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1 Introduction

Aging is inevitable but can be slowed. As we age, cells, tissues, organs and systems
are bound to become senile and develop several health-related issues that may ulti-
mately affect the health and lead to the onset of various diseases. But aging can be
healthy so that disease occurrence and progression can be prevented, postponed or
altogether avoided. Despite the fact that aging is believed to be a genetically pro-
grammed event, understanding the biochemical changes that predispose to the
development of various disorders associated with aging may lead to development of
strategies that keep the human organism healthy. Several studies in the field of aging
have been performed with specific reference to changes in gene expression and their
proteins, alterations in the activity of various enzymes and consequently alterations
in the cellular functions that results in the aging process.

There are two dominant theories of aging: damage-based and programmed. The
damage-based theory suggests that aging results from a continuous process of dam-
age, presumably to DNA, which leads to alterations in several metabolic pathways.
This theory implies that DNA damage occurs throughout the entire lifespan induced
by byproducts released during the normal cellular process or a consequence of inef-
ficient repair systems. In contrast to this, the programmed theory of aging argues
that aging is a genetically-regulated process but not as a result of random or stochas-
tic events. Although both the theories appear different, the underlying mechanism is
in both is damage to DNA that results in altered gene(s) expression or alterations in
gene expression as a programmed process. Thus, in theory, it is possible to stop, or
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even reverse aging provided that the altered gene(s) expressions can be identified
and restored to normal. In essence both theories have a strong genetic component.
It can be said that the damage-based theory of aging suggests that genetic factors
such as defensive or protective genes, have a role in aging while the programmed
theory does recognize that some forms of damage to DNA contribute to aging and
that environmental factors have a significant role in the aging process. So the differ-
ence between these two theories lies in the underlying mechanism. Damage-based
theories of aging argue that aging is predominantly a result of interactions with the
environment and/or damage from chemical reactions, while the programmed theo-
ries argue that aging is predetermined and occurs on a fixed schedule triggered by
genetic programs. Other theories of aging include: (i) extrinsic or intrinsic factors
that cause an accumulation of damage; and (ii) changes in gene expression that are
either programmed or derived from DNA structural changes. It is apparent that there
is a certain amount of overlap between all of these theories of aging.

In essence, aging is unavoidable and influenced by various endogenous and
exogenous factors that result in gradual cellular deterioration. Studies have revealed
that certain interventions can increase life expectancy and inhibit the aging process
[1]. For instance, aging can be postponed or delayed (i) in mice, worms and fruit
flies by inhibiting the insulin/IGF-1 axis that results in a transcription factor
(DAF-16 in C. elegans, FoXo in mice) entering the nucleus to stimulate the expres-
sion of genes encoding survival-promoting proteins such as the Klotho protein; (ii)
scavenging the highly toxic reactive oxygen species (ROS) produced mainly in the
mitochondria, whose accumulation leads to DNA, lipid and protein changes (that
results in cell dysfunction and aging); (iii) preventing shortening of the telomeres by
enhancing telomerase activity; and (iv) correcting defective autophagy that uses
lysosomes to destroy altered proteins to retain cell homeostasis. Studies of geneti-
cally mediated aging disorders such as progeria have revealed the importance of
laminins (intermediate nuclear filaments) which fail to mature causing accelerated
aging and premature death. It is agreed that there is no single biological marker of
aging but measuring a combination of markers of specific diseases associated with
aging may be of help in preventing or at least prevent or postpone some disorders of
aging. For example, measurement of Nt-proBNP, troponin I, C-reactive protein and
cystatin that are increased in atheroma and cardiovascular diseases may help in
preventing these diseases by employing suitable remedial measures. Different
organs age in different ways. Vessel walls become rigid due to protein glycation and
develop atheroma, the heart is invaded by fibrosis, the brain suffers from neurofibril-
lar degeneration and senile plaques (responsible for Alzheimer’s disease), the retina
undergoes macular degeneration, renal function declines due to a gradual decrease
in the nephron pool, and immune defenses become less effective due to the func-
tional degradation of B and T lymphocytes and thymus involution, resulting in the
development of cancer or autoimmune disorders. Despite all of the advances made
in molecular and biochemical understanding of cell function(s), the only two mea-
sures that are known to slow the aging process are physical exercise and dietary
restriction in the form of reduced calorie intake.
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Recent studies by us and others showed that there are some distinct changes in
the metabolism of bioactive lipids (BALs) that may predispose to the development
of age-related disorders such as obesity, type 2 diabetes mellitus, hypertension, ath-
erosclerosis, coronary heart disease (CHD), immune dysfunction and cancer. This
implies that abnormalities in BAL metabolism can lead to the occurrence of these
disorders at an early age and rectifying BAL metabolism could form a novel thera-
peutic approach for these disorders. Since most of these disorders are common with
advancing age, restoring BALs to normal may have implications in preventing
aging itself or may aid in healthy aging. It is possible that occurrence of some of
these disorders is an indication of premature aging. This suggests that plasma levels
or specific tissue levels of various BALs could be used as a measure of aging. It is
interesting to note that both physical exercise and diet restriction enhance BAL
metabolism such that inappropriate inflammation and imbalance in the immune sys-
tem are restored to normal.

2 Essential Fatty Acid Metabolism

Our dietary essential fatty acids (EFAs): cis-linoleic acid (LA, 18:2 n-6) and alpha-
linolenic acid (ALA, 18:3 n-3) are converted to their long-chain metabolites by the
action of delta-6- desaturase and delta-5-desaturase and elongases. Thus, LA is con-
verted to gamma-linolenic acid (GLA, 18:3 n-6), dihomo-gamma-linolenic acid
(DGLA, 20:3 n-6) and arachidonic acid (AA, 20:4 n-6) whereas ALA is converted
to eicosapentaenoic acid (EPA, 20:5 n-3) and docosahexaenoic acid (DHA, 22:6
n-3) by the same set of enzymes (Figs. 3.1 and 3.2; for EFA metabolism). It is note-
worthy that several vitamins, minerals and trace elements influence EFA metabo-
lism (Fig. 3.2) and deficiencies in these can result in the formation of higher amounts
of pro-inflammatory and a decrease in the synthesis of anti-inflammatory metabo-
lites. It is noteworthy that vitamins B1, B6, B12 and C are needed for adequate
synthesis of GLA, DGLA, AA, EPA and DHA, precursors that in turn are needed
for the formation of prostaglandin El1 (PGEl), prostacyclin (PGI2), lipoxins,
resolvins protectins and maresins, which have potent anti-inflammatory, vasodila-
tor, anti-platelet anti-aggregator and cytoprotective actions [2—11]. AA is the pre-
cursor of 2 series PGs, thromboxanes (TXs) and 4 series leukotrienes (LTs) whereas
EPA is the precursor of 3 series PGs, TXs and 5 series LTs. PGs, TXs and LTs have
pro-inflammatory actions. It is noteworthy that 3 series PGs, TXs and 5 series LTs
are also pro-inflammatory in nature but are less potent compared to 2 series PGs
TXs and 4 series LTs. Hence the suggestion that PGs, TXs and LTs formed from
EPA have anti-inflammatory actions is not correct. AA, EPA and DHA are also
metabolized by cytochrome P450 enzyme system to form various products that
have been outlined in Figs. 3.3, 3.4, 3.5 and 3.6 in addition to the action of COX and
LOX enzymes. In general, more detailed studies have been performed on the meta-
bolic products formed by the action of COX and LOX enzymes compared to the
cytochrome P450 enzymes system. One needs to consider P450 products formed
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Fig. 3.1 Scheme showing metabolism of EFAs (LA and ALA) and also the metabolism of n-7 and
n-9 fatty acids. Although all fatty acids are important for normal health, n-3 and n-6 seems to be
more critical. It is to be noted that “n” is same as “®”. A simplified version and other products

formed from EFAs are given in Fig. 3.2

from AA, EPA and DHA while studying the actions of various metabolites of EFAs

and PUFAs.

In contrast to the pro-inflammatory actions of PGs, LTs and TXs, certain specific
anti-inflammatory products can also be formed from AA, EPA and DHA. These
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Fig. 3.2 Scheme showing effect of vitamins on metabolism of essential fatty acids and their role
in various diseases

include lipoxins from AA, resolvins of E series from EPA and resolvins of D series
and protectins and maresins from DHA (Fig. 3.3). Hence, it is likely that under
physiological conditions a balance is maintained between pro- and anti-inflammatory
compounds formed from GLA, DGLA, AA, EPA, DPA and DHA. The production
of various PGs, TXs, LTs, lipoxins, resolvin, protectins and maresins from their
respective precursors depends on the concentrations of GLA, DGLA, AA, EPA,
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Fig. 3.3 Metabolism of AA, EPA and DHA by COX and LOX enzymes in the presence of aspirin
that leads to the formation of lipoxins, resolvins, protectins and maresins

DPA and DHA in the cell membrane lipid pool of these fatty acids released by the
action of the enzyme phospholipase A2 (PLA2). It is known that PLA2 is activated
by various stimuli including injury, infection, LPS (lipopolysaccharide), IL-6, TNF-
o, IL-1, IL-2, IL-4, HMGBI1 and other inciting agents that are capable of perturbing
the cell membrane. It is predicted that PLA?2 is able to activate in a specific and
coordinated fashion such that the release of GLA, DGLA, AA, EPA, DPA and DHA
from the cell membrane is determined based on the context and necessity of the
local events either to initiate and perpetuate inflammation and/or suppress inflam-
mation and initiate resolution of inflammation and restore homeostasis. Thus, the
release of PGs, TXs, LTs, lipoxins, resolvins, protectins and maresins appears to
occur in a deliberately coordinated and smooth manner to shift the local events from
pro-inflammatory status to resolution of the inflammation phase. How this occurs is
not completely clear. However, it is known that local factors play a significant role
in this sequence of events. Some of these local factors that may have the ability to
regulate the production of BALs include pH, lactate, potassium, sodium, magne-
sium, and glucose and its metabolite concentrations. It is noteworthy that EFAs and
PUFAs and other BAL molecules are capable of altering the function of mechano-
sensitive channels such as PIEZO-1 and PIEZO-2 and TRPV and thus, regulate the
structure and functions of various receptors located on the cell membrane. In addi-
tion, local infiltrating leukocytes, T cells, NK cells and macrophages including
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Fig. 3.4 A detailed metabolism of AA showing the formation of various products and generation
of ROS during its metabolism

endothelial cells, fibroblasts and cellular milieu are also capable of influencing the
activity of PLA2, desaturases, elongases, COXs, LOXs, PG synthase, 15-PGDH
(15-prostaglandin dehydrogenase) and other eicosanoid catabolic enzymes that can
alter local concentrations of EFAs, PUFAs, PGs, LTs, TXs, lipoxins, resolvins, pro-
tectins and maresins. Thus, the formation of actions of BALs are complex. At the
same time, in view of their large number of actions, EFAs and BALSs are capable of
influencing a number of cellular events and thus participate in a number of disorders
that include inflammatory, immunological and degenerative disorders as discussed
below. Understanding the various actions of EFAs and BALs and their role in vari-
ous diseases opens a new window of opportunity to exploit these as potential drug
targets for various disorders.

Note that the term EFAs is used for LA and ALA, PUFAs refer to GLA, DGLA,
AA, EPA, DPA and DHA and BAL refers to EFAs, PUFAs and lipoxins, resolvins,
protectins and maresins in the present discussion.
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formed from this pathway. These products have regulatory action on vascular, renal and car-
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3 Actions of Bioactive Lipids

BALs have several important actions that may explain their involvement in many
cellular functions and biological processes and disorders. Some of these significant
actions of BALSs include: (i) participation in inflammatory processes; (ii) modula-
tion of the immune response in cancer other immunological disorders; (iii) influenc-
ing the actions of ion channels including Piezol and Piezo 2 and voltage gated ion
channels such as the transient receptor potential cation channel subfamily V mem-
ber 1 (TrpV1) in the cell mitotic process, cell signaling, cell cycle progression, and
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Fig. 3.6 Scheme showing metabolism of AA by the cytochrome P450 enzyme system. Both EPA
and DHA also undergo similar metabolism by the cytochrome P450s. AA is metabolized by cyto-
chrome P450 mono-oxygenases to - and ®-1-hydroxyeicosatetraenoic acids (HETEs), epoxye-
icosatrienoic acids (epoxides, EETs), and dihydroxyeicosatrienoic acids (diols, DHTs). 20-HETE
and 5,6-EET can be converted by COX to analogues of PGs

cell volume regulation; (iv) altering cell membrane fluidity, influencing the struc-
ture and composition of intermediate filaments and their multiple binding partners
involved in cellular mechanics and gene regulation; (v) and regulating mitochon-
drial processes, telomerase activity; and G-protein—mediated signal transduction.

4 Inflammation

It is interesting to note that GLA, DGLA, AA, EPA, DPA and DHA have potent
anti-inflammatory actions by themselves without the necessity of formation of their
respective metabolites: PGs, TXs, LTs, lipoxins, resolvins, protectins and maresins.
GLA, DGLA, AA, EPA and DHA inhibit the formation of pro-inflammatory cyto-
kines interleukin-6 (IL-6), tumor necrosis factor-a (TNF-a), IL-1, and HMGBI1
(high mobility group box-1) [12-22]. Since both AA and EPA form precursors to
pro-inflammatory PGs, LTs, TXs and anti-inflammatory lipoxins and resolvins, it is
likely that their concentrations in the cell membrane, the amount(s) of each of these
fatty acids that are released in response to PLA2 activation, their conversion to the
respective metabolites (PGs, LTs, TXs vs lipoxins and resolvins), and their
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degradation determines the final outcome of the inflammatory process. Thus, it is
anticipated that there is a delicate balance between the pro- and anti-inflammatory
products of AA and EPA. Hence, it is likely that inflammation is triggered and per-
petuated if the pro-inflammatory PGs, LTs and TXs are produced in excess whereas
inflammation is suppressed, and resolution ensues if the production of lipoxins and
resolvins are formed in adequate amounts. It is noteworthy that lipoxins and
resolvins are capable of suppressing the production and antagonizing the actions of
PGs, LTs and TXs and thus, inhibiting inflammation and initiating inflammation
resolution processes [2, 23-29]. DHA, the precursor of resolvins of D series, pro-
tectins and maresins have anti-inflammatory, cytoprotective and wound healing
properties [1, 23, 30, 31]. It is also evident that lipoxins and maresins are capable of
reducing inflammatory edema, neuropathic pain, and enhancing tissue regeneration
partly by acting on the TRPV 1 channels [31]. Our studies revealed that both AA and
LXA4 (lipoxin A4) not only inhibit inflammation by decreasing the production of
IL-6 and TNF-a but also suppress NF-kB and COX-2 expression and enhance the
proliferation of pancreatic § cells [32, 33]. The beneficial actions of AA appear to
be due to formation of LXA4. Surprisingly, we observed that experimental animals
treated with EPA, DHA and other fatty acids also showed enhanced levels of LXA4
despite the fact that LXA4 is derived from AA. This suggests that fatty acids other
than AA when administered can displace AA from the cell membrane lipid pool and
this displaced AA could be converted to LXA4. The other possibility is that there is
a crosstalk among lipoxins, resolvins, protectins and maresins such that they are
able to augment the production of each other as the situation demands. If this is true,
it is not clear why this crosstalk needs to occur. The fact that lipoxins, resolvins,
protectins and maresins that have similar anti-inflammatory, inflammation resolu-
tion and wound healing properties but are produced from different precursors sug-
gests that there are more well-designed but separate actions that are critical for
wound healing and other beneficial actions. In this context, it is noteworthy that
lipoxins, resolvins, protectins and maresins also show cytoprotective and cell prolif-
eration regulatory actions in addition to their anti-inflammatory role. This suggests
that lipoxins, resolvins, protectins and maresins may have more selective, specific
and beneficial actions in addition to their action on inflammation. Such an assump-
tion is supported by the observation that LXA4 has more potent anti-diabetic action
compared to resolvins (unpublished data). Similarly, LXA4 is more potent that the
resolvins in suppressing the production of IL-6 and TNF-o in alloxan and
streptozotocin-induced type 1 and type 2 diabetes mellitus animal models. Thus,
although lipoxins, resolvins, protectins and maresins show anti-inflammatory
actions, their potency is variable. No studies have been performed to assess such
variations in their potency but some preliminary predictions are possible as shown
in Fig. 3.7. In this context, the role of PLA?2 in inflammation and formation of PGs,
LTs, TXs and lipoxins, resolvins, protectins and maresins needs attention.
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stage and duration of inflammation. The proposed levels of anti-inflammatory lipoxins (LXA4),
RSVs, PRTs and MaRs, and pro-inflammatory PGE2 can be as follows (it needs to be noted that
PGE2 is depicted as a representative of all pro-inflammatory lipids and the relationship among
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LXA41; RSVs11; PRTs?1; MaRs111. The actions of these compounds in the inflammation and
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>proliferation; RSVs — resolution > anti-inflammatory >protection >proliferation; PRTs — pro-
tection > resolution > anti-inflammatory > proliferation; MaRs — proliferation > protection > reso-
lution > anti-inflammatory. Resolution refers to resolution of inflammation. Protection refers to
protection of normal cells/tissues from injurious agents. Proliferation refers to proliferation of
stem cells and other cells in order to replace damaged cells/tissues. Despite the fact that all com-
pounds have similar and overlapping actions and possess anti-inflammatory properties, each lipid
may show one particular action more compared to the other actions
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5 Bioactive Lipids and the Immune Response

It is likely that under normal physiological conditions, a balance is maintained
between pro-inflammatory PGS, TXs, LTs and IL-6, TNF-a, IL-13, HMGBI1 and
other pro-inflammatory cytokines and anti-inflammatory lipoxins, resolvins, protec-
tins and maresins and anti-inflammatory cytokines IL-4, IL-10, TGF-f. It is note-
worthy that once the inflammatory process reaches its peak, the anti-inflammatory
pathway is stimulated and the formation of anti-inflammatory lipoxins, resolvins,
protectins and maresins and the needed anti-inflammatory cytokines occurs. These
events are likely to be accompanied by suppression of ROS (reactive oxygen spe-
cies) generation and increase in the much-needed antioxidant defences. These
events trigger the initiation of the inflammation resolution process and healing of
the wound to restore homeostasis. Lipoxins, resolvins, protectins and maresins
inhibit PMNLS (polymorphonuclear leukocytes) trans-endothelial migration, reduce
leucocyte infiltration, and suppress dendritic cell (DC) migration and IL-12 produc-
tion in order to suppress inflammation and enhance the anti-inflammatory process.
Lipoxins, resolvins, protectins and maresins have the ability to augment the expres-
sion of antiinflammatory genes and attenuate LTB4-stimulated proinflammatory
signals [2, 23].

It is known that an interaction exists among pro- and anti-inflammatory cyto-
kines and PUFA metabolism. Proinflammatory cytokines IL-1, IL-6, TNF-a and
IFN-y are known to activate phospholipases, augment ROS generation [34-38], and
enhance the activities of COX-2 and LOX enzymes that are needed for the produc-
tion of PGE2, TXA2 and LTs to initiate and perpetuate inflammation and subse-
quently to suppress inflammatory process as and when the purpose of inflammation
is achieved. The precursors that are common (especially AA and EPA) for the for-
mation of both pro-inflammatory (PGs, LTs TXs from AA and EPA) and anti-
inflammatory (lipoxins from AA and resolvins from EPA and DHA and protectins
and maresins from DHA) lipids are derived from the cell membrane pool by the
activation of phospholipase A2 (PLA2). This implies that there could be two waves
of release of PUFAs especially AA, EPA and DHA from the cell membrane lipid
pool. The first one to enhance the formation of pro-inflammatory PGs, LTs and TXs
and the second to trigger the formation of lipoxins, resolvins, protectins and mares-
ins by their respective and specific phospholipases (Fig. 3.8).

The three classes of phospholipases that regulate the release of PUFAs are cal-
cium independent PLA2 (iPLA2), secretory PLA2 (sPLA2), and cytosolic PLA2
(cPLA?2). Each class of PLA2 is further divided into isoenzymes for which there are
10 for mammalian SPLA2, at least 3 for cPLA2, and 2 for iPLA2. The first wave of
release of PUFAs from the cell membrane is due to the action of iPL2 that results in
the formation of pro-inflammatory PGE2, TXA?2 and LTB4. The second wave of
release of PUFAS is due to the action of sSPLA2 and cPLA?2 that occurs at the time
of initiation of resolution of inflammation. This results in the formation of lipoxins,
resolvins, protectins and maresins that suppress inflammation, initiate resolution of
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Fig. 3.8 Scheme showing the relationship among pro- and anti-inflammatory cytokines, PGs,
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Indicates decrease in the synthesis/action or negative effect

the inflammatory process, cytoprotection of surrounding normal cells/tissues and
regeneration of normal cells to replace the dead and damaged cells and tissue to
restore homeostasis. It is noteworthy that adequate amounts of PGE2 are needed to
induce optimal inflammation and also trigger initiation of resolution of inflamma-
tion. Thus, the inflammatory stimuli that induces the release of PUFAs by activating
iPLA2 are utilized for the synthesis of pro-inflammatory PGs, TXs and LTs. In
contrast, PUFAs released from the same cell membrane stores by the action of
SPLA2 and cPLA2 at the time of initiation of resolution of inflammation are directed
to form lipoxins, resolvins, protectins and maresins. This delicate yet and impercep-
tible and orderly switch over from pro-inflammatory to anti-inflammatory mole-
cules seems to be determined by the type of PLAs that are activated and the activities
of COX-2 and 5-, 12- and 15-LOX enzymes. Thus, a close co-operation, association
and interaction(s) among PLAs, COX-2, LOX enzymes and various cytokines is
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needed for the appropriate inflammation to occur and to induce a gradual, smooth
and orderly onset of anti-inflammatory events, resolution of inflammation and res-
toration of homeostasis [2]. Any defects in this process (dysfunction of cytokines,
PLAs, COX, LOX enzymes, cell membrane stores of PUFAs, etc.) can lead to per-
sistance of inflammation and damage to the target tissues as seen in autoimmune
diseases, chronic infections such as tuberculosis and in aging (Figs. 3.2, 3.7 and
3.8). With advancing age, there is a decrease in the activities of desaturases, an
increase in COX-2 activity and a change in the expression of 5-, 12-, and 15-LOX
enzymes that can result in a decrease in the concentrations of GLA, DGLA, AA,
EPA and DHA in the cell membrane pool, an increase in the formation of PGE2 and
decreased synthesis and release of lipoxins, resolvins, protectins and maresins
(Figs. 3.7, 3.8 and 3.9) [39-54]. A similar relationship exists between pro- and anti-
inflammatory cytokines and any imbalance in their concentrations can lead to inap-
propriate inflammation (Figs. 3.7 and 3.8).

A significant inverse correlation was noted between age and the LXA4/LTs ratio
suggesting that aging is associated with a dramatic change in AA (and possibly also
of GLA, DGLA, EPA and DHA) metabolism such that LXA4 (and other anti-
inflammatory lipid molecules) levels are decreased whereas those of LTs (a pro-
inflammatory molecule) is increased and may contribute to the development of
diseases that are common in the elderly such as type 2 diabetes mellitus, hyperten-
sion, coronary heart disease (CHD), atherosclerosis, cancer, Alzheimer’s disease,
depression and immune dysfunction. This may also include other inflammatory and
immunological disorders such as disc prolapse, lupus and arthritis, osteoporosis and
tendon tears. It is noteworthy that all these are inflammatory conditions and have an
immunological component in the form of an increase in the local and/or systemic
concentrations of pro-inflammatory cytokines IL-6, TNF-a, IL-1p and HMGB1 and
a concomitant change in bioactive lipids seen as low plasma or tissue levels of GLA,
DGLA, AA, EPA and DHA (one or more of these fatty acids or all) and an increase
in pro-inflammatory molecules PGE2, LTs, TXs and a deficiency of lipoxins,
resolvins, protectins and maresins [2, 6-13, 23-27, 30-33, 46-85]. Thus, bioactive
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Fig. 3.9 (continued) It should be noted that suppression of inflammation is not equal to resolution
of inflammation. To suppress inflammation, LXA4 inhibits leukocyte infiltration. While resolvins
are needed for resolution of inflammation (such as removing the debris of a wound, phagocytosis
of dead leukocytes, etc.); protectins may perform the important function of protecting normal
cells/tissues from further damage and thus, maintain tissue integrity. Maresins may act on stem
cells (to induce their differentiation) for the repair process to occur and restore tissue homeostasis.
The figure also shows how this sequence of orderly activation and deactivation of PLA2, COX-2
and formation of PGE2 and LXA4 are likely to get deranged in the face of failure of resolution of
inflammation processes. Patients with hypertension, diabetes mellitus and advanced age have low-
grade systemic inflammation as a result of sustained activation of COX-2 and formation of PGE2
and failure of formation of adequate amounts of LXA4 and other anti-inflammatory compounds.
Failure of the inflammation resolution process may lead to the onset of age-associated disorders
such as hypertension, type 2 diabetes mellitus, atherosclerosis, CHD, cancer, osteoporosis and
sarcopenia and when this inflammatory process is severe it can lead to the onset of sepsis and
septic shock, which are common in the elderly
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Fig. 3.9 Scheme showing possible relationship among PGE2, LXA4 and various PLA2 enzymes,
as seen in inflammation and inflammation resolution processes. s PGE2; mmmmm LXA4; mmm—
iPLA2; sPLA2; CPLA2; mmmm COX-2. All of these concentrations and activities of
enzymes are presented as expected to behave during normal inflammatory process (which finally
resolve spontaneously). = = = PGE2 when inflammation persists; m == COX-2 when inflamma-
tion persists; = = = LXA4 when resolution of inflammation is defective. Possible changes that may
occur in the activities of various PLA2s are not shown in the figure, they are likely to behave in
tune with the concentrations of PGE2 and LXA4. Despite the fact that LXA4, resolvins, protectins
and maresins have anti-inflammatory actions, there could be subtle differences in their major and
minor actions with some amount of overlap in their anti-inflammatory actions (Fig. 3.7). Although
the role of nitrolipids is not shown, it is expected to behave similarly to LXA4. As already dis-
cussed in the text and shown in Figs. 3.7 and 3.8, there are two waves of release of AA (and other
PUFAs). The first one occurs in the early period of inflammation (within the first 24 h due to
activation of iPLA2) which predominantly leads to the formation of PGE2 and other pro-inflam-
matory molecules. Once the concentrations of PGE2 reach the optimum level (say by the end of
24-48 h), a second wave of AA release occurs (due to activation of SPLA2 and cPLA2) that results
in the formation of LXA4 (resolvins, protectins and maresins from EPA and DHA), capable of
inducing resolution of inflammation. The activation of cPLA2 occurs around 48-72 h to initiate
and accelerate the resolution of inflammation. The activation of iPLA2 and formation of PGE2 are
closely associated with the activation of COX-2. In this process of inflammation and resolution of
inflammation, there is a critical role for the PGDH enzyme needed for catabolism of PGE2. It is
noteworthy that LXA4, resolvins, protectins and maresins are anti-inflammatory molecules but
may have slight but critically important differences in their actions to resolve the inflammation and
enhance wound healing. For instance, LXA4 is needed to induce anti-inflammatory events.
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lipids seem to have a significant role in many inflammatory and immune-mediated
disorders that are common in the elderly. This implies that occurrence of these
inflammatory and immune-mediated diseases such as obesity, type 2 diabetes mel-
litus, hypertension, atherosclerosis, coronary heart disease, lupus, cancer and osteo-
porosis is a sign of aging. In essence, all these evidences suggest that an increase in
pro-inflammatory PGs, LTs and TXs and cytokines and a decrease or deficiency of
LXA4, resolvins protectins and maresins and anti-inflammatory cytokines occur in
many diseases associated with aging. This implies that restoring the balance between
pro- and anti-inflammatory cytokines and BALs may form a novel approach in the
prevention and management of several inflammatory and immunological disorders
as summarized previously (Fig. 3.10) [47].

6 1IL-6, TNF-a and Corticosteroids Induce a Bioactive Lipid
Deficiency State

It is interesting to note that IL-6, TNF-o, HMGBI1 and other pro-inflammatory cyto-
kines and corticosteroids suppress desaturase activity that leads to decreased forma-
tion of metabolites of EFAs (LA and ALA) such as GLA, DGLA, AA, EPA and
DHA. Due the presence of decreased concentrations of GLA, DGLA, AA, EPA and
DHA, their metabolites such as PGE1 (from DGLA), PGI2 and LXA4 (from AA),
resolvins (from EPA and DHA), protectins and maresins (from DHA) form in low
amounts due to precursor deficiency but ironically excess formation of PGs, LTs
and TXs occurs [2, 23, 55]. In contrast, IL-6 and TNF-a and other pro-inflammatory
cytokines activate PLA2, COX-2 and LOX enzymes whereas corticosteroids sup-
press them. Thus, corticosteroids are potent anti-inflammatory molecules since they
(1) suppress desaturases, (ii) inhibit PLA2 activity, and (iii) block COX and LOX
enzymes. As a result of these actions, (i) decreased conversion of LA and ALA to
their long-chain metabolites such as GLA, DGLA and AA from LA and EPA and
DHA from ALA (due to suppression of desaturases) and hence, a deficiency of
GLA, DGLA, AA, EPA and DHA, occurs in the cells; (ii) decreased formation and
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Fig. 3.10 (continued) PUFAs can give rise to FAHFAs (fatty acid hydroxy fatty acids) that have
anti-inflammatory properties and enhance the formation of NO, CO and H,S, and mediate exercise-
induced anti-inflammatory actions. PUFAs and lipoxins, resolvins, protectins and maresins sup-
press IL-6, TNF-a and PG, LT and TX production. It is not yet known but possible that FAHFAs
suppress tumor cell growth and inhibit inflammatory events in hypothalamus. Although the role of
p53 in aging and diseases is not discussed in detail here, it may be noted that p53 is the guardian of
the genome. PUFAs and their metabolites, cytokines, NO, CO, H2S, ROS, GDF-11, GnRH and
NAE may modulate the action of p53. For instance, exercise reduces the incidence of cancer, pos-
sibly by augmenting the production of IL-6 and TNF-a that are cytotoxic to tumor cells either by
their direct action and/or by their ability to enhance the production of ROS that are tumoricidal.
Exercise enhances the expression and action of p53 that leads to apoptosis of cancer cells. PUFAs
have tumoricidal action by enhancing the production of free radicals and accumulation of toxic
lipid peroxides in tumor cells
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Fig. 3.10 Scheme showing aging and its associated disorders and their relationship to hypothala-
mus, oxidative stress, PUFA metabolism, CO (carbon monoxide), NO (nitric oxide), H,S (hydro-
gen sulfide) and telomere length. High calorie diet stimulates ROS generation that may overwhelm
the antioxidant system in adipose and other tissues, enhance the synthesis of pro-inflammatory
cytokines, and decrease the formation of anti-inflammatory cytokines, leading to the onset of low-
grade systemic inflammation, induction of DNA damage and aging. These events cause aging of
endothelial cells, shorten telomere length, and inhibit p53 expression. They also induce endothelial
dysfunction and insulin resistance that leads to the development of hypertension, type 2 diabetes
mellitus, atherosclerosis, CHD and aging. A high calorie diet, insulin resistance and lack of exer-
cise suppress D6 and D5 desaturases leading to reduced formation of GLA, DGLA, AA, EPA and
DHA, the precursors of lipoxins, resolvins, protectins and maresins and other anti-inflammatory
products. Deficiency of these molecules impairs resolution of inflammation, DNA damage persists,
telomere shortening occurs, p53 dysfunction sets in, and stem cell function becomes inappropriate,
leading to the onset and progression of aging and age-associated disorders. These events will result
in decreased CO, NO and H,S production. PUFAs and their metabolites influence stem cell biology
and thus, affect the aging process and age-associated disorders including Alzheimer’s disease.
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release of PGs, LTs and TXs is seen due to substrate deficiency; (iii) as a conse-
quence of inhibition of COX and LOX enzymes reduced formation of PGs, LTs and
TXs occurs; and (iv) due to the inhibitory action of corticosteroids on PLA2 activity
there is a decrease in the release of GLA, DGLA, AA, EPA and DHA from the cell
membrane lipid pool and so, the availability of precursors of PGs, LTs and TXs is
significantly low. Thus, in the short-term corticosteroids are potent anti-inflammatory
compounds. However, in the long-run they induce an EFA and PUFA deficiency
state leading to continuation of the inflammatory state and failure of resolution of
the injury/inflammation as a result of decreased formation of lipoxins, resolvins,
protectins and maresins that are needed for wound healing and restoration of homeo-
stasis. This deficiency of anti-inflammatory lipids is due to their precursor (GLA,
DGLA, AA, EPA, DPA and DHA) deficiency. It is paradoxical to know that cortico-
steroids inhibit both LXA4 and LTB4 synthesis but have a much lower effect on
LTB4 that results in a pro-inflammatory status [86]. This proposal is further sup-
ported by the observation that supplementation of AA during active inflammatory
process when PGs, LTs and TXs are being synthesized in excess, actually results in
an increase in the formation of LXA4 (and possibly, resolvins, protectins and mares-
ins) with little change in the concentrations of PGE2, tilting the balance more
towards an anti-inflammatory status that results in suppression of the inflammation
[2, 55, 87, 88]. However, unlike IL-6 and TNF-« that activate PLA2 and COX-2 and
thus, enhance the formation of pro-inflammatory PG2, LTs and TXs, corticosteroids
block the expression of PLA2 and COX-2 and thereby block the formation of PGE2,
LTs and TXs that may explain their (corticosteroids) anti-inflammatory action com-
pared to the pro-inflammatory actions of IL-6 and TNF-a (Figs. 3.7 and 3.8). These
results imply that EFAs, PUFAs, and other bioactive lipids are the mediators of the
actions of corticosteroids and IL-6 and TNF-a and paradoxically both corticoste-
roids and IL-6 and TNF-a induce an EFA (PUFA)-deficiency state by their ability to
block the activities of desaturases. These results imply that co-administration of
PUFAs along with corticosteroids may sustain their anti-inflammatory actions (by
enhancing the formation of lipoxins, resolvins, protectins and maresins) and, when
PUFAs are administered in conjunction with IL-6 and TNF-a, may potentiate their
anti-cancer action by augmenting ROS generation in tumor cells (Fig. 3.8) [2, 61,
62]. It is interesting that corticosteroids and pro-inflammatory cytokines that have
physiologically opposite actions seem to mediate their actions through the same
molecules, namely BALs. This speaks of the pleiotropic actions of BALs.

It is noteworthy that IL-1p that is markedly increased during inflammation is
capable of inducing PG biosynthesis and also up regulating the formation of LXA4
and maresins that are necessary for the inflammation resolution process [55]. LXA4,
resolvins, protectins and maresins are potent down-regulators of PGE2 production.
Increased 15-prostaglandin dehydrogenase (15-PGDH) expression enhances the
formation of LXA4, resolvins, protectins and maresins and augments the regenera-
tion of tissues to reestablish tissue homeostasis [2, 23, 55, 57, 72, 89-93]. Thus,
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IL-1p and PGE2 have both pro- and anti-inflammatory actions depending on the
context (Fig. 3.8). This suggests that in order to suppress both acute and chronic
inflammation and inhibit the production of pro-inflammatory IL-6 and TNF-a, one
needs to employ AA/EPA/DPA/DHA, LXA4, resolvins, protectins and maresins in
combination with corticosteroids. Similarly, when IL-6 and TNF-a are co-
administered along with GLA, DGLA, AA, EPA, DPA and DHA it could be possi-
ble to eliminate tumor cells selectively with little or no side effects of cytokines on
normal cells since BALs suppress inappropriate production and action of pro-
inflammatory cytokines [61, 62]. The relationship between bioactive lipids and cor-
ticosteroids suggests that Cushing’s syndrome that is due to excess production of
cortisol can be considered as an EFA deficiency state since it inhibits desaturase,
PLA2, COX and LOX enzymes resulting in low plasma and tissue concentrations of
GLA, DGLA, AA, EPA, DPA and DHA, and altered levels of PGs, LTs, TXs,
LXAA4, resolvins, protectins and maresins. Since BALs have a role in obesity, hyper-
tension, type 2 diabetes mellitus, inflammation and immune function., it is reason-
able to suggest that several features seen in Cushing’s disease can be considered as
a disorder of altered bioactive lipids and this offers a critical insight into the actions
of BALs (Fig. 3.11). This also explains the Cushingoid-like features seen in many
patients with metabolic syndrome implying that there could be a relative cortisol
excess in these subjects.

7 Bioactive Lipids Modulate Immune Response

Aging is associated with a decrease in immunity and increased susceptibility to
infections that could lead to sepsis. This increased susceptibility to infections can be
ascribed to increased generation of pro-inflammatory PGE2 and LTs and decreased
production of LXA4 with advancing age [52-54]. PGE2 suppresses the prolifera-
tion of T cells, immunosuppressive in nature, and inhibits the production of IL-6
and TNF-a that are needed to induce the generation of ROS by leukocytes and
macrophages to kill bacteria and other invading organisms. Furthermore, lipoxins,
resolvins, protectins and maresins are capable of enhancing the anti-bacterial action
of leukocytes and macrophages and possibly that of other immunocytes [94-98].
Hence, their deficiency due to corticosteroid therapy and in aging may lead to
increased incidence of infections and sepsis. Previously, it was also shown that sev-
eral PUFAs and EFAs such as LA and ALA have anti-microbial actions [99-104].
This suggests that leukocytes, macrophages, T cells, NK cells and other immuno-
cytes including endothelial cells may release EFAs, PUFAs, lipoxins, resolvins,
protectins and maresins on exposure to microorganisms and tumor cells to inactive
the microbes and kill tumor cells, respectively. The ability of EFAs and PUFAs and
their metabolites to selectively induce apoptosis of tumor cells is particularly inter-
esting since the incidence of cancer increases with age.
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Fig. 3.11 The various symptoms of Cushing’s disease are shown. Most of these can occur as a
result of an EFA/PUFA deficient state. The development of hypertension, type 2 diabetes mellitus
features, obesity, osteoporosis, cardiac hypertrophy, depression and irritability, and erective dys-
function, may all occur due to EFA/PUFA deficiency [3, 4, 6, 7, 10, 11, 13, 32, 33, 63, 64, 66—
68,70, 71]

8 Bioactive Lipids in the Immune Response and Cancer

Antigen-presenting cells (APCs) present antigen on their class I MHC molecules
(MHC2s). Helper T cells recognize these, with the help of their expression of CD4
co-receptor (CD4+). The activation of the helper T cell causes it to release cytokines
and other stimulatory signals that stimulate the activity of macrophages, killer T
cells and B cells. The stimulation of B cells and macrophages drives the prolifera-
tion of T helper cells. The activated T cells, B cells and macrophages produce vari-
ous BALs including PGE2, LTs, LXA4, resolvins, protectins and maresins, ROS,
NO and cytokines that ultimately either eliminate the invading microorganisms,
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Fig. 3.12 Scheme showing interactions of various T and B cells and macrophages and their asso-
ciation with various diseases. The possible role of PUFAs in these events is outlined. PUFAs and
their metabolites PGE2, LXA4, resolvins (RSVs), protectins (PRTs), and maresins (MaRs) may
activate/inhibit macrophages and other immunocytes depending on the type of metabolite formed,
as well as the context, concentration and duration of exposure to the target

intracellular pathogens and/or cause autoimmune diseases depending on the regula-
tion or inappropriate function of T suppressor cells. This is an over-simplification of
the events that occur when the immunocytes are exposed to various antigens. The
actual interactions are much more complex compared to what has been described in
Fig. 3.12.

Whenever there is tissue injury due to endogenous or exogenous agents, close
interactions occur among various immunocytes and macrophages and their products
and growth factors (including cytokines) that is modified by BALs, as shown in
Fig. 3.13. The importance of the immune system is evident when its optimal func-
tion is needed to prevent cancer and autoimmune diseases. Thus, immunosurveil-
lance and immunoediting become important in the context of cancer and autoimmune
diseases. It is noteworthy that aging is associated with decreased immunosurveil-
lance and increased incidence of cancer. An increase in PGE2 and a decrease in
LXA4 (and possibly, that of resolvins, protectins and maresins) levels, defective
immunosurveillance due to an increase in exhausted CD8" T cells that show
increased expression of Tim-3 (T-cell immunoglobulin mucin domain-3, an exhaus-
tion marker) on aged T cells, especially CD8(+) T cells, and increased expression of
inhibitory receptors, such as programmed cell death protein 1 (PD-1), in the T cells
of aged subjects may explain the decreased immunosurveillance seen with aging
[105-108].
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Fig. 3.13 Scheme showing interactions among various immunocytes and macrophages and their
products and growth factors (including cytokines) in response to both endogenous and exogenous
stimuli and insults. Most of these events could be modified by BALs. The modulatory actions of
BALSs on various events depicted in the figure include their ability to influence TH1 and TH2 cells,
macrophages, NF-kB and the capacity of T cells and macrophages to secrete their respective cyto-
kines or other soluble mediators. Thus, BALs may have both positive and negative influences on
various immunocytes and their actions

In this context it is noteworthy that PGE2 plays a critical role in the development
of TH17 cells and impair CTL function in co-ordination with PD-1. PGE2 is a pro-
inflammatory molecule but is also a potent immunosuppressor [13, 109-121]. The
immunosuppressive action of PGE2 may be responsible for the immunosuppression
seen in cancer and its ability to limit the functions of NK cells, CD4 and CTLs [122,
123]. PGE2 induces the generation of IL-10, Treg cells and myeloid-derived sup-
pressor cells and suppresses the proliferation and cytotoxicity of CTLs and their
ability to produce IFN-y [11, 110, 124-126]. In view of these immunosuppressive
actions of PGE?2, it is likely that increased production of PGE2 and a simultaneous
decrease in LXA4, resolvins, protectins and maresins generation seen with aging
may be responsible for the increase in the incidence of infections, persistence of
infections, inflammatory events and high incidence of cancer in aged subjects
(Figs. 3.14 and 3.15). Cancer may be considered as a non-resolving/non-healing
wound that could be due to increased production of PGE2 and decreased levels of
LXA4 [127-145]. Hence, the increased production of PGE2 by tumor cells and
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Fig. 3.14 Factors controlling formation of different subsets of T helper cells. LXs lipoxins, RSvs
resolvins, PRTs protectins, MaRs maresins. Naive CD41T cells differentiate into subsets of T
helper cells: TH1, TH2 and TH17. TGF-f, converts naive T cells into FOXP3-expressing induced
Treg (iTreg) cells. Each T helper cell differentiation programme needs specific transcription fac-
tors as master regulators (T-bet, GATA3 and ROR-yt). Terminally differentiated T helper cells
produce specific combinations of effector cytokines that bring about specific and distinct effector
functions of the adaptive immune system. TGF-, retinoic acid or cytokines (IL-6, IL-1, IL-23 or
IL-27) provided by cells of the innate immune system (immature or activated dendritic cells (DCs),
respectively) dictate whether a naive T cell develops into a FOXP31 Treg cell, a TH17cell or oth-
erwise. Prostaglandin E2 (PGE2), through its receptor EP4 on T cells and dendritic cells, facilitates
TH1 cell differentiation and amplifies IL-23—mediated TH17 cell expansion and EP4-selective
antagonists decrease accumulation of both TH1 and TH17 cells and suppress progression of auto-
immune encephalomyelitis or contact hypersensitivity in experimental animals. Although the role
of PUFAs and their various metabolites is not discussed in detail, it is known that GLA, AA, EPA,
DHA, lipoxins, resolvins, protectins, maresins and prostaglandins, leukotrienes and thromboxanes
can influence macrophage and other immunocytes’ phagocytosis, motility and ability to alter ROS
generation and the final outcome of the inflammation and immune response

infiltrating macrophages will enable tumor cells to avoid immune surveillance,
enhance their proliferation, augment tumor angiogenesis and ultimately enable
them to grow faster and also metastasize. Furthermore, PGE2 is an inhibitor of
TNF-a and IL-6 production [146—153], and also that of IFN-y [153], which are pro-
inflammatory molecules and known to possess tumoricidal actions. This is yet
another action of PGE2 that help tumor cells to avoid immune surveillance. In addi-
tion, PGE2 modulates NO generation [154] and NO, in turn, alters PGE2 synthesis
[154-163]. PGE2 enhances IL-10 production [164, 165], which is an anti-
inflammatory cytokine.
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Fig. 3.15 Scheme showing potential relationship and interactions among cytokines, bioactive lip-
ids, BDNF and PD-1 and PD-L1 and their potential role in cancer and autoimmune diseases. IL-17,
1L-23 and PGE2 act together to induce a pro-inflammatory status in autoimmune diseases. Cytokines
IL-17, IL-23, IL-6, TNF-a and HMGB activate phospholipase A2 to induce the release of PUFAs
(especially DGLA, AA, EPA and DHA) that form precursors to PGE1, PGE2/LXAA4, resolvins,
protectins and maresins as shown in the figure. DGLA, AA, EPA and DHA suppress the production
of IL17, IL-23, IL-6, TNF-a and HMGB1 and thus have a negative feedback control on the forma-
tion of pro-inflammatory cytokines. IL-17 enhances resistance to PD-1 and PD-L1 blockade. LXA4,
resolvins, protectins and maresins inhibit inflammatory processes and thus, are useful in protection
against autoimmune diseases such as RA, lupus, inflammatory bowel disease and multiple sclerosis.
In addition, LXAA4, resolvins, protectins and maresins inhibit proliferation of tumor cells. Similar
and more potent anti-cancer action is shown by DGLA, AA, EPA and DHA and these induce apop-
tosis of various types of tumor cells. PUFAs may also suppress the expression of PD-1 and PD-LI
and thus, may assist in overcoming immunosuppression seen in cancer. Furthermore, these PUFAs
can act on Piezol channel which is capable of mediating mechanoelectrical transduction that, in
turn, regulates several crucial cellular processes including cell migration. This action of PUFAs on
Piezol could be attributed to their ability to change cell membrane fluidity. Similarly, PUFAs can
regulate the other ion channel, namely TRPV1. There seems to be an interaction between Piezol
and TRPV1 channels. Thus, PUFAs by their ability to alter the properties of Piezol and TRPV1
channels, can regulate membrane voltage changes which can alter cell adhesion, cell volume, apop-
tosis and angiogenesis. Since many cancer cells over-express K+, Na+, Ca2+ and CI- channels, it is
likely that incorporation of various PUFAs into the cell membrane can effectively alter these chan-
nels leading to changes in their mitotic and other properties. This could be one of the many actions
of PUFAs/BALSs to result in the arrest of growth of cancer cells and their eventual apoptosis.
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Thus, PGE2 has actions on IL-17, TNF-«, IL-6, IFN-y, Treg cells, CTL and NO,
and may mediate the resistance of tumor cells to anti-VEGF therapy through its
ability to enhance IL-17 secretion [164—178]. This may ultimately result in tumor
cell proliferation, angiogenesis and metastasis (Figs. 3.14 and 3.15). Our studies
have revealed that PGE1, PGE2, LTD4, LXA4, resolvins and protectins inhibit
growth of IMR-32 cancer cells [179]. These and other studies have led to the sug-
gestion that the balance between various metabolites formed from PUFAs and the
cellular content and the surrounding milieu content of various PUFAs, determines
the final outcome of whether tumor cells are induced to proliferate or inhibited from
further growth. Consistent with this, we and others have noted that GLA, DGLA,
AA, EPA and DHA have potent growth inhibitory action on several types of tumor
cells both in vitro and in vivo [180—-197]. Based on these findings, it is reasonable to
propose that altered EFA/PUFAs metabolism can usher in a low-grade systemic
inflammatory status, impair the immune surveillance system and thereby lead to
higher incidence of cancer, type 2 diabetes mellitus, hypertension, osteoporosis,
sarcopenia and accumulation of abdominal fat with advancing age. This implies that
aging is an inflammatory condition [47].

9 Cancer and Auto-immune Diseases Are Two Sides
of the Same Coin

Both cancer and autoimmune diseases are pro-inflammatory conditions although
there are some distinct differences between them. Each autoimmune disease has its
own distinct features despite the fact that the underlying mechanism(s) may be simi-
lar if not identical. For instance, bones and synovial membranes are predominantly
involved in RA (rheumatoid arthritis), skin, blood vessels and kidney (sometimes
brain) are involved in lupus and neurons in MS (e.g., multiple sclerosis). It is not
known why joint deformities occur in RA but not in lupus, or why renal involve-
ment is common in lupus but not in RA and why only brain and other neurological
structures are involved in MS with no involvement of other tissues. This suggests
that local inflammatory events are more important than systemic inflammatory
changes despite the presence of systemic signs and symptoms such as fever, leuko-
cytosis, loss of appetite, etc., in all of these diseases. On the other hand, in cancer
both local and systemic manifestations are not uncommon and sometimes systemic
events such as cachexia and immunosuppression are more dominant and can result
in morbidity and mortality. But, paradoxically, in both autoimmune diseases and
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Fig. 3.15 (continued) Not many studies have been performed on the action of PGs, LTs, TXs,
lipoxin A4, resolvins, protectins, and maresins on ion channels, especially on Trpv 1 and Piezol.
However, it is likely that these bioactive lipids can also alter the behavior of various ion channels.
For instance, it has been shown that PGE2 activates Ca’* channels. It is likely that other bioactive
lipids may also have similar actions on various ion channels and Trpv1 and Piezol
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cancer, inflammation is present. In autoimmune diseases, the local inflammatory
events are more dominant as a result of recognition of self as foreign whereas, in
cancer the immune system fails to recognize cancer cells as foreign. Despite the
failure of recognition of cancer cells as foreign, some amount of inflammation
occurs at the site of cancer. Despite these seemingly striking differences between
autoimmune diseases and cancer, it is noteworthy that cancer is not uncommon in
subjects with autoimmune diseases. With the recent development of immune check
point inhibitor (ICI) therapy for cancer, it has been recognized that patients treated
with this can develop autoimmune diseases. Thus, both autoimmune diseases and
cancer can be considered as two sides of the same coin.

1L-17, IL-6, TNF-a and PGE2, LTs and TXs seem to have a role in the autoim-
mune diseases RA and lupus. Similarly, there is a significant role for IL-17, IL-6,
TNF-a and other pro-inflammatory cytokines and PGE2 in cancer. Thus, these same
molecules seem to participate both in cancer and autoimmune diseases suggesting
that similar approaches in their management can be attempted. In Table 3.1, simi-
larities and contrasting features between cancer and autoimmune diseases are given.
It is evident from this table that some overlapping features can be seen between
autoimmune diseases and cancer. In both cancer and autoimmune diseases, increased
levels of IL-6, TNF-a and IL-17 are seen although, in autoimmune diseases an
increase in the plasma levels of these cytokines is more common whereas in cancer
they are predominantly seen at the site of the malignancy. This suggests that autoim-
mune diseases are predominantly systemic diseases whereas cancer is a more local-
ized disease (at least in the initial stages). However, it needs to be noted that lupus,
RA and other autoimmune diseases may start locally in a specific tissue or organ
and later spread to the whole organ, system or body. For instance, RA may start in
one joint and later may involve several other joints. Similarly, lupus may start as
non-specific skin rash, or arthralgia and later show more systemic manifestations.
Thus, at the molecular/biochemical level there seem to be a role for the same cyto-
kines in both these diseases. One would expect decreased expression of PD-1 and
PD-L1 in autoimmune diseases whereas in cancer their expressions are increased to
escape the immune surveillance. It is evident from the details given in Table 3.1 that
there are many similarities between autoimmune diseases and cancer, implying that
same therapeutic strategies could be useful in the prevention and management of
both diseases.

Plasma, synovial fluid and urinary levels of IL-6, TNF-a and IL-17 are increased
with low plasma concentrations of anti-inflammatory cytokine IL-10 in those with
active RA and lupus [198, 199]. In addition, RA and lupus patients have increased
plasma, urinary and synovial fluid levels of PGE2 and TXA?2 levels and decreased
plasma levels of DGLA, AA, EPA and DHA [200-209]. Recent studies have shown
that patients with lupus and RA and other rheumatological (and autoimmune) con-
ditions have low plasma and urinary levels of lipoxin A4 (LXA4) [13,72,210-214].
Restoring LXA4 levels and COX-2 activity to normal may resolve arthritis, espe-
cially in RA. Blocking COX-2 activity and consequently reducing PGE2 levels
seems to perpetuate inflammation in contrast to the expectation that reducing PGE2
levels is needed for resolution of inflammation. Subsequently it was reported that
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Table 3.1 Comparison between autoimmune diseases and cancer with regard to their biochemical,
immunological and management aspects

Parameter

Auto-immune diseases

Cancer

Systemic inflammation

More commont11

Less common - expect in late
stages?

Local inflammation

Common?11

More common than systemic
inflammation?t

Systemic manifestations of
disease such as loss of
appetite, loss of weight,
fever, etc.

More common111

Less common but seen in late
stages of disease?

Plasma PGE2 levels ™" 1
Plasma IL-17 " 1
Plasma IL-6 1T 1
Plasma TNF-a T 1
Plasma LXA4 N llocal levels at the site of cancer
is more common than systemic
levels
Plasma PUFAs (especially N |
AA, EPA and DHA)
Autoantibodies +++ +
Immunosuppression Unlikely except when Common
administered
immunosuppressive drugs as
part of treatment
Self and Immune system attacks Immune surveillance fails.

non-self-recognition:
PD-1 and PD-L1 expression

self-antigens and produces
disease.

PD1 and PD-L1 expression
decreased (abnormal)

PD-1 and PD-L1 expression is
increased. immune check point
inhibitor use may lead to the
development of autoimmune
diseases

Management

Immunosuppressive drugs
used include anti-cancer

Most anti-cancer drugs are
immunosuppressors

drugs methotrexate,
cyclophosphamide, etc.

repletion of PGE2 attenuated inflammation by enhancing the formation of LXA4, a
lipoxygenase metabolite formed from AA, implying that PGE2 may actually trigger
initiation of the inflammation resolution process. These results also indicate that
there is a close relationship between COX-LOX pathways and PGE2 has a negative
feedback control on the inflammation process. This is supported by the observation
that inhibition of 15-PGDH that results in a two-fold increase in PGE2 levels in
several tissues such as bone marrow, colon, and liver, gives a response to partial
hepatectomy with a greater than two-fold increase in hepatocyte proliferation and
are resistance to chemical-induced colitis. 15-PGDH inhibition also accelerated
recovery of erythropoiesis after bone marrow transplantation [91] suggesting that
this enzyme, and possibly PGE2, may have a regulatory role in regeneration and
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repair in several tissues including bone marrow, colon and liver. It is possible that
15-PGDH inhibition and the consequent increase in PGE2 levels may induce
increased formation of LXA4, possibly by redirecting AA metabolism towards
LXA4 formation. These results raise the interesting possibility that depending on
the context, PGE2 may have both pro- and anti-inflammatory actions. Based on
these findings, it is proposed that enhanced levels of PGE2 may serve as a signal for
redirecting AA metabolism towards increased formation of LXA4. Thus, both
PGE2 and LXA4, derived from AA, seem to be critical not only in resolving inflam-
mation but also by enhancing tissue regeneration. In this context, it is important to
note that oral supplementation of AA does not affect PGE2 levels but enhances
LXA4 formation [87, 88]. We observed that oral supplementation of AA suppresses
inflammation by inhibiting the formation of IL-6, TNF-a and the expression of
NF-kB [32, 33]. The anti-inflammatory cytokines IL-4 and IL-10 seem to trigger the
conversion of AA, EPA and DHA to lipoxins, resolvins, protectins and maresins,
suggesting a mechanism by which they are able to suppress inflammation [72, 215].

Both in autoimmune diseases and cancer, an increase in IL-17 levels have been
described [216-224]. It is noteworthy that IL-17 not only promoted lung cancer
growth but also contributed to the resistance to PD-1 blockade and promoted inflam-
mation, factors that worsen prognosis of cancer [224]. IL-17 interacts with PGE2,
IL-23, IL-6, TNF-a and the immune check point inhibitors (PD-1 and PD-L1) and,
thereby, may facilitate tumor cell growth.

Thus, there are many overlapping features between autoimmune diseases (espe-
cially RA and lupus) and cancer implying that both could be managed by same, if
not identical, therapeutic strategies. In view of these observations, it is tempting to
propose that oral or intravenous administration of AA, EPA, DHA, GLA, DGLA,
vitamin C, B1, B6, B12 in conjunction with immunosuppressive drugs such as cor-
ticosteroids and cyclophosphamide, methotrexate, and cyclosporine may be effec-
tive against RA, lupus and cancer. Both PUFAs and vitamin C may serve as
antioxidants with regard to autoimmune diseases and as pro-oxidants in cancer to
eliminate tumor cells as shown in Fig. 3.16. The big question is why the same com-
pounds, BALs, vitamin C and anti-cancer drugs such as cyclophosphamide, metho-
trexate, and cyclosporine when given together serve as pro-oxidants in tumor cells
but as antioxidants in normal cells. This could be attributed to the differences in
antioxidant defences of the cells. When normal cells are exposed to vitamin C and
BALs, the pro-oxidant action of these compounds stimulates their antioxidant
defences, whereas tumor cells fail to do so since they have a defective antioxidant
system. Thus, normal cells are able to protect themselves whereas tumor cells fail to
do so and undergo apoptosis. Taken together, these findings support the idea that the
same regimen of administering vitamin C and BALs with or without immunosup-
pressive drugs would be useful in cancer and lupus and RA.
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Fig. 3.16 An overview of the actions of PUFAs, vitamin C and conventional anti-cancer drugs on
ROS generation, GPX4 activity and accumulation of lipid peroxides and ferroptosis/apoptosis in
normal and tumor cells and their possible role in rheumatological conditions. When normal cells
and tumor cells are exposed to chemotherapy and radiation there will be increased generation of
free radicals (ROS), accumulation of lipid peroxides and decreases in the activity of the potent
endogenous antioxidant GPX4. This leads to death (apoptosis and ferroptosis) of both normal and
tumor cells. However, when vitamin C and PUFAs are administered to normal cells, they function
as antioxidants and so quench ROS and prevent accumulation of lipid peroxides and protect the
cells. In the case of tumor cells, both vitamin C and PUFAs act in conjunction with chemotherapy
and radiation to generate more ROS and enhance accumulation of toxic lipid peroxides and
decrease GPX4 that ultimately leads to their apoptosis and ferroptosis. This causes the elimination
of the cancer cells. Our studies have shown that these differential actions of vitamin C and PUFAs
in normal and tumor cells are a result of changes in the synthesis of PGE2 and LXA4 as shown in
the figure. Vitamin C, PUFAs/BALs and immunosuppressive drugs are given in rheumatological
conditions, which may lead to elimination of diseased cells and protection of normal cells and
increase the generation of LXA4/resolvins/protectins/maresins and decrease in PGE2/LTs/TXs.
This can result in the remission of diseases such as RA and lupus
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10 TIon Channels and Bioactive Lipids

Another action of BALs that is relevant to their tumoricidal activities is their ability
to modulate the properties of ion channels by altering cell membrane fluidity when
they are incorporated into the membrane as shown in Fig. 3.17. PUFAs can modify
the properties of the TRPV group of transient receptor potential family of ion chan-
nels and Piezol and Piezo2 channels. There is a close interaction between Piezo
channels and TRPV ion channels. It is possible that this property of PUFAs (and
possibly for various PGs, LTs, TXs, LXA4, resolvins, protectins and maresins
including lipid peroxides) on various ion channels may explain many of the BAL
actions including their role in inflammation, resolution of inflammation, immune
response, fibrosis, tissue regeneration, epithelial to mesenchymal transition, and
induction of apoptosis, ferroptosis and necrosis of tumor cells.

Depending on the type and amount of fatty acids in the cell membrane, the mem-
brane can be fluid or rigid. The nature of the cell membrane determines the expres-
sion and function of various membrane receptors. If the cell membrane is fluid, due
to the incorporation of higher amounts of PUFAs, the number of receptors, such as
the insulin receptor, will be higher. In contrast, if the membrane is rigid due to
higher amounts of saturated fatty acids the number of insulin receptors will decrease.
The cell membrane also contains several ion channel voltage-gated ion channels
(VGIC) that allow the diffusion of ions such as K*, Ca**, CI-, Na*. These ion chan-
nels control rapid bioelectrical signaling including action potentials and/or contrac-
tion, cell mitotic signaling, cell cycle progression, as well as cell volume regulation.
Thus, they play a critical role in cancer cell proliferation. In addition to the VGIC,
there are two other ion channels namely TrpV1 and Piezol.

Phosphatidylserine (PS) is a phospholipid and an important constituent of the
cell membrane. It plays a key role in cell cycle signaling including the apoptosis
pathway. PS consists of two fatty acids attached via an ester linkage to the first and
second carbon (C) of glycerol and serine attached through a phosphodiester linkage
to the third carbon of the glycerol. Most phospholipids have a saturated fatty acid on
C-1 and an unsaturated fatty acid on the C-2 position of the glycerol backbone. The
fatty acid distribution at the C-1 and C-2 positions of glycerol within phospholipids
is continually in flux, owing to its continuous degradation and remodeling. PS car-
ries a net charge of —1 at physiological pH. PS mostly has palmitic or stearic acid
on C-1 and a long chain unsaturated fatty acid (such as 18:2, 20:4 and 22:6) on C-2.
However, this composition of PS is amenable to alteration depending on the diet,
supplementation, state of the cell, environment and stimuli to which the cell is
exposed.

TrpV1 is a member of the TRPV group of transient receptor potential family of
ion channels. The function of TRPV1 is detection and regulation of body tempera-
ture and provision of a sensation of scalding heat and pain. Piezol and Piezo2 are
nonselective Ca?*-permeable cation channels that interact with Trpvl [225].
Changes in the cell membrane lipid composition leads to alterations in the activities
of all of these channels which, in turn, can affect cell proliferation, volume and
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Fig. 3.17 Scheme showing possible relationship among ion channels, fatty acids and cell prolif-
eration or apoptosis. (Modified from Accardi [227])

motility and, thus, metastasis in cancer. Plasma membrane depolarization can
induce reorganization of PS and phosphatidylinositol 4,5-bisphosphate that can lead
to amplification of K-Ras—dependent mitogen-activated protein kinase (MAPK)
signaling. In contrast, plasma membrane repolarization disrupts K-Ras
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nanoclustering and inhibits MAPK signaling. Thus, changes in cell membrane com-
position can induce changes in VGIC, TrpV1 and Piezol, which can either enhance
or suppress cellular mitosis or cause apoptosis [226, 227]. It is envisaged that under
normal physiological conditions, the cell membrane will contain a balanced ratio
between saturated fatty acids and PUFAs (Fig. 3.17) resulting in PS appearing in
small clusters that localize to K-Ras and so low activation of RAF-MAPK pathway
occurs. Cancer cells contain more saturated fatty acids and lower amounts of poly-
unsaturated fatty acids that results in an increase in the rigidity of the cell membrane
leading to clustering of PS and K-Ras such that promotion of RAF-MAPK signal-
ing occurs. This leads to uncontrolled proliferationof cancer cells. When tumor cells
are supplemented with PUFAs, the cell membrane becomes more fluid and accumu-
lation of excess of toxic lipid peroxides occurs, which results in disruption of PS
and K-Ras clustering and its inactivation which results in their mitotic arrest and
apoptosis. Changes in cell membrane fluidity and composition can affect PS com-
position, and changes in the expression and function of various ion channels includ-
ing Trpvl and Piezol as shown in Fig. 3.17. In turn, this results in perturbation of
ion transmission across the channels and the membrane leading to cell apoptosis.
Lipid peroxides that accumulate in the cell as a result of PUFA supplementation
may inactivate various ion channel receptors, block K-Ras and the MAPK pathway
or suppress it. Furthermore, changes in lipid composition of the cell membrane can
also alter T cell proliferation, activation, and local response of T cells to the tumor
cells [228].

It is possible that K* and other ions leak from the cancer cells into the surround-
ing milieu and act on infiltrating macrophages, T cells and suppress the immune
response and, thus, aid in the escape of tumor cells from immune surveillance sys-
tem [229]. AA and other PUFASs activate potassium channels [230, 231] and thereby
enhance the T cell responses by removing excess potassium from the tumor cell
milieu. In addition, Krp channels are inactivated by high glucose concentrations
[232] that may explain why tumor cells have aerobic glycolysis. GABA (gamma-
aminobutyric acid) inhibits K channels [232] and therefore neurons and local
nerves may regulate tumor growth [233, 234]. Cancer cells form synaptic connec-
tions with neurons facilitated by cell adhesion proteins neurexins and neuroligins
[235]. Through these synaptic connections neurotransmitters such as glutamate may
be released that bind and activate AMPA and NMDA receptors that facilitates posi-
tively charged ions to enter the cells through the receptors to cause depolarization
leading to a rise in intracellular positive charge. As a result, cancer cell migration
and proliferation may occur [229-234]. Potassium leakage from cells activates
Ca**-independent phospholipase A2, which enhances cleavage of pro-IL-1p by the
IL-1 converting enzyme capsase-1 [236, 237]. This action of potassium on the IL-1
converting enzyme can be prevented by other monovalent cations such as sodium.
High intracellular concentrations of potassium suppress apoptosis [238]. Thus,
higher potassium concentration seen in the tumor microenvironment may suppress
the immune response [229] such that immunosuppression against tumor cells may
persist for a longer time. In addition, it will also lead to apoptosis of T cells since the
concentration of potassium is higher in the tumor microenvironment compared to
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intracellular levels of T cells. Furthermore, phospholipase A2 induces the release of
PUFAs from the cell membrane lipid pool and PUFAs activate potassium channels
[230, 231]. Thus, there is a close interaction of local and intracellular concentrations
of Ca*and other ions such as K*, Ca*, CI~, Na*; phospholipase A2 activity, IL-1
and possibly other cytokines, glutamate, GABA and other neurotransmitters, with
tumor growth. Thus, the tumor milieu, including the intra- and extracellular glucose
concentration, contributes to tumor cell proliferation. Furthermore, there could be a
close interaction among various ions within themselves and with intracellular and
extracellular glucose concentrations. Glucose can activate or suppress the activity of
phospholipase A2 depending upon its local concentration and thereby influence
lipid peroxide formation.

11 Connecting the Cell Membrane to the Nucleus

All of the stimuli to which the cell gets exposed need to be transmitted to the respec-
tive genes to elicit an adequate and appropriate cellular response. How this occurs
is not precisely known. One possibility is that membrane fluidity can influence the
structure and composition of intermediate filaments and their multiple binding part-
ners to regulate both cellular mechanics and gene(s) expression. The intermediate
filaments, actin and microtubules form distinct cytoskeletal systems, and are critical
in the dynamic interplay between these networks. Intermediate filaments provide
structural support for the cells, and play a major role in cellular responses to exter-
nal mechanical forces. It is known that tensional force-induced reinforcement of
actin stress fibers requires the interaction of the RhoA-targeting Rho-guanine nucle-
otide exchange factors Solo/ ARHGEF40 with keratin intermediate filaments to acti-
vate RhoA signaling, which promotes stress fiber formation and keratin network
organization. These results illustrate the importance of keratins to enable cells to
adapt to mechanical stress [239]. The interaction of desmoplakin with keratin fila-
ments at desmosomes supports intercellular force transmission, traction force gen-
eration, and cell stiffness that ultimately alters the expression of several genes
concerned with mitosis and apoptosis [240-242].

2-methoxy-oestradiol (2-ME), PUFAs, thalidomide, TNF, ILs and many anti-
cancer drugs, radiation and protoporphyrin derivatives (used in photodynamic ther-
apy) enhance free radical generation and augment the lipid peroxidation process.
This leads to accumulation of lipid peroxides in the cells, resulting in apoptosis of
tumor cells [243-250]. PUFAs are cytotoxic to tumor cells, possess anti-angiogenic
action and enhance free radical generation in the tumor cells and regress the growth
of human gliomas with few side-effects [180—188, 245-252]. It is likely that PUFAs
and lipid peroxides alter or disrupt the intermediate filaments, actin and microtu-
bules and cytoskeletal filament systems partly by altering cell membrane fluidity
and to some extent by their direct action on the cytoskeleton.
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12 Polyunsaturated Fatty Acids and Bioactive Lipids Are
Involved in Mitochondrial Processes

Dietary or supplementation of PUFAs are absorbed from the gut and then distrib-
uted to cells where they enrich various cellular membranes. This influences not only
cell metabolic processes and survival but also modulates mitochondrial processes
[253, 254]. In addition, n-3 PUFAs protect ischemic myocardium [255] especially
against oxidative-induced damage due to their ability to modulate mitochondrial
ROS production [256].

These results are supported by the observation that fat-1 transgenic mice which
synthesize n-3 fatty acids at the cost of AA showed a decrease in ROS production
from electron transport complex (ETC)-I suggesting that EPA and DHA are able to
reduce oxidative stress in the mammary tissue when exposed to the carcinogen
7,12-dimethyl benz(o)anthracene (DMBA) [257].

In contrast, tumor cells exposed to PUFAs were found to produce enhanced
amounts of ROS and accumulation of toxic lipid peroxides leading to apoptosis in a
caspase-dependent manner, involving both the intrinsic and extrinsic pathways
[179, 258-262].

On the other hand, we observed that GLA, AA, EPA and DHA can protect pan-
creatic p cells against alloxan and streptozotocin-induced cytotoxicity and prevent
the development of both type 1 and type 2 diabetes mellitus in experimental animals
by suppressing free radical generation, and of NF-kB, IL-6 and TNF-a [32, 33].

Based on this data, it can be suggested that PUFAs seem to be metabolized dif-
ferently by normal and tumor cells such that normal cells are protected and tumor
cells get exposed to increased oxidative stress [183]. This differential action and
metabolism of PUFAs by normal and tumor cells implies that PUFAs can be
employed to selectively eliminate tumor cells and may also be useful to prevent
diabetes mellitus [5, 11, 32, 33, 183, 246-250, 263-285]. This cytoprotective action
of PUFAs is possibly mediated by their products: PGE,, lipoxins, resolvins, protec-
tins and maresins [11, 263, 266, 267]. Thus, the beneficial actions of PUFAs can be
ascribed to their products such as PGE,, PGL, lipoxins, resolvins, protectins and
maresins and their ability to enhance NO and alter the expression of NF-kB, 1kB,
caspases, cytochrome C, Ras, Myc, Fos, Fas, p53, COX-2, and LOX, and by altera-
tion of telomerase activity (Figs. 3.7, 3.10 and 3.16).

13 Bioactive Lipids Modulate G-Protein-Mediated Signals

BALs modulate G-protein—mediated signal transduction [286] and mobilize Ca**
from intracellular stores [287]. This can induce apoptosis [288] especially of tumor
cells, activate PKC and augment NADPH oxidase activity in macrophages [289],
which can result in enhanced O, generation. GLA, AA, EPA and DHA decreased
Bcl-2 and increased Bax in tumor cells [33, 290] in addition to their action on p53
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[291]. DHA has been reported to enhance p27, inhibit cyclin-associated kinase,
reduce pRb phosphorylation and induce apoptosis of melanoma cells [291]. BALs
such as PUFAs inhibit cell division by blocking translation initiation [292]. PUFAs
were found to induce free radicals in tumor cells that can directly activate heterodi-
meric G; and G, (small G proteins) [293], which are critical signaling molecules.
Thus, BALSs such as PUFAs and their metabolites have actions that are detrimental
to the survival of tumor cells.

14 Age-Related Disorders Are Inflammatory Conditions
and Can Be Modulated by Bioactive Lipids

With advancing age, there is a tendency to accumulate abdominal fat, decrease in
muscle and skeletal mass (osteoporosis), with development of insulin resistance,
type 2 diabetes mellitus, hypertension, and an increase in the incidence of cancer,
CHD and atherosclerosis, Alzheimer’s disease and depression, and increased
chances of having disc prolapse, osteoarthritis, and tendon tears. These are all
inflammatory conditions. There is reasonable evidence to suggest that in all these
conditions, there is a critical role for BALs (Fig. 3.2). Based on the preceding dis-
cussion it is evident that efforts directed to restore the altered BAL abnormalities to
normality could be of benefit in all these disorders. The various actions of BALs as
outlined above, such as the ability to alter cell membrane fluidity, influence ion
channels, act on G protein coupled receptors, regulate inflammation, immune
response and stem cell biology, telomerase activity, mitochondrial processes, cyto-
skeletal system and participate in resolution of inflammation and wound healing,
are some of the crucial actions that are relevant to their involvement in these age-
related disorders. Hence, analyzing the plasma and tissue concentrations of various
BALs in these conditions may give clues as to the type of abnormalities that need to
be corrected. In general, it is likely that the plasma tissue concentrations of GLA,
DGLA, AA, EPA, DPA, DHA, lipoxins, resolvins, protectins and maresins and anti-
inflammatory cytokines are likely to be low and accompanied by a deficiency of
NO, H,S, CO and an increase in pro-inflammatory PGs, LTs, TXs and cytokines
with a concomitant decrease in antioxidants. Although it is unlikely that all of these
molecules will be abnormal in these disorders, measuring all of them together may
give clues to the specific alterations in their concentrations so that the underlying
pathophysiology could be deciphered to plan relevant interventions.

15 Conclusions and Future Perspectives

One of the questions that should be answered is how BALs could have a role in
many conditions. It should be mentioned here that it is the local actions of BALs
that make them suitable candidates for a critical role in these conditions. Thus, it is
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suggested that abnormalities in the BAL system in vascular endothelial cells may
lead to hypertension, in the pancreatic f cells to diabetes mellitus, in adipose tissue
to obesity, in the skeletal muscles to sarcopenia, in the osteoclasts and osteoblasts to
osteoporosis, in the coronary vascular endothelial cells to atherosclerosis, in neuro-
nal cells to Alzheimer’s disease and depression, in the intervertebral disc to pro-
lapsed, herniated, or extruded intervertebral disc (PIVD) and in specific cells to
relevant cancers. If this proposal is true, it implies that administration of various
PUFAs and/or lipoxins, resolvins, protectins and maresins in appropriate amounts
and in a timely manner will lead to relief from these age-related disorders. Since
lipoxins, resolvins, protectins and maresins are highly unstable and have short half-
lives, they may not be suitable for clinical use. I propose that oral or intravenous
administration of GLA, DGLA, AA, EPA, DPA, DHA and various co-factors such
as vitamins B1, B6, B12, and C, zinc, magnesium, and folic acid should be provided
to achieve their beneficial actions (Fig. 3.2). It should be noted that it may be neces-
sary to administer other co-factors to optimize the synthesis and action of other
relevant endogenous molecules such as NO. This could include provision of
L-arginine, tetrahydrobiopterin and other minerals and trace elements to obtain the
much-needed beneficial actions. By providing all these precursors, it is presumed
that cells and tissues will utilize these raw materials to form the much needed and
relevant BALs, NO, H,S, CO and anti-inflammatory cytokines to boost the antioxi-
dant defences. Since all these above-mentioned factors are endogenous to natural
substances in our bodies, it is anticipated that their administration is unlikely to have
any side effects. In some conditions such as tendon tears and PIVD, perhaps it is
relevant to administer BALSs locally, either using a transdermal approach or via local
injections. For patients with cancer, BALs could be administered in conjunction
with conventional anti-cancer drugs and immune check point inhibitors, as pro-
posed previously [61, 62]. In our preliminary study, it was noted that administration
of PUFAs along with conventional chemotherapeutic drugs can induce remission
with few side effects, and reverse drug resistance to standard chemotherapy. In fact,
it was noticed that co-administration of BALs and high doses of vitamin C blunted
the side effects of chemotherapeutic drugs and induced full remission in one of our
stage IV drug-resistant Hodgkin’s disease patients. We observed that BALs can be
administered with corticosteroids and other immunosuppressive drugs in cases of
lupus and RA, to induce full remission in some cases with no recurrence of the dis-
ease. Some of these patients have been on follow up for more than 10 years and are
still in full remission despite stoppage of all drugs. These preliminary results are
encouraging and are in support of the proposals made here. Obviously, more thor-
ough and in-depth studies are needed to bring BAL-based therapeutics to the main-
stream, but are certainly encouraging. Based on these results, it is tempting to
suggest that prophylactic administration of various PUFAs and their co-factors may
aid in the prevention, postponement or delay of the aging process itself. In this con-
text, it is noteworthy that exercise and calorie restriction, the two interventions that
are known to delay aging, also modulate EFA/PUFA metabolism [47].

In general, it is believed that stem cells are essential for healing and regeneration
of tissues and thus have a critical role in recovery from various diseases. In this
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context, it is interesting to note that stem cells seem to bring about their beneficial
actions by secreting LXA4 [294], which appears to regulate stem cell proliferation
and differentiation [295]. Therefore, it is proposed that BALs may serve as the
mediators of the beneficial actions of stem cells. Perhaps, a combination of stem
cells and BALs may form a new therapeutic approach to several disorders associ-
ated with aging.
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