown in (B).

74

Figure 2.14 Mitochondrial Complex I is required for proper TCR signaling
in primary human T cells
(A) Primary human T cells were incubated with DMSO or rotenone for 30 min
(n=3). The ratio of phosphorylated LCK to total LCK was determined by
quantifying the band intensities on western blots using the Odyssey system.
The values indicate the relative LCK phosphorylation normalized to the DMSO
control. P values were determined by two-tailed Student’s t test (*P < 0.05,
**P < 0.01, ***P < 0.001).
(B) Primary human T cells were preincubated with DMSO or rotenone and
stimulated with PMA for 30 min (n=2-3). The ratios of the phosphorylated
proteins to β-actin were determined by quantifying the band intensities on
western blots using ECL, scanner, and ImageQuant software. The values
indicate the relative protein phosphorylation normalized to the stimulated
DMSO controls. P values were determined by two-tailed Student’s t test
(*P < 0.05, **P < 0.01, ***P < 0.001).
(C) Primary human T cells were preincubated with DMSO or rotenone and
stimulated with pervanadate for 2 min (n=4). The ratio of tyrosinephosphorylated proteins to β-actin was determined by quantifying the band
intensities on the western blots using ECL, scanner, and ImageQuant
software. The values indicate the relative protein phosphorylation normalized
to the stimulated DMSO control. P values were determined by two-tailed
Student’s t test (*P < 0.05, **P < 0.01, ***P < 0.001).
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2.4.3

Mitochondria-derived ATP is required for T-cell activation

The inhibitor oligomycin specifically blocks the proton channel (Fo subunit) of
the mitochondrial ATP synthase (188), thus completely preventing mitochondrial ATP
synthesis (oxidative phosphorylation). This leads to the increase in MMP (186, 189),
as protons are not consumed anymore by ATP synthase. However, as MMP is
maintained and even elevated, MMP-dependent calcium uptake by mitochondria
should not be blocked by oligomycin. Interestingly, oligomycin was shown to affect
CRAC calcium currents through ATP depletion (190, 191) or even to directly inhibit
CRAC in Jurkat T cells, independent of or in addition to its effect on ATP levels (187).
Oligomycin has been recently shown to block CD25 and CD44 expression and
proliferation of murine CD4+ T cells (155).
Consistent with these findings, oligomycin reduces CD69 and CD25 expression
upon stimulation with CD3xCD28-coated microbeads (Fig. 2.15). Interestingly, it also
decreases the phosphorylation of LCK in unstimulated cells (Fig. 2.16 A) and general
tyrosine phosphorylation after pervanadate treatment (Fig. 2.16 B).
Thus, these data suggest that mitochondrially produced ATP is required for the
proper activation of primary human T cells. However, the effect of oligomycin on Tcell activation is weaker than that of rotenone. This could mean that, rather than
mitochondrial ATP, some other factor, such as MMP, is crucial for proper T-cell
activation. To address this issue, I have utilized carbonyl cyanide m-chlorophenyl
hydrazone (CCCP).
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Figure 2.15 Mitochondria-derived ATP is required for the activation of
human T cells
(A)

Primary human T cells were preincubated with DMSO or oligomycin and
stimulated with CD3xCD28-coated microbeads (n=2). After 16 hours, cells
were stained with CD25-FITC and CD69-PE mAbs and analyzed by FACS.
The values indicate the mean fluorescence intensities normalized to the
stimulated DMSO controls. P values were determined by two-tailed Student’s t
test (*P < 0.05, **P < 0.01, ***P < 0.001).
(B) Representative dot blots of the data shown in (A).
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Figure 2.16 Mitochondria-derived ATP is required for proper TCR
signaling in primary human T cells
(A) Primary human T cells were incubated with DMSO or oligomycin for 30 min
(n=3). The ratio of phosphorylated LCK to total LCK was determined by
quantifying the band intensities on western blots using the Odyssey system.
The values indicate the relative LCK phosphorylation normalized to the DMSO
control. P values were determined by two-tailed Student’s t test (*P < 0.05,
**P < 0.01, ***P < 0.001).
(B) Primary human T cells were preincubated with DMSO or oligomycin and
stimulated with pervanadate for 2 min (n=4). The ratio of tyrosinephosphorylated proteins to β-actin was determined by quantifying the band
intensities on the western blots using ECL, scanner, and ImageQuant
software. The values indicate the relative protein phosphorylation normalized
to the stimulated DMSO control. P values were determined by two-tailed
Student’s t test (*P < 0.05, **P < 0.01, ***P < 0.001).
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2.4.4

Mitochondrial membrane potential is crucial for T-cell activation

CCCP is a mitochondrial uncoupler, which acts as an ionophore, thus allowing
protons to freely pass through the inner mitochondrial membrane. It disrupts MMP,
thus preventing ATP synthesis by mitochondrial ATP synthase, as well as calcium
uptake (113, 159, 160, 189, 192). Interestingly, despite the strong interference with
mitochondria, CCCP by itself does not induce apoptosis (193-195). CCCP has been
recently shown to affect IL-2 expression in human CD4+ T cells (113).
In agreement with these observations, I have found that CCCP strongly affects
the activation of primary human T cells. It decreases the phosphorylation of Zap70,
PLCγ, LAT, and ERK (Fig. 2.17 A) and completely abolishes CD69 and CD25
expression (Fig. 2.17 B, C), upon stimulation with CD3xCD28-coated microbeads.
Notably, it also decreases the phosphorylation of LCK in unstimulated cells (Fig. 2.18
A), the phosphorylation of MEK and ERK after PMA stimulation (Fig. 2.18 B), and
general tyrosine phosphorylation after pervanadate treatment (Fig. 2.18 C).
Upon comparing the data obtained using rotenone, oligomycin, and CCCP, it
becomes clear that CCCP exerts much stronger effects on T-cell activation, which
are especially severe in case of the expression of the activation markers. From these
data it can be concluded that, in contrast to mitochondria-derived ATP, MMP is
crucial for primary T-cell activation.
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Figure 2.17 Mitochondrial membrane potential is crucial for the activation
of human T cells
(A) Primary human T cells were preincubated with DMSO or CCCP and
stimulated with CD3xCD28-coated microbeads for 30 min (n=1-4). The ratio of
the phosphorylated proteins to β-actin was determined by quantifying the band
intensities on western blots using ECL, scanner, and ImageQuant software.
The values indicate the relative protein phosphorylation normalized to the
stimulated DMSO controls. P values were determined by two-tailed Student’s t
test (*P < 0.05, **P < 0.01, ***P < 0.001).
(B) Primary human T cells were preincubated with DMSO or CCCP and
stimulated with CD3xCD28-coated microbeads (n=2). After 16 hours, cells
were stained with CD25-FITC and CD69-PE mAbs and analyzed by FACS.
The values indicate the mean fluorescence intensities normalized to the
stimulated DMSO controls. P values were determined by two-tailed Student’s t
test (*P < 0.05, **P < 0.01, ***P < 0.001).
(C) Representative dot blots of the data shown in (B).
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Figure 2.18 Mitochondrial membrane potential is required for proper TCR
signaling in primary human T cells
(A) Primary human T cells were incubated with DMSO or CCCP for 30 min (n=3).
The ratio of phosphorylated LCK to total LCK was determined by quantifying
the band intensities on the western blots using the Odyssey system. The
values indicate the relative LCK phosphorylation normalized to the DMSO
control. P values were determined by two-tailed Student’s t test (*P < 0.05,
**P < 0.01, ***P < 0.001).
(B) Primary human T cells were preincubated with DMSO or CCCP and
stimulated with PMA for 30 min (n=2-3). The ratios of the phosphorylated
proteins to β-actin were determined by quantifying the band intensities on the
western blots using ECL, scanner, and ImageQuant software. The values
indicate the relative protein phosphorylation normalized to the stimulated
DMSO controls. P values were determined by two-tailed Student’s t test
(*P < 0.05, **P < 0.01, ***P < 0.001).
(C) Primary human T cells were preincubated with DMSO or CCCP and
stimulated with pervanadate for 2 min (n=4). The ratio of tyrosinephosphorylated proteins to β-actin was determined by quantifying the band
intensities on western blots using ECL, scanner, and ImageQuant software.
The values indicate the relative protein phosphorylation normalized to the
stimulated DMSO control. P values were determined by two-tailed Student’s t
test (*P < 0.05, **P < 0.01, ***P < 0.001).
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2.4.5

Mitochondrial ROS production does not correlate with T-cell

activation
Some studies have shown that mitochondrial ROS are required for the proper
activation of T cells (134, 143). Therefore, I have hypothesized that the effects of the
employed mitochondrial inhibitors on T-cell activation might be due to their influence
on mitochondrial ROS, rather than ATP or MMP levels. To test this hypothesis, I have
measured ROS levels in primary human T cells in the presence of DPI, rotenone,
oligomycin, or CCCP (Fig. 2.19 A). DPI, rotenone, and oligomycin strongly induce
ROS production, whereas CCCP slightly decreases it. On the contrary, all these
substances inhibit T-cell activation (Fig. 2.19 B, Fig. 2.11 – 2.18). Thus, there is no
correlation between T-cell activation and the level of mitochondrial ROS.
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Figure 2.19 Mitochondrial ROS production does not correlate with the
activation of human T cells
(A)

(B)

Primary human T cells were loaded with DCFDA and subsequently treated
with DMSO or mitochondrial inhibitors for 30 min (n=3). DCFDA fluorescence
was measured by FACS. The values indicate the increase in the mean
fluorescence intensity relative to the DMSO control. P values were determined
by two-tailed Student’s t test (*P < 0.05, **P < 0.01, ***P < 0.001).
Primary human T cells were preincubated with DMSO or mitochondrial
inhibitors and stimulated with CD3xCD28-coated microbeads (n=2-4). After 16
hours, cells were stained with CD25-FITC and CD69-PE mAbs and analyzed
by FACS. The values indicate the inhibition of the mean fluorescence intensity
relative to the stimulated DMSO control. P values were determined by twotailed Student’s t test (*P < 0.05, **P < 0.01, ***P < 0.001).
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3

Discussion

In the first part of this work, I have shown that primary human and mouse T
cells produce extracellular superoxide via NOX-2 upon the triggering of the TCR.
However, it appears that this reactive species is not required for T-cell activation,
proliferation, and cytokine production. To my knowledge, this is the first study
investigating TCR-induced superoxide production and its functional requirement in
primary human T cells.
During the last decades, it has been shown that TCR triggering leads to the
generation of ROS. However, most of these studies were performed in preactivated T
cells, such as T-cell blasts or Jurkat T cells. These cells undergo activation-induced
cell death (AICD) upon restimulation (29), and the produced ROS are mostly involved
in FasL upregulation. Interestingly, I have not observed any significant superoxide
production in human T-cell blasts or Jurkat T cells. It has been previously shown that
some Jurkat T-cell clones do not produce ROS upon stimulation (196), potentially
due to the heterogeneity of Jurkat T-cell clones in different labs. I have shown that
superoxide detected using the Diogenes assay was generated by NOX-2 in primary
T cells (Fig. 2.7). On the other hand, it has been shown that AICD of T-cell blasts is
not dependent on NOX-2 (119). Thus, it might be that the superoxide detection
system that I have employed is not sensitive to ROS from other sources, such as
mitochondria (108, 110, 118) and DUOX-1 (112), which play key roles in AICD.
Based on ROS measurements using DCFDA, it has been previously suggested
that also primary human T cells can produce ROS upon CD3 and CD28 stimulations
(140, 141). However, it is highly plausible that the detected ROS originated from the
contaminating phagocytic cells, which are often present in preparations of primary T
cells. Phagocytes can be activated by any antibody via the Fc receptors (138) or by
direct contacts with activated T cells (83). The selective gating on T lymphocytes
during the flow-cytometric studies does not help to discriminate the T-cell specific
ROS from the ROS of phagocytic origin, as the latter is released into the extracellular
environment, can reach T cells through the medium, and can oxidize a ROSsensitive dye within T cells. Moreover, even the dye oxidized inside the phagocytes
can eventually leak into the medium and can be subsequently taken up by the T
cells, thus contributing to the increase in their fluorescence. To circumvent these
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problems, a very high (>99%) purity of the T-cell preparation should be achieved, and
isotype control antibodies should be used. Unfortunately, these conditions have
never been fully met. Soluble isotype antibodies were used in one study employing
primary T cells (140). However, in this study, in-house purified antibodies from an
ascitic fluid were used for stimulation. It could have happened that non-TCR specific
antibodies or some other substances present in the ascitic fluid triggered ROS
production, either in T cells or in phagocytes. Similarly, in another study, a CD3containing ascitic fluid was used directly and without controls (141). Additionally, one
study has shown that CD3 stimulation does not induce DCFDA oxidation in human T
cells (197). Thus, it is currently not clear whether primary human T cells produce
ROS upon TCR stimulation, or whether the stimulatory agents trigger non-specific
ROS production in phagocytes. In my study, I have detected the strong production of
superoxide (measured using luminol) and ROS in general (measured using DCFDA)
upon the addition of microbeads coated with isotype control antibodies. These ROS
most likely originate from phagocytic cells contaminating the preparation.
Nevertheless, there was a statistically significant increase in luminol (but not DCFDA)
oxidation in T cells stimulated with CD3xCD28-coated beads as compared to isotypecoated beads, indicating an additional T-cell-specific superoxide production. A
possibility that the activated T cells triggered a respiratory burst in the phagocytes by
the direct cell-cell contact (83) is unlikely due to the rapid initiation of superoxide
production. Thus, I favor the hypothesis that primary human T cells indeed produce
ROS, particularly extracellular superoxide, upon TCR triggering.
One of the most widespread sources of inducible superoxide are NADPH
oxidases. Importantly, gp91phox, the key component of NOX-2, is expressed in human
and murine T-cell blasts (116, 119). Interestingly, the same studies have shown that
gp91phox-/- T-cell blasts are still able to produce superoxide in response to CD3 or
CD3xCD28 stimulation, similarly to WT T cells. On the contrary, I have observed the
complete absence of TCR-triggered superoxide production in primary T cells from
gp91phox-/- mice. This discrepancy is mostly explained by the differences between cell
types and by superoxide detection methods used. Indeed, the aforementioned
studies have investigated T-cell blasts that underwent AICD, and superoxide from the
apoptotic mitochondria (110) was detected by the intracellular DHE (116) or MitoSOX
(119) dyes. On the other hand, I have investigated primary T cells that were
physiologically stimulated and have subsequently activated NOX-2 at the plasma
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membrane (in case of WT mice) or failed to do so (in case of gp91phox-/- mice), and
superoxide from NOX-2 was detected by the extracellular luminol dye. I have shown
that, despite the defective superoxide production, gp91phox-/- T cells have the normal
upregulation of CD25 and CD69 and normal proliferation. This finding supports the
previous observation that murine CD4+ T cells from gp91phox-/- mice have no defect in
CD25 expression or IL-2 production (144). However, T cells from that study produced
less IL-4 and IL-5 but more IL-17 than the WT counterparts (144). This indicates that
while ROS are not required for T-cell activation, they might be required for T-cell
differentiation. Interestingly, I have not observed any significant change in cytokine
production by human CD4+ T cells upon the addition of antioxidants. This
discrepancy might be explained by differences between human and murine T cells.
The finding that natural antioxidants do not affect the activation and proliferation
of primary human T cells appeared initially to be in contrast with some previously
published data, which show that antioxidants can interfere with CD25 expression
(150, 151), IL-2 (143, 149) and IL-4 (133) production, and DNA synthesis (150), in
human and murine T cells. Interestingly, all antioxidants used in these studies –
NDGA (149, 151), BHA (150, 151), Vitamin E (133), and Mitovitamin E (143) – also
specifically inhibit lipid peroxidation and/or lipoxygenase activity. SOD, catalase, and
ascorbate are, on the other side, water-soluble antioxidants that do not interfere with
lipid peroxidation or lipoxygenase activity. Thus, my results indicate that the reduced
synthesis of biochemical products of the lipoxygenase pathway – proinflammatory
molecules leukotrienes, rather than the diminished ROS levels per se, are most likely
the reason for the previously observed impairment of T-cell activation in the presence
of the lipid-soluble antioxidants.
Despite the fact that superoxide is produced upon TCR stimulation, it appears
to be dispensable for T-cell activation, proliferation, and cytokine production. This
raises the question: why do T cells need to produce superoxide? An intriguing
possibility is that extracellularly released superoxide serves as a feedback
messenger to signal the successful activation to antigen-presenting cells. Indeed, a
tightly regulated crosstalk between dendritic cells and T cells has been demonstrated
(92, 198). Further studies investigating T cell-APC interactions in vitro or in vivo are
required to assess this hypothesis.
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In addition to NOX-2, other sources of ROS exist in T cells. Mitochondria
represent one of those. Although in my experimental setup no superoxide was
detected in the absence of NOX-2, it is still possible that superoxide is produced in
the mitochondria upon TCR stimulation. In fact, the Diogenes assay measures only
extracellular superoxide, and DCFDA is not sensitive to superoxide (173). Moreover,
mitochondria could produce superoxide at late stages of T-cell activation, whereas I
have focused on early events following TCR triggering.
In the second part of this study, I have measured ROS levels in primary human
T cells in the presence of several mitochondrial inhibitors, including DPI, rotenone,
oligomycin, and CCCP. Interestingly, there is no consistency in the literature about
effects of DPI on mitochondrial ROS production. DPI has been shown to inhibit ROS
production at the Complex I of isolated mitochondria during only forward (199), only
reverse (200), or both forward and reverse electron transport (181), or even to
increase ROS levels during reverse transport (199). In addition, it has been shown
that DPI inhibits (201) or induces ROS production in the whole cell (182, 183, 202). It
seems that the effect of DPI on mitochondrial ROS production depends on the cell
type and the physiological state of the cells. In my experimental setup, I have
observed an increase in ROS production in the presence of DPI. Rotenone has been
shown to induce ROS generation at the level of Complex I during forward electron
transfer (199, 202-204) but to reduce it during reverse transfer (181). As forward
electron transport is what is normally observed in cells, my observation that ROS
production is increased in the presence of rotenone is in agreement with the
published data. By increasing MMP (186, 189), oligomycin stimulates ROS
production through the leakage of electrons from the over-reduced respiratory chain
to oxygen (189, 202, 205). On the contrary, by decreasing MMP, CCCP reduces the
leakage of electrons from respiratory chain to oxygen and thus reduces mitochondrial
ROS production (189, 205-207). My data are also in complete agreement with these
observations.
Interestingly, I have observed no correlation between T-cell activation and the
level of ROS in the mitochondria, as both the substances inducing ROS production
(DPI, oligomycin, rotenone) and the substances decreasing ROS levels (CCCP) had
an inhibitory effect on T cells. Thus, the question arises whether mitochondrial ROS
play any role in T-cell activation. It has been shown that mitochondrial ROS are
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produced during AICD. CD3- and PMAxIono-induced DCFDA oxidation, FasL
expression, and cell death were all dependent on mitochondrial complex I in Jurkat T
cells and human T-cell blasts (110). CD3xCD28 stimulation induced MitoSOX
oxidation and apoptosis in murine T-cell blasts (119). This is consistent with the wellknown role of ROS as executors of apoptosis, but it does not implicate ROS in T-cell
activation. A recent study suggests that mitochondrial ROS are involved in T-cell
activation (143). The authors have shown that CD3 and CD3xCD28 stimulations of
murine CD4+ T cells induce the oxidation of mito-roGFP that is dependent on the
mitochondrial calcium uptake. They also show that CD3xCD28 and PMAxIono
stimulations induce the oxidation of MitoSOX that is dependent on the mitochondrial
Complex III subunit RISP. Finally, they have attempted to show that mitochondrial
ROS are required for T-cell activation, by studying RISP-deficient T cells. However,
such a severe defect in the crucial mitochondrial ETC complex necessarily affects
multiple processes, including the mitochondrial electron transport, respiration, and
ATP synthesis, besides ROS production. Thus, RISP-deficient cells cannot be used
to assess the role of mitochondrial ROS in T-cell activation.
By using mitochondrial inhibitors, I have also shown that mitochondrial
membrane potential (MMP), but not mitochondria-derived ROS or ATP, is crucial for
the activation of primary human T cells. Several articles support my hypothesis.
Murine CD8+ T cells recently activated in vivo by LCMV have the elevated MMP,
which then decreases during the contraction phase of the immune response (167).
The mitochondrial biogenesis and MMP increase after the stimulation of murine T
cells (168). Interestingly, in human CD4+ T cells the MMP drops immediately after
stimulation, but is required for IL-2 expression (113). MMP is required for calcium
buffering by mitochondria (165, 166). Mitochondrial calcium uptake, in turn, is
necessary for sustained CRAC-mediated calcium influx and NFAT activation in T
cells (113, 159, 160).
In summary, in this work I have shown for the first time that primary T cells
produce extracellular superoxide via NOX-2 upon the TCR stimulation, and that
mitochondrial membrane potential, but not NOX-2 or mitochondria-derived ROS or
ATP, is crucial for T-cell activation.
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4

Materials and methods

4.1

Cell isolation and culture

4.1.1

Ethics

Approval for these studies, involving the analysis of TCR-mediated signaling in
human T cells, was obtained from the Ethics Committee of the Medical Faculty at the
Otto-von-Guericke University, Magdeburg, Germany, with the permission number
[107/09]. Informed consent was obtained in writing in accordance with the
Declaration of Helsinki. All experiments involving mice were performed according to
the guidelines of the State of Sachsen-Anhalt, Germany.

4.1.2

Human T-cell purification and culture

PBMCs were isolated by the Ficoll gradient (Biochrom AG) centrifugation of
heparinized blood collected from healthy volunteers. T cells were further purified by
non-T-cell depletion using human pan T-cell isolation kit and AutoMACS (all from
Miltenyi Biotec). The purity of T cells, determined by FACS, was routinely more than
96%. T cells were cultured at 106 cells/ml, 37°C, and 5% CO2 in RPMI 1640 medium
supplemented with stable glutamine (Biochrom AG), 10% fetal calf serum (PAN
Biotech), and 2 µg/ml ciprobay (Bayer).

4.1.3

Murine T-cell purification and culture

gp91phox-/- mice were a kind gift from Dr. Katrin Breitbach (Friedrich Loeffler
Institute

of

Medical

Microbiology,

Ernst-Moritz-Arndt

University,

Greifswald,

Germany). WT control C57BL/6JBom mice were obtained from Taconics. Mice were
kept in pathogen-free conditions. In order to obtain a single-cell suspension, spleens
from mice were passed through a fine mesh filter (BD Falcon). T cells were purified
by non-T-cell depletion using the mouse pan T-cell isolation kit and AutoMACS (all
from Miltenyi Biotec). The purity of T cells, determined by FACS, was routinely more
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than 96%. The cells were cultured at 106 cells/ml, 37°C, and 5% CO2 in RPMI 1640
medium supplemented with stable glutamine (Biochrom AG), 10% fetal calf serum
PAN Biotech), 2 µg/ml ciprobay (Bayer), and 50 μM β-mercaptoethanol (Sigma
Aldrich).

4.1.4

Jurkat T-cell culture

Jurkat T cells were maintained at 1-3x105 cells/ml, 37°C, and 5% CO2 in RPMI
1640 medium supplemented with stable glutamine (Biochrom AG), 10% fetal calf
serum (PAN Biotech), 100 U/ml penicillin (Biochrom AG), and 100 µg/ml
streptomycin (Biochrom AG).

4.1.5

Human T-cell blast generation and culture

Purified human T cells were stimulated with 1 nM PMA and 200 ng/ml
ionomycin (both from Sigma-Aldrich) and cultured at 37°C and 5% CO2 in RPMI 1640
medium supplemented with stable glutamine (Biochrom AG), 10% fetal calf serum
(PAN Biotech), and 2 µg/ml ciprobay (Bayer). After 2 days medium was replaced,
and 100 U/ml interleukin 2 (PeproTech) was added. Cells were cultured for additional
24 hours before performing experiments.

4.2

Antioxidants and inhibitors

The following antioxidants or inhibitors were purchased from Sigma-Aldrich and
used at the indicated concentrations: superoxide dismutase (SOD) from bovine
erythrocytes at 100 U/ml, catalase from Corynebacterium glutamicum at 1000 U/ml,
L-ascorbic acid (ascorbate) at 100 µM, L-glutathione reduced at 500 µM,
diphenyleneiodonium chloride (DPI) at 10 μM, rotenone at 5 μM, oligomycin from
Streptomyces

diastatochromogenes

at

1

μM,

carbonyl

cyanide

3-

chlorophenylhydrazone (CCCP) at 10 μM. Cells were preincubated with the
compounds at 37°C for 30 min before stimulation and kept in the presence of the
compounds for the whole duration of the experiment. SOD, catalase, ascorbate, and
90

glutathione were freshly diluted in PBS. DPI, rotenone, oligomycin, and CCCP were
diluted in DMSO and stored at -20°C. Appropriate solvent was used in the negative
control samples.

4.3

Cell stimulation

4.3.1

Microbead stimulation

Cells were stimulated with immobilized CD3xCD28 mAbs as previously
indicated (170). Briefly, SuperAvidin™-coated polystyrene microspheres (Bangs
laboratories, Inc., Ø~10 µm, binding capacity: 0.02-0.04 µg biotin/mg) were coated
with biotinylated CD3 (clone UCHT1, mouse, IgG1) and CD28 (clone CD28.2,
mouse, IgG1) mAbs (10 µg/ml each, BioLegend) for 30 min at 37°C in PBS
Dulbecco (Biochrom AG). Antibody-coated microspheres were washed three times,
resuspended in PBS at 108 beads/ml, and incubated with cells in a 1 bead per cell
ratio. Microspheres coated with 20 µg/ml biotinylated mouse IgG1 (eBioscience)
were used as the isotype control.
Mouse cells were stimulated with CD3 (clone 145-2C11, hamster, IgG1) and
CD28 (clone 37.51, hamster, IgG2λ1) mAbs (10 µg/ml each, both from BD
Pharmingen) immobilized on microspheres as described above. Microspheres coated
with biotinylated hamster IgG1 and IgG2λ1 (10 µg/ml each, both from BD
Pharmingen) were used as the isotype control.

4.3.2

PMA stimulation

Cells were incubated with 1 nM phorbol 12-myristate 13-acetate (PMA, SigmaAldrich).

4.3.3

Pervanadate stimulation
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Cells were incubated with the 1:100 dilution of freshly prepared pervanadate
mixture (10 mM sodium orthovanadate and 3% hydrogen peroxide, both from SigmaAldrich).

4.4

Detection of ROS

4.4.1

General oxidation assay

For

general

ROS

detection,

2’,7’-dichlorofluorescin

diacetate

(DCFDA,

Invitrogen) was used. Cells were centrifuged, resuspended at the density of 107
cells/ml in a prewarmed serum-free phenol red-free RPMI 1640 medium (Gibco)
containing 2 µM of DCFDA, aliquoted to microcentrifuge tubes (100 µl suspension
per tube), placed on a thermoshaker (37°C, 300 rpm), and incubated for 30 min.
Then cells were stimulated with microbeads for 30 min, diluted 1:5 in ice-cold PBS
Dulbecco (Biochrom AG), and immediately analyzed by flow cytometry using
FACSCalibur with CellQuest software or LSRFortessa with FACSDiva Software 6.1.3
(all from BD Biosciences) for data acquisition and FlowJo 7.5.5 (Tree Star, Inc.) for
data analysis. During the measurement procedure, cells were protected from bright
light.

4.4.2

Superoxide assay

For superoxide detection, the Diogenes Cellular Luminescence Enhancement
System (National Diagnostics) was used according to the manufacturer’s instructions.
Briefly, cells were centrifuged, resuspended at the density of 10 7 cells/ml in a prewarmed serum-free phenol red-free medium RPMI 1640 (Gibco), and placed into
black polystyrene flat bottom 96-well plate (Costar, Corning Inc., 100 µl suspension
per well). Diogenes Reagent and Diogenes Activator were freshly mixed in a 1:9 ratio
and added to the samples (50 µl per well). Subsequently, T cells were stimulated with
microbeads, and luminescence was repeatedly measured with 5 min intervals for the
total of 60 min using TriStar LB941 multimode reader (Berthold technologies). Cells
were kept at 37°C.
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4.5

Western blotting

4.5.1

General procedure

T cells were centrifuged, resuspended in a serum-free RPMI 1640 medium
(Biochrom AG) at the density of 107 cells/ml, aliquoted to microcentrifuge tubes (100
µl suspension per tube), placed on a thermoshaker (37°C, 300 rpm), and stimulated
as described above. At indicated time points, reactions were terminated by adding 1
ml of ice-cold PBS Dulbecco (Biochrom AG) per sample. Cells were immediately
centrifuged, and pellets were lysed in 30 µl of ice-cold buffer containing 1% Igepal
CA-630

(Sigma-Aldrich),

1%

tris(hydroxymethyl)-aminomethane

lauryl
(pH

maltoside
7.5),

150

(Calbiochem),
mM

NaCl,

50

mM

10

mM

ethylenediaminetetraacetic acid (all from Carl Roth GmbH), 10 mM NaF, 1 mM
Na3VO4, and 1 mM phenylmethanesulfonyl fluoride (all from Sigma-Aldrich, see
Appendix for detailed buffer recipes) for 20 min. Subsequently, cell nuclei were
pelleted by 10 min centrifugation at 13000 x g at 4°C. Supernatants were transferred
to new microcentrifuge tubes containing 7.5 μl of 5x reducing sample buffer, mixed,
and heated on a thermoshaker (100°C, 600 rpm) for 5 min. Lysates were separated
by SDS-PAGE system (Bio-Rad) and transferred using a semi-dry Western blotting
system (Bio-Rad) onto nitrocellulose membranes (Amersham Biosciences).

4.5.2

Chemiluminescent detection

Membranes were immunoblotted using the indicated primary antibodies and the
appropriate horseradish peroxidase-conjugated secondary antibodies (Dianova) and
developed using the enhanced chemiluminescence detection system and X-ray film
(both from Amersham GE Healthcare). The following primary antibodies were used
for Western blotting in this study: anti-pY493 ZAP-70, anti-pY171 LAT, anti-pY783
PLCγ-1, anti-pS217/221 MEK-1/2, anti-pT202/Y204 ERK-1/2 (all from Cell Signaling
Technology), anti-phosphotyrosine horseradish peroxidase conjugate (clone 4G10,
Millipore), and anti-β-actin (clone AC-15, Sigma-Aldrich). For data analysis, film
images were acquired using the Epson V700 scanner, and intensities of the detected
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bands were quantified using the Kodak 1D ImageQuant software. Band intensities
from phosphorylated proteins were normalized to band intensities from β-actin,
before the further processing of the data.

4.5.3

Fluorescent detection

Membranes were incubated with primary rabbit anti-pY416 Src antibody (Cell
Signaling Technology) and secondary anti-rabbit antibody labeled with IRDye 680LT
(LI-COR Biosciences) and scanned with Odyssey Classic infrared imager (LI-COR
Biosciences) in 700 nm channel. Subsequently, membranes were incubated with
primary mouse anti-LCK antibody (clone 28/LCK, BD Biosciences) and secondary
anti-mouse antibody labeled with IRDye 800CW (LI-COR Biosciences) and scanned
in 800 nm channel. Images were acquired and quantified using the LI-COR Image
Studio 2.1.15 software. Signal from phospho-LCK (lower /p56/ band of pSrc staining)
was normalized to signal from total LCK, before the further processing of the data.

4.6

Cellular assays

4.6.1

Activation assay

T cells were seeded to flat bottom polystyrene 48-well plates (Costar, Corning
Inc.) at 106 cells/ml in the volume of 500 µl per well and stimulated with microbeads.
After 16 h, cells were stained with FITC- or PE-labeled mAbs against CD25 and
CD69 (BD Pharmingen, BioLegend) and analyzed by flow cytometry using
FACSCalibur with CellQuest software or LSRFortessa with FACSDiva Software 6.1.3
(all from BD Biosciences) for data acquisition and FlowJo 7.5.5 (Tree Star, Inc.) for
data analysis. Microbeads and cell debris were always excluded from the analysis.

4.6.2

Proliferation assay

T cells were centrifuged, resuspended in 1 ml of PBS Dulbecco (Biochrom AG),
and labeled with 2.5 µM CFSE (Invitrogen) for 15 min at 37°C. Then cells were
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washed twice, resuspended in medium at the density of 10 6 cells/ml, seeded to flat
bottom polystyrene 48-well plates (Costar, Corning Inc.) in the volume of 500 µl per
well, and stimulated with microbeads. Cells were cultured for 72 h, and proliferation
was assessed by CFSE dilution using FACSCalibur with CellQuest software or
LSRFortessa with FACSDiva Software 6.1.3 (all from BD Biosciences) for data
acquisition and FlowJo 7.5.5 (Tree Star, Inc.) for data analysis. Microbeads and cell
debris were always excluded from the analysis.

4.6.3

Cytokine assay

Human CD4+ Tnai cells were purified from PBMCs by non-T-cell depletion using
human CD4+ Tnai-cell isolation kit and AutoMACS (both from Miltenyi Biotec). T cells
were resuspended in serum-free X-VIVO 15 medium supplemented with gentamycin
(Lonza), seeded to flat bottom polystyrene 48-well plates (Costar, Corning Inc.) at 106
cells/ml in the volume of 1 ml per well, and stimulated with microbeads. After 48 h of
incubation, supernatants were harvested, supplemented with 0.5% bovine serum
albumin (Sigma-Aldrich), and frozen at -80°C. Later, cytokine concentrations in the
supernatants were measured simultaneously using the Bio-Plex Pro assay on the
Bio-Plex 200 system (Bio-Rad) according to the manufacturer’s protocol. The BioPlex Manager software was used for acquisition and analysis.

4.7

Data visualisation and statistical analysis

The graphical visualization and statistical analysis of the data were performed
using GraphPad Prism 5 (GraphPad Software, Inc.). Bars and dots on the graphs
indicate the mean of values measured in several (n) independent experiments, while
error bars indicate the standard error of the mean (SEM). Significance was calculated
by two-tailed Student's t test (* 0.01<P≤0.05, ** 0.001<P≤0.01, *** 0<P≤0.001). No
asterisk indicates that the difference was not statistically significant.
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Western blotting recipes
Lysis buffer (1 ml)
657 µl ddH2O
100 µl 10% Igepal CA-630 (Sigma-Aldrich)
100 µl of 10% lauryl maltoside (Calbiochem)
50 µl 1M tris(hydroxymethyl)-aminomethane, pH 7.5 (Carl Roth GmbH)
33 µl 5M NaCl (Carl Roth GmbH)
20 µl 0.5M ethylenediaminetetraacetic acid, pH 7.5 (Carl Roth GmbH)
20 µl 0.5M NaF (Sigma-Aldrich)
10 µl 0.1M Na3VO4 (Sigma-Aldrich)
10 µl 0.1M phenylmethanesulfonyl fluoride (Sigma-Aldrich)

5x reducing sample buffer (10 ml)
5 ml glycerol (Sigma-Aldrich)
2.5 ml 20 % sodium dodecyl sulfate (Calbiochem)
2 ml 0.5 M tris(hydroxymethyl)-aminomethane, pH 6.8 (Carl Roth GmbH)
250 µl 10% bromphenol blue (Carl Roth GmbH)
500 µl β-mercaptoethanol (Sigma-Aldrich)

SDS-PAGE resolving gel (10%, 10 ml)
4 ml ddH2O
3.4 ml acrylamid 30% (Bio-Rad)
2.6 ml 1.5 M tris(hydroxymethyl)-aminomethane pH 8.8 (Carl Roth GmbH)
100 µl 10% sodium dodecyl sulfate (Calbiochem)
100 µl 10% ammonium persulfate (Carl Roth GmbH)
10 µl tetramethylethylenediamine (Carl Roth GmbH)

SDS-PAGE stacking gel (5%, 3.3 ml)
1.9 ml ddH2O
0.6 ml 30% acrylamid (Bio-Rad)
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0.8 ml 0,5M tris(hydroxymethyl)-aminomethane, pH 6.8 (Carl Roth GmbH)
33 µl 10% sodium dodecyl sulfate (Calbiochem)
33 µl 10% ammonium persulfate (Carl Roth GmbH)
3.3 µl tetramethylethylenediamine (Carl Roth GmbH)

Transfer buffer (1 l)
800 ml dH2O
5.8 g tris(hydroxymethyl)-aminomethane, pH 6.8 (Carl Roth GmbH)
2.93 g glycine (Carl Roth GmbH)
3.75 ml 10% sodium dodecyl sulfate (Calbiochem)
200 ml methanol (Carl Roth GmbH)

10x TBS buffer (1 l)
1000 ml dH2O
80 g NaCl (Carl Roth GmbH)
30 g tris(hydroxymethyl)-aminomethane pH 8 (Carl Roth GmbH)
2 g KCl (Sigma-Aldrich)

Washing buffer (1 l)
900 ml dH2O
100 ml of 10x TBS
1 ml of Tween 20

Blocking/Antibody buffer (100 ml)
100 ml of Washing buffer
5 g of milk powder/bovine serum albumin

97

5
1.

Bibliography

Paul WE. 2010. Self/Nonself-Immune Recognition and Signaling: A new
journal tackles a problem at the center of immunological science. Self Nonself
1: 2-3

2.

Langman RE. 2000. The specificity of immunological reactions. Mol Immunol
37: 555-61

3.

Morris GP, Allen PM. 2012. How the TCR balances sensitivity and specificity
for the recognition of self and pathogens. Nat Immunol 13: 121-8

4.

Dranoff G. 2004. Cytokines in cancer pathogenesis and cancer therapy. Nat
Rev Cancer 4: 11-22

5.

Spits H. 2002. Development of alphabeta T cells in the human thymus. Nat
Rev Immunol 2: 760-72

6.

Klein L, Kyewski B, Allen PM, Hogquist KA. 2014. Positive and negative
selection of the T cell repertoire: what thymocytes see (and don't see). Nat
Rev Immunol 14: 377-91

7.

Stritesky GL, Xing Y, Erickson JR, Kalekar LA, Wang X, Mueller DL, Jameson
SC, Hogquist KA. 2013. Murine thymic selection quantified using a unique
method to capture deleted T cells. Proc Natl Acad Sci U S A 110: 4679-84

8.

Daley SR, Hu DY, Goodnow CC. 2013. Helios marks strongly autoreactive
CD4+ T cells in two major waves of thymic deletion distinguished by induction
of PD-1 or NF-kappaB. J Exp Med 210: 269-85

9.

Mueller DL. 2010. Mechanisms maintaining peripheral tolerance. Nat Immunol
11: 21-7

10.

Geginat J, Paroni M, Facciotti F, Gruarin P, Kastirr I, Caprioli F, Pagani M,
Abrignani S. 2013. The CD4-centered universe of human T cell subsets.
Semin Immunol 25: 252-62

11.

Kara EE, Comerford I, Fenix KA, Bastow CR, Gregor CE, McKenzie DR,
McColl SR. 2014. Tailored immune responses: novel effector helper T cell
subsets in protective immunity. PLoS Pathog 10: e1003905

12.

Zhu J, Paul WE. 2010. Heterogeneity and plasticity of T helper cells. Cell Res
20: 4-12

13.

Nakayamada S, Takahashi H, Kanno Y, O'Shea JJ. 2012. Helper T cell
diversity and plasticity. Curr Opin Immunol 24: 297-302
98

14.

Voskoboinik I, Whisstock JC, Trapani JA. 2015. Perforin and granzymes:
function, dysfunction and human pathology. Nat Rev Immunol 15: 388-400

15.

Walch M, Dotiwala F, Mulik S, Thiery J, Kirchhausen T, Clayberger C, Krensky
AM, Martinvalet D, Lieberman J. 2014. Cytotoxic cells kill intracellular bacteria
through granulysin-mediated delivery of granzymes. Cell 157: 1309-23

16.

Barry M, Bleackley RC. 2002. Cytotoxic T lymphocytes: all roads lead to
death. Nat Rev Immunol 2: 401-9

17.

Josefowicz SZ, Lu LF, Rudensky AY. 2012. Regulatory T cells: mechanisms of
differentiation and function. Annu Rev Immunol 30: 531-64

18.

Sakaguchi S, Yamaguchi T, Nomura T, Ono M. 2008. Regulatory T cells and
immune tolerance. Cell 133: 775-87

19.

Vignali DA, Collison LW, Workman CJ. 2008. How regulatory T cells work. Nat
Rev Immunol 8: 523-32

20.

Boyman O, Letourneau S, Krieg C, Sprent J. 2009. Homeostatic proliferation
and survival of naive and memory T cells. Eur J Immunol 39: 2088-94

21.

Kimura MY, Pobezinsky LA, Guinter TI, Thomas J, Adams A, Park JH, Tai X,
Singer A. 2013. IL-7 signaling must be intermittent, not continuous, during
CD8(+) T cell homeostasis to promote cell survival instead of cell death. Nat
Immunol 14: 143-51

22.

von Andrian UH, Mempel TR. 2003. Homing and cellular traffic in lymph
nodes. Nat Rev Immunol 3: 867-78

23.

Forster R, Braun A, Worbs T. 2012. Lymph node homing of T cells and
dendritic cells via afferent lymphatics. Trends Immunol 33: 271-80

24.

Chappert P, Schwartz RH. 2010. Induction of T cell anergy: integration of
environmental cues and infectious tolerance. Curr Opin Immunol 22: 552-9

25.

Stemberger C, Huster KM, Koffler M, Anderl F, Schiemann M, Wagner H,
Busch DH. 2007. A single naive CD8+ T cell precursor can develop into
diverse effector and memory subsets. Immunity 27: 985-97

26.

Sallusto F, Lanzavecchia A. 2011. Memory in disguise. Nat Med 17: 1182-3

27.

Buchholz VR, Flossdorf M, Hensel I, Kretschmer L, Weissbrich B, Graf P,
Verschoor A, Schiemann M, Hofer T, Busch DH. 2013. Disparate individual
fates compose robust CD8+ T cell immunity. Science 340: 630-5

28.

Gerlach C, Rohr JC, Perie L, van Rooij N, van Heijst JW, Velds A, Urbanus J,
Naik SH, Jacobs H, Beltman JB, de Boer RJ, Schumacher TN. 2013.
99

Heterogeneous differentiation patterns of individual CD8+ T cells. Science
340: 635-9
29.

Krammer PH, Arnold R, Lavrik IN. 2007. Life and death in peripheral T cells.
Nat Rev Immunol 7: 532-42

30.

Farber DL, Yudanin NA, Restifo NP. 2014. Human memory T cells:
generation, compartmentalization and homeostasis. Nat Rev Immunol 14: 2435

31.

Wilson IA, Garcia KC. 1997. T-cell receptor structure and TCR complexes.
Curr Opin Struct Biol 7: 839-48

32.

Kuhns MS, Davis MM, Garcia KC. 2006. Deconstructing the form and function
of the TCR/CD3 complex. Immunity 24: 133-9

33.

Palacios EH, Weiss A. 2004. Function of the Src-family kinases, Lck and Fyn,
in T-cell development and activation. Oncogene 23: 7990-8000

34.

Chakraborty AK, Weiss A. 2014. Insights into the initiation of TCR signaling.
Nat Immunol 15: 798-807

35.

Smith-Garvin JE, Koretzky GA, Jordan MS. 2009. T cell activation. Annu Rev
Immunol 27: 591-619

36.

Crabtree GR, Clipstone NA. 1994. Signal transmission between the plasma
membrane and nucleus of T lymphocytes. Annu Rev Biochem 63: 1045-83

37.

Gascoigne NR. 2008. Do T cells need endogenous peptides for activation?
Nat Rev Immunol 8: 895-900

38.

Acuto O, Di Bartolo V, Michel F. 2008. Tailoring T-cell receptor signals by
proximal negative feedback mechanisms. Nat Rev Immunol 8: 699-712

39.

Schwartzberg PL, Finkelstein LD, Readinger JA. 2005. TEC-family kinases:
regulators of T-helper-cell differentiation. Nat Rev Immunol 5: 284-95

40.

Winterbourn CC. 2008. Reconciling the chemistry and biology of reactive
oxygen species. Nat Chem Biol 4: 278-86

41.

Miller AF. 2012. Superoxide dismutases: ancient enzymes and new insights.
FEBS Lett 586: 585-95

42.

Winterbourn CC. 2013. The biological chemistry of hydrogen peroxide.
Methods Enzymol 528: 3-25

43.

Kowaltowski AJ, de Souza-Pinto NC, Castilho RF, Vercesi AE. 2009.
Mitochondria and reactive oxygen species. Free Radic Biol Med 47: 333-43

100

44.

Zorov DB, Juhaszova M, Sollott SJ. 2014. Mitochondrial reactive oxygen
species (ROS) and ROS-induced ROS release. Physiol Rev 94: 909-50

45.

Brown GC, Borutaite V. 2012. There is no evidence that mitochondria are the
main source of reactive oxygen species in mammalian cells. Mitochondrion 12:
1-4

46.

Hanschmann EM, Godoy JR, Berndt C, Hudemann C, Lillig CH. 2013.
Thioredoxins, glutaredoxins, and peroxiredoxins--molecular mechanisms and
health significance: from cofactors to antioxidants to redox signaling. Antioxid
Redox Signal 19: 1539-605

47.

Nathan C, Cunningham-Bussel A. 2013. Beyond oxidative stress: an
immunologist's guide to reactive oxygen species. Nat Rev Immunol 13: 349-61

48.

Finkel T, Holbrook NJ. 2000. Oxidants, oxidative stress and the biology of
ageing. Nature 408: 239-47

49.

Reuter S, Gupta SC, Chaturvedi MM, Aggarwal BB. 2010. Oxidative stress,
inflammation, and cancer: how are they linked? Free Radic Biol Med 49: 160316

50.

Gorrini C, Harris IS, Mak TW. 2013. Modulation of oxidative stress as an
anticancer strategy. Nat Rev Drug Discov 12: 931-47

51.

Trachootham D, Alexandre J, Huang P. 2009. Targeting cancer cells by ROSmediated mechanisms: a radical therapeutic approach? Nat Rev Drug Discov
8: 579-91

52.

Babior BM. 1984. The respiratory burst of phagocytes. J Clin Invest 73: 599601

53.

Quinn MT. 2004. Structure and regulation of the neutrophil respiratory burst
oxidase: comparison with nonphagocyte oxidases. J Leukoc Biol 76: 760-81

54.

Robinson JM. 2009. Phagocytic leukocytes and reactive oxygen species.
Histochem Cell Biol 131: 465-9

55.

Dupre-Crochet S, Erard M, Nubetae O. 2013. ROS production in phagocytes:
why, when, and where? J Leukoc Biol 94: 657-70

56.

Savina A, Jancic C, Hugues S, Guermonprez P, Vargas P, Moura IC, LennonDumenil AM, Seabra MC, Raposo G, Amigorena S. 2006. NOX2 controls
phagosomal pH to regulate antigen processing during crosspresentation by
dendritic cells. Cell 126: 205-18

101

57.

Mantegazza AR, Savina A, Vermeulen M, Perez L, Geffner J, Hermine O,
Rosenzweig SD, Faure F, Amigorena S. 2008. NADPH oxidase controls
phagosomal pH and antigen cross-presentation in human dendritic cells.
Blood 112: 4712-22

58.

Song E, Jaishankar GB, Saleh H, Jithpratuck W, Sahni R, Krishnaswamy G.
2011. Chronic granulomatous disease: a review of the infectious and
inflammatory complications. Clin Mol Allergy 9: 10

59.

Lambeth JD. 2004. NOX enzymes and the biology of reactive oxygen. Nat
Rev Immunol 4: 181-9

60.

Bedard K, Krause KH. 2007. The NOX family of ROS-generating NADPH
oxidases: physiology and pathophysiology. Physiol Rev 87: 245-313

61.

Dickinson BC, Chang CJ. 2011. Chemistry and biology of reactive oxygen
species in signaling or stress responses. Nat Chem Biol 7: 504-11

62.

Holmstrom KM, Finkel T. 2014. Cellular mechanisms and physiological
consequences of redox-dependent signalling. Nat Rev Mol Cell Biol 15: 41121

63.

Gough DR, Cotter TG. 2011. Hydrogen peroxide: a Jekyll and Hyde signalling
molecule. Cell Death Dis 2: e213

64.

Marino SM, Gladyshev VN. 2010. Cysteine function governs its conservation
and degeneration and restricts its utilization on protein surfaces. J Mol Biol
404: 902-16

65.

Garcia-Santamarina S, Boronat S, Hidalgo E. 2014. Reversible cysteine
oxidation in hydrogen peroxide sensing and signal transduction. Biochemistry
53: 2560-80

66.

Poole LB, Karplus PA, Claiborne A. 2004. Protein sulfenic acids in redox
signaling. Annu Rev Pharmacol Toxicol 44: 325-47

67.

Lo Conte M, Carroll KS. 2013. The redox biochemistry of protein sulfenylation
and sulfinylation. J Biol Chem 288: 26480-8

68.

D'Autreaux B, Toledano MB. 2007. ROS as signalling molecules: mechanisms
that generate specificity in ROS homeostasis. Nat Rev Mol Cell Biol 8: 813-24

69.

Drazic A, Winter J. 2014. The physiological role of reversible methionine
oxidation. Biochim Biophys Acta 1844: 1367-82

70.

Ruchko MV, Gorodnya OM, Pastukh VM, Swiger BM, Middleton NS, Wilson
GL, Gillespie MN. 2009. Hypoxia-induced oxidative base modifications in the
102

VEGF hypoxia-response element are associated with transcriptionally active
nucleosomes. Free Radic Biol Med 46: 352-9
71.

Brown DI, Griendling KK. 2009. Nox proteins in signal transduction. Free
Radic Biol Med 47: 1239-53

72.

Gorlach A, Klappa P, Kietzmann T. 2006. The endoplasmic reticulum: folding,
calcium homeostasis, signaling, and redox control. Antioxid Redox Signal 8:
1391-418

73.

Hamanaka RB, Chandel NS. 2010. Mitochondrial reactive oxygen species
regulate cellular signaling and dictate biological outcomes. Trends Biochem
Sci 35: 505-13

74.

Rigoulet M, Yoboue ED, Devin A. 2011. Mitochondrial ROS generation and its
regulation: mechanisms involved in H(2)O(2) signaling. Antioxid Redox Signal
14: 459-68

75.

Sandalio LM, Rodriguez-Serrano M, Romero-Puertas MC, del Rio LA. 2013.
Role of peroxisomes as a source of reactive oxygen species (ROS) signaling
molecules. Subcell Biochem 69: 231-55

76.

Ushio-Fukai M. 2006. Localizing NADPH oxidase-derived ROS. Sci STKE
2006: re8

77.

Ushio-Fukai M. 2009. Compartmentalization of redox signaling through
NADPH oxidase-derived ROS. Antioxid Redox Signal 11: 1289-99

78.

Rhee SG, Kang SW, Jeong W, Chang T-S, Yang K-S, Woo HA. 2005.
Intracellular messenger function of hydrogen peroxide and its regulation by
peroxiredoxins. Curr Opin Cell Biol 17: 183-9

79.

Rhee SG, Chae HZ, Kim K. 2005. Peroxiredoxins: A historical overview and
speculative preview of novel mechanisms and emerging concepts in cell
signaling. Free Radic Biol Med 38: 1543-52

80.

Neumann CA, Cao J, Manevich Y. 2009. Peroxiredoxin 1 and its role in cell
signaling. Cell Cycle 8: 4072-8

81.

Perkins A, Nelson KJ, Parsonage D, Poole LB, Karplus PA. 2015.
Peroxiredoxins: guardians against oxidative stress and modulators of peroxide
signaling. Trends Biochem Sci 40: 435-45

82.

Simeoni L, Bogeski I. 2015. Redox regulation of T-cell receptor signaling. Biol
Chem 396: 555-68

103

83.

Zhang JH, Ferrante A, Arrigo AP, Dayer JM. 1992. Neutrophil stimulation and
priming by direct contact with activated human T lymphocytes. J Immunol 148:
177-81

84.

Cemerski S, Cantagrel A, Van Meerwijk JP, Romagnoli P. 2002. Reactive
oxygen species differentially affect T cell receptor-signaling pathways. J Biol
Chem 277: 19585-93

85.

Flescher E, Ledbetter JA, Schieven GL, Vela-Roch N, Fossum D, Dang H,
Ogawa N, Talal N. 1994. Longitudinal exposure of human T lymphocytes to
weak oxidative stress suppresses transmembrane and nuclear signal
transduction. J Immunol 153: 4880-9

86.

Schieven GL, Mittler RS, Nadler SG, Kirihara JM, Bolen JB, Kanner SB,
Ledbetter JA. 1994. ZAP-70 tyrosine kinase, CD45, and T cell receptor
involvement in UV- and H2O2-induced T cell signal transduction. J Biol Chem
269: 20718-26

87.

Griffith CE, Zhang W, Wange RL. 1998. ZAP-70-dependent and -independent
activation of Erk in Jurkat T cells. Differences in signaling induced by H2o2
and Cd3 cross-linking. J Biol Chem 273: 10771-6

88.

Hardwick JS, Sefton BM. 1995. Activation of the Lck tyrosine protein kinase by
hydrogen peroxide requires the phosphorylation of Tyr-394. Proc Natl Acad
Sci U S A 92: 4527-31

89.

Hardwick JS, Sefton BM. 1997. The activated form of the Lck tyrosine protein
kinase in cells exposed to hydrogen peroxide is phosphorylated at both Tyr394 and Tyr-505. J Biol Chem 272: 25429-32

90.

Reyes BM, Danese S, Sans M, Fiocchi C, Levine AD. 2005. Redox equilibrium
in mucosal T cells tunes the intestinal TCR signaling threshold. J Immunol
175: 2158-66

91.

Gmunder H, Eck HP, Benninghoff B, Roth S, Droge W. 1990. Macrophages
regulate intracellular glutathione levels of lymphocytes. Evidence for an
immunoregulatory role of cysteine. Cell Immunol 129: 32-46

92.

Angelini G, Gardella S, Ardy M, Ciriolo MR, Filomeni G, Di Trapani G, Clarke
F, Sitia R, Rubartelli A. 2002. Antigen-presenting dendritic cells provide the
reducing extracellular microenvironment required for T lymphocyte activation.
Proc Natl Acad Sci U S A 99: 1491-6

104

93.

Martner A, Aurelius J, Rydstrom A, Hellstrand K, Thoren FB. 2011. Redox
Remodeling by Dendritic Cells Protects Antigen-Specific T Cells against
Oxidative Stress. J Immunol 187: 6243-8

94.

Yan Z, Garg SK, Kipnis J, Banerjee R. 2009. Extracellular redox modulation by
regulatory T cells. Nat Chem Biol 5: 721-3

95.

Yan Z, Garg SK, Banerjee R. 2010. Regulatory T cells interfere with
glutathione metabolism in dendritic cells and T cells. J Biol Chem 285: 4152532

96.

Mougiakakos D, Johansson CC, Kiessling R. 2009. Naturally occurring
regulatory T cells show reduced sensitivity toward oxidative stress-induced cell
death. Blood 113: 3542-5

97.

Mougiakakos D, Johansson CC, Jitschin R, Bottcher M, Kiessling R. 2011.
Increased thioredoxin-1 production in human naturally occurring regulatory T
cells confers enhanced tolerance to oxidative stress. Blood 117: 857-61

98.

Liang CM, Lee N, Cattell D, Liang SM. 1989. Glutathione regulates interleukin2 activity on cytotoxic T-cells. J Biol Chem 264: 13519-23

99.

Gmunder H, Roth S, Eck HP, Gallas H, Mihm S, Droge W. 1990. Interleukin-2
mRNA expression, lymphokine production and DNA synthesis in glutathionedepleted T cells. Cell Immunol 130: 520-8

100.

Suthanthiran M, Anderson ME, Sharma VK, Meister A. 1990. Glutathione
regulates activation-dependent DNA synthesis in highly purified normal human
T lymphocytes stimulated via the CD2 and CD3 antigens. Proc Natl Acad Sci
U S A 87: 3343-7

101.

Smyth MJ. 1991. Glutathione modulates activation-dependent proliferation of
human peripheral blood lymphocyte populations without regulating their
activated function. J Immunol 146: 1921-7

102.

Gringhuis SI, Papendrecht-van der Voort EA, Leow A, Nivine Levarht EW,
Breedveld FC, Verweij CL. 2002. Effect of redox balance alterations on
cellular localization of LAT and downstream T-cell receptor signaling
pathways. Mol Cell Biol 22: 400-11

103.

Staal FJ, Anderson MT, Staal GE, Herzenberg LA, Gitler C. 1994. Redox
regulation of signal transduction: tyrosine phosphorylation and calcium influx.
Proc Natl Acad Sci U S A 91: 3619-22

105

104.

Lo TC, Barnhill LM, Kim Y, Nakae EA, Yu AL, Diccianni MB. 2009. Inactivation
of SHIP1 in T-cell acute lymphoblastic leukemia due to mutation and extensive
alternative splicing. Leuk Res 33: 1562-6

105.

Benichou G, Kanellopoulos JM, Mitenne F, Galanaud P, Leca G. 1989. T-cell
chemiluminescence. A novel aspect of T-cell membrane activation studied
with a Jurkat tumour cell line. Scand J Immunol 30: 265-9

106.

Suzuki Y, Ono Y. 1999. Involvement of reactive oxygen species produced via
NADPH oxidase in tyrosine phosphorylation in human B- and T-lineage
lymphoid cells. Biochem Biophys Res Commun 255: 262-7

107.

Sekkat C, Dornand J, Gerber M. 1988. Oxidative phenomena are implicated in
human T-cell stimulation. Immunology 63: 431-7

108.

Gulow K, Kaminski M, Darvas K, Suss D, Li-Weber M, Krammer PH. 2005.
HIV-1 trans-activator of transcription substitutes for oxidative signaling in
activation-induced T cell death. J Immunol 174: 5249-60

109.

Remans PH, Gringhuis SI, van Laar JM, Sanders ME, Papendrecht-van der
Voort EA, Zwartkruis FJ, Levarht EW, Rosas M, Coffer PJ, Breedveld FC, Bos
JL, Tak PP, Verweij CL, Reedquist KA. 2004. Rap1 signaling is required for
suppression of Ras-generated reactive oxygen species and protection against
oxidative stress in T lymphocytes. J Immunol 173: 920-31

110.

Kaminski M, Kiessling M, Suss D, Krammer PH, Gulow K. 2007. Novel Role
for Mitochondria: Protein Kinase C -Dependent Oxidative Signaling Organelles
in Activation-Induced T-Cell Death. Mol Cell Biol 27: 3625-39

111.

Kwon J, Devadas S, Williams MS. 2003. T cell receptor-stimulated generation
of hydrogen peroxide inhibits MEK-ERK activation and lck serine
phosphorylation. Free Radic Biol Med 35: 406-17

112.

Kwon J, Shatynski KE, Chen H, Morand S, de Deken X, Miot F, Leto TL,
Williams MS. 2010. The nonphagocytic NADPH oxidase Duox1 mediates a
positive feedback loop during T cell receptor signaling. Sci Signal 3: ra59

113.

Ledderose C, Bao Y, Lidicky M, Zipperle J, Li L, Strasser K, Shapiro NI,
Junger WG. 2014. Mitochondria are gate-keepers of T cell function by
producing the ATP that drives purinergic signaling. J Biol Chem 289: 25936-45

114.

Pardo M, Melendez JA, Tirosh O. 2006. Manganese superoxide dismutase
inactivation during Fas (CD95)-mediated apoptosis in Jurkat T cells. Free
Radic Biol Med 41: 1795-806
106

115.

Franco R, Panayiotidis MI, Cidlowski JA. 2007. Glutathione depletion is
necessary for apoptosis in lymphoid cells independent of reactive oxygen
species formation. J Biol Chem 282: 30452-65

116.

Jackson SH, Devadas S, Kwon J, Pinto LA, Williams MS. 2004. T cells
express a phagocyte-type NADPH oxidase that is activated after T cell
receptor stimulation. Nat Immunol 5: 818-27

117.

Devadas S, Zaritskaya L, Rhee SG, Oberley L, Williams MS. 2002. Discrete
generation of superoxide and hydrogen peroxide by T cell receptor
stimulation: selective regulation of mitogen-activated protein kinase activation
and fas ligand expression. J Exp Med 195: 59-70

118.

Kaminski MM, Roth D, Sass S, Sauer SW, Krammer PH, Gulow K. 2012.
Manganese superoxide dismutase: a regulator of T cell activation-induced
oxidative signaling and cell death. Biochim Biophys Acta 1823: 1041-52

119.

Purushothaman D, Sarin A. 2009. Cytokine-dependent regulation of NADPH
oxidase activity and the consequences for activated T cell homeostasis. J Exp
Med 206: 1515-23

120.

Hehner SP, Breitkreutz R, Shubinsky G, Unsoeld H, Schulze-Osthoff K,
Schmitz ML, Droge W. 2000. Enhancement of T cell receptor signaling by a
mild oxidative shift in the intracellular thiol pool. J Immunol 165: 4319-28

121.

Lee K, Esselman WJ. 2001. cAMP potentiates H(2)O(2)-induced ERK1/2
phosphorylation without the requirement for MEK1/2 phosphorylation. Cell
Signal 13: 645-52

122.

Abe J, Okuda M, Huang Q, Yoshizumi M, Berk BC. 2000. Reactive oxygen
species activate p90 ribosomal S6 kinase via Fyn and Ras. J Biol Chem 275:
1739-48

123.

Lee K, Esselman WJ. 2002. Inhibition of PTPs by H(2)O(2) regulates the
activation of distinct MAPK pathways. Free Radic Biol Med 33: 1121-32

124.

Schreck R, Rieber P, Baeuerle PA. 1991. Reactive oxygen intermediates as
apparently widely used messengers in the activation of the NF-kappa B
transcription factor and HIV-1. EMBO J 10: 2247-58

125.

Liu B, Hackshaw KV, Whisler RL. 1996. Calcium signals and protein tyrosine
kinases are required for the induction of c-jun in Jurkat cells stimulated by the
T cell-receptor complex and oxidative signals. J Interferon Cytokine Res 16:
77-90
107

126.

Beiqing L, Chen M, Whisler RL. 1996. Sublethal levels of oxidative stress
stimulate transcriptional activation of c-jun and suppress IL-2 promoter
activation in Jurkat T cells. J Immunol 157: 160-9

127.

Lahdenpohja N, Savinainen K, Hurme M. 1998. Pre-exposure to oxidative
stress decreases the nuclear factor-kappa B-dependent transcription in T
lymphocytes. J Immunol 160: 1354-8

128.

Bauer MK, Vogt M, Los M, Siegel J, Wesselborg S, Schulze-Osthoff K. 1998.
Role of reactive oxygen intermediates in activation-induced CD95 (APO1/Fas) ligand expression. J Biol Chem 273: 8048-55

129.

Takahashi A, Hanson MG, Norell HR, Havelka AM, Kono K, Malmberg KJ,
Kiessling RV. 2005. Preferential cell death of CD8+ effector memory (CCR7CD45RA-) T cells by hydrogen peroxide-induced oxidative stress. J Immunol
174: 6080-7

130.

Bogeski I, Kummerow C, Al-Ansary D, Schwarz EC, Koehler R, Kozai D,
Takahashi N, Peinelt C, Griesemer D, Bozem M, Mori Y, Hoth M, Niemeyer
BA. 2010. Differential redox regulation of ORAI ion channels: a mechanism to
tune cellular calcium signaling. Sci Signal 3: ra24

131.

Gill T, Levine AD. 2013. Mitochondria-derived hydrogen peroxide selectively
enhances T cell receptor-initiated signal transduction. J Biol Chem 288:
26246-55

132.

Israel N, Gougerot-Pocidalo MA, Aillet F, Virelizier JL. 1992. Redox status of
cells influences constitutive or induced NF-kappa B translocation and HIV long
terminal repeat activity in human T and monocytic cell lines. J Immunol 149:
3386-93

133.

Li-Weber M, Giaisi M, Treiber MK, Krammer PH. 2002. Vitamin E inhibits IL-4
gene expression in peripheral blood T cells. Eur J Immunol 32: 2401-8

134.

Kaminski MM, Sauer SW, Klemke CD, Suss D, Okun JG, Krammer PH, Gulow
K. 2010. Mitochondrial Reactive Oxygen Species Control T Cell Activation by
Regulating IL-2 and IL-4 Expression: Mechanism of Ciprofloxacin-Mediated
Immunosuppression. J Immunol 184: 4827-41

135.

Williams MS, Henkart PA. 1996. Role of reactive oxygen intermediates in
TCR-induced death of T cell blasts and hybridomas. J Immunol 157: 2395-402

108

136.

Carlisle ML, King MR, Karp DR. 2003. Gamma-glutamyl transpeptidase
activity alters the T cell response to oxidative stress and Fas-induced
apoptosis. Int Immunol 15: 17-27

137.

Franco R, Cidlowski JA. 2006. SLCO/OATP-like transport of glutathione in
FasL-induced apoptosis: glutathione efflux is coupled to an organic anion
exchange and is necessary for the progression of the execution phase of
apoptosis. J Biol Chem 281: 29542-57

138.

Pricop L, Gokhale J, Redecha P, Ng SC, Salmon JE. 1999. Reactive oxygen
intermediates enhance Fc gamma receptor signaling and amplify phagocytic
capacity. J Immunol 162: 7041-8

139.

Michalek RD, Nelson KJ, Holbrook BC, Yi JS, Stridiron D, Daniel LW, Fetrow
JS, King SB, Poole LB, Grayson JM. 2007. The requirement of reversible
cysteine sulfenic acid formation for T cell activation and function. J Immunol
179: 6456-67

140.

Los M, Schenk H, Hexel K, Baeuerle PA, Droge W, Schulze-Osthoff K. 1995.
IL-2 gene expression and NF-kappa B activation through CD28 requires
reactive oxygen production by 5-lipoxygenase. EMBO J 14: 3731-40

141.

Lahdenpohja N, Hurme M. 1998. CD28-mediated activation in CD45RA+ and
CD45RO+ T cells: enhanced levels of reactive oxygen intermediates and cRel nuclear translocation in CD45RA+ cells. J Leukoc Biol 63: 775-80

142.

Tse HM, Thayer TC, Steele C, Cuda CM, Morel L, Piganelli JD, Mathews CE.
2010. NADPH oxidase deficiency regulates Th lineage commitment and
modulates autoimmunity. J Immunol 185: 5247-58

143.

Sena LA, Li S, Jairaman A, Prakriya M, Ezponda T, Hildeman DA, Wang CR,
Schumacker PT, Licht JD, Perlman H, Bryce PJ, Chandel NS. 2013.
Mitochondria are required for antigen-specific T cell activation through reactive
oxygen species signaling. Immunity 38: 225-36

144.

Shatynski KE, Chen H, Kwon J, Williams MS. 2012. Decreased STAT5
phosphorylation and GATA-3 expression in NOX2-deficient T cells: role in T
helper development. Eur J Immunol 42: 3202-11

145.

Lahdenpohja N, Hurme M. 1996. Naive (CD45RA+) T lymphocytes are more
sensitive to oxidative stress-induced signals than memory (CD45RO+) cells.
Cell Immunol 173: 282-6

109

146.

Malmberg KJ, Arulampalam V, Ichihara F, Petersson M, Seki K, Andersson T,
Lenkei R, Masucci G, Pettersson S, Kiessling R. 2001. Inhibition of
activated/memory (CD45RO(+)) T cells by oxidative stress associated with
block of NF-kappaB activation. J Immunol 167: 2595-601

147.

Roth S, Droge W. 1987. Regulation of T-cell activation and T-cell growth factor
(TCGF) production by hydrogen peroxide. Cell Immunol 108: 417-24

148.

Hara-Chikuma M, Chikuma S, Sugiyama Y, Kabashima K, Verkman AS, Inoue
S, Miyachi Y. 2012. Chemokine-dependent T cell migration requires
aquaporin-3-mediated hydrogen peroxide uptake. J Exp Med 209: 1743-52

149.

Gerber M, Ball D, Michel F, Crastes de Paulet A. 1985. Mechanism of
enhancing effect of irradiation on production of IL-2. Immunol Lett 9: 279-83

150.

Chaudhri G, Hunt NH, Clark IA, Ceredig R. 1988. Antioxidants inhibit
proliferation and cell surface expression of receptors for interleukin-2 and
transferrin in T lymphocytes stimulated with phorbol myristate acetate and
ionomycin. Cell Immunol 115: 204-13

151.

Dornand J, Gerber M. 1989. Inhibition of murine T-cell responses by antioxidants: the targets of lipo-oxygenase pathway inhibitors. Immunology 68:
384-91

152.

Nelson KJ, Klomsiri C, Codreanu SG, Soito L, Liebler DC, Rogers LC, Daniel
LW, Poole LB. 2010. Use of dimedone-based chemical probes for sulfenic
acid detection methods to visualize and identify labeled proteins. Methods
Enzymol 473: 95-115

153.

Frauwirth KA, Riley JL, Harris MH, Parry RV, Rathmell JC, Plas DR, Elstrom
RL, June CH, Thompson CB. 2002. The CD28 signaling pathway regulates
glucose metabolism. Immunity 16: 769-77

154.

Wang R, Dillon CP, Shi LZ, Milasta S, Carter R, Finkelstein D, McCormick LL,
Fitzgerald P, Chi H, Munger J, Green DR. 2011. The transcription factor Myc
controls metabolic reprogramming upon T lymphocyte activation. Immunity 35:
871-82

155.

Chang CH, Curtis JD, Maggi LB, Jr., Faubert B, Villarino AV, O'Sullivan D,
Huang SC, van der Windt GJ, Blagih J, Qiu J, Weber JD, Pearce EJ, Jones
RG, Pearce EL. 2013. Posttranscriptional control of T cell effector function by
aerobic glycolysis. Cell 153: 1239-51

110

156.

Michalek RD, Gerriets VA, Jacobs SR, Macintyre AN, MacIver NJ, Mason EF,
Sullivan SA, Nichols AG, Rathmell JC. 2011. Cutting edge: distinct glycolytic
and lipid oxidative metabolic programs are essential for effector and regulatory
CD4+ T cell subsets. J Immunol 186: 3299-303

157.

Pearce EL, Walsh MC, Cejas PJ, Harms GM, Shen H, Wang LS, Jones RG,
Choi Y. 2009. Enhancing CD8 T-cell memory by modulating fatty acid
metabolism. Nature 460: 103-7

158.

van der Windt Gerritje JW, Everts B, Chang C-H, Curtis Jonathan D, Freitas
Tori C, Amiel E, Pearce Edward J, Pearce Erika L. 2012. Mitochondrial
Respiratory Capacity Is a Critical Regulator of CD8+ T Cell Memory
Development. Immunity 36: 68-78

159.

Hoth M, Fanger CM, Lewis RS. 1997. Mitochondrial regulation of storeoperated calcium signaling in T lymphocytes. J Cell Biol 137: 633-48

160.

Hoth M, Button DC, Lewis RS. 2000. Mitochondrial control of calcium-channel
gating: a mechanism for sustained signaling and transcriptional activation in T
lymphocytes. Proc Natl Acad Sci U S A 97: 10607-12

161.

Quintana A, Schwarz EC, Schwindling C, Lipp P, Kaestner L, Hoth M. 2006.
Sustained activity of calcium release-activated calcium channels requires
translocation of mitochondria to the plasma membrane. J Biol Chem 281:
40302-9

162.

Quintana A, Schwindling C, Wenning AS, Becherer U, Rettig J, Schwarz EC,
Hoth M. 2007. T cell activation requires mitochondrial translocation to the
immunological synapse. Proc Natl Acad Sci U S A 104: 14418-23

163.

Quintana A, Kummerow C, Junker C, Becherer U, Hoth M. 2009.
Morphological changes of T cells following formation of the immunological
synapse modulate intracellular calcium signals. Cell Calcium 45: 109-22

164.

Schwindling C, Quintana A, Krause E, Hoth M. 2010. Mitochondria positioning
controls local calcium influx in T cells. J Immunol 184: 184-90

165.

Gunter KK, Gunter TE. 1994. Transport of calcium by mitochondria. J
Bioenerg Biomembr 26: 471-85

166.

Kirichok Y, Krapivinsky G, Clapham DE. 2004. The mitochondrial calcium
uniporter is a highly selective ion channel. Nature 427: 360-4

111

167.

Grayson JM, Laniewski NG, Lanier JG, Ahmed R. 2003. Mitochondrial
potential and reactive oxygen intermediates in antigen-specific CD8+ T cells
during viral infection. J Immunol 170: 4745-51

168.

D’Souza AD, Parikh N, Kaech SM, Shadel GS. 2007. Convergence of multiple
signaling pathways is required to coordinately up-regulate mtDNA and
mitochondrial biogenesis during T cell activation. Mitochondrion 7: 374-85

169.

Yi JS, Holbrook BC, Michalek RD, Laniewski NG, Grayson JM. 2006. Electron
transport complex I is required for CD8+ T cell function. J Immunol 177: 85262

170.

Arndt B, Poltorak M, Kowtharapu BS, Reichardt P, Philipsen L, Lindquist JA,
Schraven B, Simeoni L. 2013. Analysis of TCR activation kinetics in primary
human T cells upon focal or soluble stimulation. J Immunol Methods 387: 27683

171.

Poltorak M, Arndt B, Kowtharapu BS, Reddycherla AV, Witte V, Lindquist JA,
Schraven B, Simeoni L. 2013. TCR activation kinetics and feedback regulation
in primary human T cells. Cell Commun Signal 11: 11

172.

Beningo KA, Wang YL. 2002. Fc-receptor-mediated phagocytosis is regulated
by mechanical properties of the target. J Cell Sci 115: 849-56

173.

Gomes A, Fernandes E, Lima JLFC. 2005. Fluorescence probes used for
detection of reactive oxygen species. J Biochem Biophys Methods 65: 45-80

174.

Cross AR, Jones OT. 1986. The effect of the inhibitor diphenylene iodonium
on the superoxide-generating system of neutrophils. Specific labelling of a
component polypeptide of the oxidase. Biochem J 237: 111-6

175.

Kono H, Rusyn I, Uesugi T, Yamashina S, Connor HD, Dikalova A, Mason RP,
Thurman RG. 2001. Diphenyleneiodonium sulfate, an NADPH oxidase
inhibitor, prevents early alcohol-induced liver injury in the rat. Am J Physiol
Gastrointest Liver Physiol 280: G1005-12

176.

Wang Q, Chu CH, Oyarzabal E, Jiang L, Chen SH, Wilson B, Qian L, Hong
JS. 2014. Subpicomolar diphenyleneiodonium inhibits microglial NADPH
oxidase with high specificity and shows great potential as a therapeutic agent
for neurodegenerative diseases. Glia 62: 2034-43

177.

Wang Q, Qian L, Chen SH, Chu CH, Wilson B, Oyarzabal E, Ali S, Robinson
B, Rao D, Hong JS. 2015. Post-treatment with an ultra-low dose of NADPH

112

oxidase inhibitor diphenyleneiodonium attenuates disease progression in
multiple Parkinson's disease models. Brain 138: 1247-62
178.

Holland PC, Clark MG, Bloxham DP, Lardy HA. 1973. Mechanism of action of
the hypoglycemic agent diphenyleneiodonium. J Biol Chem 248: 6050-6

179.

Ragan CI, Bloxham DP. 1977. Specific labelling of a constituent polypeptide of
bovine heart mitochondrial reduced nicotinamide-adenine dinucleotideubiquinone reductase by the inhibitor diphenyleneiodonium. Biochem J 163:
605-15

180.

Majander A, Finel M, Wikstrom M. 1994. Diphenyleneiodonium inhibits
reduction of iron-sulfur clusters in the mitochondrial NADH-ubiquinone
oxidoreductase (Complex I). J Biol Chem 269: 21037-42

181.

Liu Y, Fiskum G, Schubert D. 2002. Generation of reactive oxygen species by
the mitochondrial electron transport chain. J Neurochem 80: 780-7

182.

Li N, Ragheb K, Lawler G, Sturgis J, Rajwa B, Melendez JA, Robinson JP.
2003. DPI induces mitochondrial superoxide-mediated apoptosis. Free Radic
Biol Med 34: 465-77

183.

Riganti C, Gazzano E, Polimeni M, Costamagna C, Bosia A, Ghigo D. 2004.
Diphenyleneiodonium inhibits the cell redox metabolism and induces oxidative
stress. J Biol Chem 279: 47726-31

184.

Tazzeo T, Worek F, Janssen L. 2009. The NADPH oxidase inhibitor
diphenyleneiodonium is also a potent inhibitor of cholinesterases and the
internal Ca(2+) pump. Br J Pharmacol 158: 790-6

185.

Schuler F, Yano T, Di Bernardo S, Yagi T, Yankovskaya V, Singer TP, Casida
JE. 1999. NADH-quinone oxidoreductase: PSST subunit couples electron
transfer from iron-sulfur cluster N2 to quinone. Proc Natl Acad Sci U S A 96:
4149-53

186.

Johnson LV, Walsh ML, Bockus BJ, Chen LB. 1981. Monitoring of relative
mitochondrial membrane potential in living cells by fluorescence microscopy. J
Cell Biol 88: 526-35

187.

Cho JH, Balasubramanyam M, Chernaya G, Gardner JP, Aviv A, Reeves JP,
Dargis PG, Christian EP. 1997. Oligomycin inhibits store-operated channels by
a mechanism independent of its effects on mitochondrial ATP. Biochem J 324
( Pt 3): 971-80

113

188.

Penefsky HS. 1985. Mechanism of inhibition of mitochondrial adenosine
triphosphatase by dicyclohexylcarbodiimide and oligomycin: relationship to
ATP synthesis. Proc Natl Acad Sci U S A 82: 1589-93

189.

Mozo J, Ferry G, Studeny A, Pecqueur C, Rodriguez M, Boutin JA, Bouillaud
F. 2006. Expression of UCP3 in CHO cells does not cause uncoupling, but
controls mitochondrial activity in the presence of glucose. Biochem J 393: 4319

190.

Gamberucci A, Innocenti B, Fulceri R, Banhegyi G, Giunti R, Pozzan T,
Benedetti A. 1994. Modulation of Ca2+ influx dependent on store depletion by
intracellular adenine-guanine nucleotide levels. J Biol Chem 269: 23597-602

191.

Innocenti B, Pozzan T, Fasolato C. 1996. Intracellular ADP modulates the
Ca2+ release-activated Ca2+ current in a temperature- and Ca2+-dependent
Way. J Biol Chem 271: 8582-7

192.

Thayer SA, Miller RJ. 1990. Regulation of the intracellular free calcium
concentration in single rat dorsal root ganglion neurones in vitro. J Physiol
425: 85-115

193.

Linsinger G, Wilhelm S, Wagner H, Hacker G. 1999. Uncouplers of oxidative
phosphorylation can enhance a Fas death signal. Mol Cell Biol 19: 3299-311

194.

Lim ML, Minamikawa T, Nagley P. 2001. The protonophore CCCP induces
mitochondrial permeability transition without cytochrome c release in human
osteosarcoma cells. FEBS Lett 503: 69-74

195.

Chaudhari AA, Seol JW, Kim SJ, Lee YJ, Kang HS, Kim IS, Kim NS, Park SY.
2007. Reactive oxygen species regulate Bax translocation and mitochondrial
transmembrane potential, a possible mechanism for enhanced TRAIL-induced
apoptosis by CCCP. Oncol Rep 18: 71-6

196.

Rabesandratana H, Fournier AM, Chateau MT, Serre A, Dornand J. 1992.
Increased oxidative metabolism in PMA-activated lymphocytes: a flow
cytometric study. Int J Immunopharmacol 14: 895-902

197.

Tatla S, Woodhead V, Foreman JC, Chain BM. 1999. The role of reactive
oxygen species in triggering proliferation and IL-2 secretion in T cells. Free
Radic Biol Med 26: 14-24

198.

Hivroz C, Chemin K, Tourret M, Bohineust A. 2012. Crosstalk between T
lymphocytes and dendritic cells. Crit Rev Immunol 32: 139-55

114

199.

Ohnishi ST, Ohnishi T, Muranaka S, Fujita H, Kimura H, Uemura K, Yoshida
K, Utsumi K. 2005. A possible site of superoxide generation in the complex I
segment of rat heart mitochondria. J Bioenerg Biomembr 37: 1-15

200.

Lambert AJ, Buckingham JA, Boysen HM, Brand MD. 2008.
Diphenyleneiodonium acutely inhibits reactive oxygen species production by
mitochondrial complex I during reverse, but not forward electron transport.
Biochim Biophys Acta 1777: 397-403

201.

Yuan X, Zhou Y, Wang W, Li J, Xie G, Zhao Y, Xu D, Shen L. 2013. Activation
of TLR4 signaling promotes gastric cancer progression by inducing
mitochondrial ROS production. Cell Death Dis 4: e794

202.

Liu Y, Schubert DR. 2009. The specificity of neuroprotection by antioxidants. J
Biomed Sci 16: 98

203.

Gyulkhandanyan AV, Pennefather PS. 2004. Shift in the localization of sites of
hydrogen peroxide production in brain mitochondria by mitochondrial stress. J
Neurochem 90: 405-21

204.

Fato R, Bergamini C, Bortolus M, Maniero AL, Leoni S, Ohnishi T, Lenaz G.
2009. Differential effects of mitochondrial Complex I inhibitors on production of
reactive oxygen species. Biochim Biophys Acta 1787: 384-92

205.

Skulachev VP. 1996. Role of uncoupled and non-coupled oxidations in
maintenance of safely low levels of oxygen and its one-electron reductants. Q
Rev Biophys 29: 169-202

206.

Mehta JP, Campian JL, Guardiola J, Cabrera JA, Weir EK, Eaton JW. 2008.
Generation of oxidants by hypoxic human pulmonary and coronary smoothmuscle cells. Chest 133: 1410-4

207.

Morota S, Piel S, Hansson MJ. 2013. Respiratory uncoupling by increased
H(+) or K(+) flux is beneficial for heart mitochondrial turnover of reactive
oxygen species but not for permeability transition. BMC Cell Biol 14: 40

115

Curriculum vitae of Aleksey V. Belikov
Personal information
Date of birth:
Place of birth:
Citizenship:

28.06.1987
Moscow, Russia
Russian

E-mail:

belikov.research@gmail.com

ORCID:
ResearcherID:

0000-0002-4261-1024
G-7716-2014

Work experience
2014-2014

Researcher at the Life Sciences Centre,
Moscow Institute of Physics and Technology, Moscow,
Russia
Project: Validation of in-silico model for geroprotective
drug prediction on the culture of primary human fibroblasts

2009-2013

Research assistant/PhD student at the
Institute of Molecular and Clinical Immunology,
Otto-von-Guericke University, Magdeburg, Germany
Project 1: The role of reactive oxygen species and
mitochondria in T-cell activation
Project 2: The importance of post-translational oxidative
modifications of cysteine residues for the function of Lck
and Zap70

Higher education
2009

Diploma in Physiology
Lomonosov Moscow State University, Moscow, Russia
Diploma thesis: Comparison of different cell viability
determination methods for cytogerontological experiments

2004-2009

Biological faculty of Lomonosov Moscow State University,
Moscow, Russia
Major subjects: Immunology and Microbiology
116

Minor subjects: Mathematics, Physics, Chemistry, Botany,
Zoology, Ecology, Cytology, Histology, Physiology,
Embryology, Biophysics, Biochemistry, Molecular Biology,
Genetics
Specialized courses: Biotechnology and Bioenergetics
Student research project: The influence of antibiotics,
H2O2 and menadione on the growth and viability of E. coli
cultures

Additional education
2010-2011

German language course, Otto-von-Guericke University,
Magdeburg, Germany

1994-2002

Private English language school “LinguaRex”, Moscow,
Russia

Qualifications
Linguistic proficiency

English (Fluent)
Russian (Native)
German (Basic)

Laboratory skills

Gradient cell separation and magnetic cell sorting
Mammalian cell culture (primary/transformed,
adherent/suspension)
Fluorescence microscopy (living and fixed cells)
Flow cytometry (incl. intracellular staining and Ca2+ flux)
Microplate measurements
Western blotting (incl. Odyssey imaging)
Immunoprecipitation
RT-PCR
Agarose gel electrophoresis
siRNA and plasmid transfection
Site-directed mutagenesis
Bacteria transformation, culture, and plasmid purification
Human and mouse T-cell isolation and activation

Computer literacy

Scientific database search (Google Scholar, PubMed,
NCBI, Uniprot)
Statistical analysis and graph plotting (GraphPad Prism)
FACS data analysis (Tree Star FlowJo, BD CellQuest)
Image analysis (Kodak 1D, Li-COR Image Studio)
Mutagenesis, PCR, and sequencing primer design
Nucleotide and amino acid sequence alignment
Microsoft Word, Excel, PowerPoint, EndNote
117

Scientific publications
Belikov AV, Schraven B, Simeoni L (2015) T cells and reactive oxygen species.
Journal of Biomedical Science, 22:85
(doi: 10.1186/s12929-015-0194-3)
Belikov AV and Belikov VV (2015) A citation-based, author- and age-normalized,
logarithmic index for evaluation of individual researchers independently of publication
counts. F1000Research, 4:884
(doi: 10.12688/f1000research.7070.1)
Belikov AV, Shaposhnikov MV, Moskalev AA (2014) There Are Many Ways to Fight
Aging. Results of the Third International Conference “Genetics of Aging and
Longevity”. Acta Naturae, 6:3, 6-10
Belikov AV, Schraven B, Simeoni L (2014) TCR-triggered extracellular superoxide
production is not required for T-cell activation. Cell Communication and Signaling,
12:50
(doi: 10.1186/s12964-014-0050-1)
Belikov AV, Kiselevsky DB, Kuznetsova YE, Samuilov VD (2009) The effect of
antibiotics and reactive oxygen species on Escherichia coli cells. Bulletin of Moscow
Society of Naturalists, 114:2, 154-156

Conferences
2nd AMWC Eastern Europe Congress; Moscow, Russia, 31.5. – 1.6.2014 (talk)
IV International Conference "PhystechBio"; Moscow, Russia, 29 – 30.5.2014 (poster)
3d International Conference "Genetics of Aging and Longevity"; Sochi, Russia, 6 –
10.4.2014
Signal Transduction Society 17th Joint Meeting: Signal Transduction, Receptors,
Mediators and Genes; Weimar, Germany, 4 – 6.11.2013 (abstract)
GRK 1167 3rd International Symposium; Magdeburg, Germany, 22 – 23.11.2012
Symposium "Immunology and Inflammation"; Magdeburg, Germany, 18.10.2012
2011 Joint Annual Meeting: Italian Society of Immunology, Clinical immunology and
Allergology and German Society for Immunology; Riccione, Italy, 28.9 – 1.10.2011
(abstract, poster)
SFB-854 Meeting; Gommern, Germany, 4 – 5.11.2010
International Conference "Physiology and genetics of microorganisms in natural and
experimental systems"; Moscow, Russia, 26-28.5.2009 (abstract)
118

