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Abstract

Scientists have injected endotoxin into animals to investigate and understand various pathologies and novel
therapies for several decades. Recent observations have shown that there is selective susceptibility to Escherichia
coli lipopolysaccharide (LPS) endotoxin in sheep, despite having similar breed characteristics. The reason behind this
difference is unknown, and has prompted studies aiming to explain the variation by proteogenomic
characterisation of circulating acute phase biomarkers. It is hypothesised that genetic trait, biochemical,
immunological and inflammation marker patterns contribute in defining and predicting mammalian response to
LPS. This review discusses the effects of endotoxin and host responses, genetic basis of innate defences, activation
of the acute phase response (APR) following experimental LPS challenge, and the current approaches employed in
detecting novel biomarkers including acute phase proteins (APP) and micro-ribonucleic acids (miRNAs) in serum or
plasma. miRNAs are novel targets for elucidating molecular mechanisms of disease because of their differential
expression during pathological, and in healthy states. Changes in miRNA profiles during a disease challenge may be
reflected in plasma. Studies show that gel-based two-dimensional electrophoresis (2-DE) coupled with either
matrix-assisted laser desorption/ionisation time-of-flight mass spectrometry (MALDI-TOF MS) or liquid
chromatography—mass spectrometry (LC-MS/MS) are currently the most used methods for proteome
characterisation. Further evidence suggests that proteomic investigations are preferentially shifting from 2-DE to
non-gel based LC-MS/MS coupled with data extraction by sequential window acquisition of all theoretical
fragment-ion spectra (SWATH) approaches that are able to identify a wider range of proteins. Enzyme-linked
immunosorbent assay (ELISA), quantitative real-time polymerase chain reaction (qRT-PCR), and most recently
proteomic methods have been used to quantify low abundance proteins such as cytokines. gRT-PCR and next
generation sequencing (NGS) are used for the characterisation of miRNA. Proteogenomic approaches for detecting
APP and novel miRNA profiling are essential in understanding the selective resistance to endotoxin in sheep. The
results of these methods could help in understanding similar pathology in humans. It might also be helpful in the
development of physiological and diagnostic screening assays for determining experimental inclusion and
endpoints, and in clinical trials in future.
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Introduction

During subsequent studies based on an ovine model of
transfusion-related acute lung injury [1-3], unpublished
observations showed that some sheep were more suscep-
tible to the effects of Escherichia coli lipopolysaccharide
(LPS) endotoxin than others from the same mob. Endo-
toxin LPS from E. coli serotype O55:B5 was infused into
sheep to prime their immune system without causing
LPS-induced acute lung injury. As a result, the more
susceptible sheep required considerably less LPS to
prime their immune system. It is not known why this
observation occurred, despite the sheep being the same
breed, with similar characteristics. This striking observa-
tion of differential susceptibility to LPS has prompted
studies that seek to explain the variation. It has recently
been proposed that tolerance to endotoxin is one mech-
anism among others involving reprogramming of im-
mune system cells to regulate inflammation and protect
the host against shock [4]. Sheep play a vital role when
used as large animal models in understanding human
disease [5]. To date, however, data on the use of sheep is
scarce and yet these production animals fulfil the criteria
in the quest for clinically relevant large animal models
that can generate robust mechanistic information that
lends itself to translational research. Current evidence
from landmark genomic studies points out that mouse
models that have traditionally been used in research are
remote from human conditions [6], which underscores
the relevance of sheep. Recent advances in the mapping
of the sheep genome and breed variation [7] may help to
further elucidate genetic and phenotypic differences seen
during natural and experimental disease challenges. We
have formulated the hypothesis that the genetic trait,
biochemical, immunological and inflammation marker
patterns of the host contribute in defining and predict-
ing the response to the bacterial endotoxin (LPS)
challenge.

The focus of the current review is on the proteoge-
nomic approaches of studying circulating acute phase
biomarkers that could help to explain selective suscepti-
bility to endotoxin in sheep. On the same theme, the ef-
fects of endotoxin in animals and understanding of
immunity and infection are outlined. The genetic basis
of innate defences, the activation of the acute phase re-
sponse (APR), and the different methodologies employed
in detecting novel biomarkers specifically acute phase
proteins (APP) and microRNAs (miRNAs) in serum or
plasma are discussed. Acute phase proteins are noted as
excellent candidates to study in animal models of disease
[8]. The inclusion of circulating miRNAs is a novel ap-
proach as they have been proposed to play a key role in
the modulation of endotoxin tolerance as reviewed re-
cently [4]. The methodologies discussed include routine
haematology and biochemistry panels, contemporary
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proteomic and high throughput genomic approaches.
With omics (branch of study in life sciences with the suf-
fix -omics, such as genomics, proteomics [9,10])
methods, it can be advanced that it will be feasible to
understand the molecular mechanisms and gene expres-
sion traits responsible for the selective susceptibility to
endotoxin and disease challenge in sheep. An under-
standing of associated markers of the selective morbidity
of sheep to endotoxin may help to understand or predict
similar pathology in humans. Furthermore, this know-
ledge could be used in developing strategic bioassays for
use in physiological screening of animals prior to recruit-
ment in experimental studies, and, most importantly, for
improving animal welfare and production.

A - Endotoxin: the molecular trigger of the immune
system
An endotoxin is a bacterial toxin that is integral and
major part of the cell wall of Gram-negative (G-ve) bac-
teria. It is made of lipopolysaccharides (LPS), which are
biologically-active molecules that bind either directly to
the plasma membrane of mammalian cells, or complex
with LPS-binding protein (LBP) prior to endocytosis
[11,12]. LPS are localised in the outer layer of the
membrane and in non-capsulated bacteria, it is exposed
on the cell surface [12]. In G-ve bacteria, the lipo-
polysaccharide membrane protects the bacterium against
the action of lipophilic antibiotics [12] and detergents.
Bacterial endotoxins are considered to cause the most
pathophysiological reactions during infection [13]. LPS
endotoxins are key factors in septic shock in humans
[14,15], induce strong immune responses in normal
mammalian cells [12,16] and are known to be an im-
portant cause of acute respiratory distress syndrome in
both humans and animals [17]. The lipid A component
of LPS is primarily responsible for immune response ac-
tivation [18]. When G-ve bacteria cells are lysed by the
immune system, particles of the membrane containing
lipid A are released into the systemic circulation, leading
to fever, sometimes diarrhoea, and endotoxic shock or
sepsis with potentially fatal consequences [14,15,18,19].
How do mammalian hosts respond to endotoxin? LPS
constitute microbial structures called pathogen associ-
ated molecular patterns (PAMPs) that are recognised by
blood- and cell-associated protein triggering inflamma-
tion [20] through a precise sequence [21]. The innate in-
flammatory response to LPS is mediated via toll-like
receptors 4 (TLR4) [4,16,22]. In circulation, LPS is iden-
tified and bound by LBP which delivers LPS to the
membrane-bound receptor called cluster of differenti-
ation 14 (CD14), creating CD14/TLR4/LBP complex
[19,23]. When engaged by LPS, as in Gram-negative in-
fection, this complex (CD14/TLR4/LBP) transduces a
signal detected by the myeloid differentiation primary
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response gene (MyD88) and is passed onward by a cas-
cade of the interleukin-1 receptor-associated kinases
(IRAKs), tumour necrosis factor receptor associated
factor 6 (TRAF6), and nuclear factor (NF)-kappaB indu-
cing kinase (NIK), resulting in activation of NF-kappaB
[4,23]. This promotes the secretion of pro-inflammatory
cytokines including interleukin 6 (IL-6), tumour necrosis
factor-a (TNF- o) and interleukin-1f (IL-1p) [12,21,24].
Cytokines are target genes of LPS signalling and are acti-
vated or downregulated via these transcription factors
[16]. The production of pro-inflammatory cytokines and
chemokines then finely regulates the systemic reaction
events [21]. Readers are referred elsewhere [25-27] for de-
tailed schematic illustrations of TLR4 pathway signalling.

Lipopolysaccharide preparations continue to be the
mainstay of experimental models of infection, but why
only in small animals? The good news is that studies are
starting to emerge that have used large animals in re-
search for the elucidation of LPS immunology [28],
blood transfusion studies [2,3], physiology and many
other processes to induce synthesis and secretion of
intermediary factors such as interleukins [12,29], and in
the study of acute phase response [13] in animals. In the
quest to characterise the acute phase response, Kabaroff
et al. [19] challenged ewes with a range of doses of
E. coli endotoxin. Their study observed that the expres-
sion of TLR4, CD14, IL-6, TNF- «, IL-1P, macrophage
migration inhibitory factor, 11-B-hydroxysteroid de-
hydrogenase and tachynin precursor 1 hepatic genes was
dependent on both the dose and the kinetics of the re-
sponse to LPS [19]. It would have been interesting to de-
termine if there were any soluble gene expression
transcripts in plasma and serum. In mice, for instance, it
has been shown that the key factors responsible for the
sensitivity to endotoxin infusion are found in serum, not
the host cells [30]. This information is lacking in sheep,
therefore warranting investigation. The identification
and harnessing of these circulating factors may help to
develop strategies that can dampen response to bacterial
diseases [31] in sheep. Whilst there is still debate as to
whether animal models of endotoxaemia are relevant to
human sepsis, as reviewed by Seok et al. [6], Ward [20]
and Munford [31], the use of LPS to simulate infection
by priming the immune system of the host and to meas-
ure immunological and markers of inflammation in
serum of sheep will undoubtedly open doors to this un-
explored area of data-scarce large animal species. It has
been documented that animals that survive an exposure
to endotoxin or Gram-negative bacteria often develop
tolerance to subsequent challenges with LPS [31]. This
may, in part, help to explain why there is differential re-
silience to the effects of endotoxin in addition to im-
munity and genetics of the individual — which is the
premise for this review.
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B - Infection, immunity and the role of genetics

The fundamental definition of disease resistance in-
cludes freedom from clinical signs of disease after chal-
lenge [32]. Animals resist infection by way of innate and
adaptive immunity strategies. Innate immunity involves
physical barriers like the skin, innate immune cells such
as dendritic cells, monocytes, natural killer cells, lym-
phocytes and inflammatory cytokines [8,33]. The injec-
tion of an endotoxin intravenously may therefore not
simulate what happens in natural infections as this
avoids the acute phase of infection [31] and traverses
some of the innate immunity barriers. It is well recog-
nised that a heightened tolerance to pathogens is an im-
portant selection objective in most livestock species.
Also, animals that survive an exposure to endotoxin or
Gram-negative bacterial infection often develop to-
lerance to subsequent challenges with LPS and other
microbial agonists [31]. This is by way of adaptive im-
munity which is antigen-specific and requires the recog-
nition of specific antigens via a process of antigen
presentation that results in an immunological memory
[31,33].

Studies have also shown that various innate and adap-
tive immune traits are genetically controlled, and resist-
ance to disease is an evolutionary trait responsible for
survival [33]. Most work on sheep has shown that vari-
ation in resistance to internal parasites, fleece rot, fly
strike, and dermatophilosis is genetically determined
[32]. In animal production, the relative importance of
infectious diseases depends on their impact on welfare
and production; genetic approaches to disease control
have only been considered where conventional control
measures have been ineffective [32], which leaves con-
siderable knowledge gaps in this field. Along this line,
Albers et al. [34], have been able to recognise and esti-
mate genetic relationships among resistance and resili-
ence to internal parasite burdens as being important
production characters in sheep. Their study deduced
that realistic additions to existing selection criteria for
Merino sheep should include productivity when in-
fected, and resistance to infestation [34]. Furthermore,
the potentially negative impact of reduced selection ef-
ficiency on production traits has also been observed in
sheep in some reports [32]. This could be elucidated by
understanding the mechanisms underpinning the resist-
ance, the intricate genes and the use of biomarker-
assisted selection [32]. In other species like wild rodents,
for example, phenotypic variation in immune function
and pathogen resistance has been shown to occur in
natural populations [35,36], which strengthens the no-
tion that there is a genetic basis to this variation. In
summary, infection, the immune system and the genetic

factors all interact to mount an acute phase response
(APR).
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C - Acute phase response: the humoral gatekeeping
signaling

The physiological response to infection and injury
involves inflammation, in the first instance, leading to
the activation of the body’s immune system-mediated
defence mechanisms, collectively referred to as APR
[21,37-39]. The APR is an innate, non-specific reaction
which occurs in animals shortly after an infection,
inflammation, trauma, surgery neoplasia or immuno-
logical disorders prior to specific immunity development
[39,40]. Innate immunity therefore fulfils an important
role in the body’s early defence by initiating APR that
triggers the production of blood acute phase proteins
(APP) mainly by hepatocytes [8]. The production of APP
is regulated by specific genes [41]. Other than hepato-
cytes, several other tissues and cell types are known to
make APP as well [21]. APR is a multifaceted systemic
primary defence system activated by trauma, infection,
stress, neoplastic processes and inflammation [8,21]. The
APR is a core part of the innate immune response and is
observed across all animal species [8,38]. The APR is
mediated mainly by pro-inflammatory cytokines [40],
acting as messengers between the local site of injury and
the cells that synthesise APP [38]. As far as disease re-
sistance in sheep is concerned, Raadsama et al. [32]
asserted that genetic variations exist in acute phase re-
sponses in almost every case that has been investigated.
Therefore, continuous focus on alternative selection cri-
teria including biomarkers such as DNA [32], APP and
miRNA are warranted. The latter two novel additions
and products of the APR have a tremendous potential
as biomarkers to enhance the understanding of host-
pathogen relationships and provide new avenues for de-
veloping tools for mitigating the effects of disease.

D - Biomarkers: the pathognomonic yardsticks for
biological processes

A biomarker is an objective, quantifiable characteristic of a
biological process [42]. Biomarkers include established
measurable physiological parameters like body temperature,
heart rate, respiratory rate (the TPR adage), haematological
& biochemical parameters, acute phase proteins, and gene
expression transcripts like cytokines and novel miRNAs all
of which are necessary for investigations of the systemic im-
pact of disease. The effects of disease cause physiological
derangements that can be measured by haemodynamic,
respiratory and temperature monitoring technology. De-
tailed insights on the practices of haemodynamic moni-
toring practices are beyond the scope of this review and
can be found elsewhere [43-48]. Respiratory monitoring
is not only about checking if the chest is moving; it
is more about the analysis of actual pulmonary gas
exchange. Gas exchange can be quantified by pulse
oximetry which provides a measure of oxyhaemoglobin

Page 4 of 12

saturation in blood and is one of the most useful param-
eters [49-52] in addition to the measurement of end tidal
carbon dioxide tension. Blood gas analysis provides infor-
mation on partial pressures of O, and carbon dioxide.
Absolute values for oximetry including the concentrations
of total blood haemoglobin, oxygen saturation, fractions of
oxyhaemoglobin, methaemoglobin, carboxyhaemoglobin,
and de-oxyhaemoglobin are also attainable by blood gas
analysis. Modern blood analysers also provide measure-
ments for blood acid-base status, electrolytes and metabo-
lites. Complete blood cell counts including platelets,
differential white cell counts and serum or plasma bio-
chemical analysis [53] continue to be the mainstay of rou-
tine biomarker benchmarks of organ function in practice.

Acute phase proteins

APP are large structurally unrelated proteins [21] that
are considered biomarkers, and their assay can provide
an evaluation of the activating event [8,54-56]. It is also
known that APP are sensitive markers of infection and
inflammation in animals [8,38]. Later in APR, innate re-
sponses are reliant on cytokines and chemokines which
are generated by activated cells including fibroblasts,
macrophages, platelets, monocytes, endothelium, kerati-
nocytes and T-cells [8].

The fundamental objective of studying APP is to
understand the pathophysiology of disease processes
involved during innate immune response to infections
in order to improve the welfare of animals [21]. Their
characterisation has potential in medical interventions
and in monitoring disease processes. It has been pro-
posed that, as in humans, the monitoring of systemic
inflammation in veterinary patients could be achieved
by the determination of APP profiles [57]. The latter
may in fact be useful in monitoring the health status
of animals during farm production, slaughter [40,58]
and agistment in the case of experimental animals, as
well as monitoring their health status. Cross-species
comparisons have indicated a considerably high degree
of similarity in the patterns of APR [39]; however, al-
though APR is highly conserved in nature, APP pro-
files show a significant variability between species [59].
In other words the relative level or magnitude of ex-
pression of different APP varies depending on the spe-
cies. It has been established that APR leads to fever,
leucocytosis, significant alterations of APP in plasma
or serum [21,38] and increased numbers of circulating
neutrophils and their precursors [38].

More than 200 APP have been recognised and are
grouped as either positive or negative, contingent on
whether they increase or decrease, respectively during
APR [8,21,38]. Albumin is the major negative APP that
decreases in nearly all animal species during APR
[8,21,38]. The downregulation of hepatic synthesis of
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albumin increases the free amino acid pool so they can
be available for gluconeogenesis [21]. Positive APP are
those that increase during APR and can be further cate-
gorised as major, moderate or minor depending on the
degree of increase during APR [8]. There are species dif-
ferences in the classification of positive APP [38]. In
sheep, for example, the major APP (>10-fold increase)
are haptoglobin and serum amyloid A, while al-acid
glycoprotein (AGP) and C-reactive protein are moderate
APP (1- to 10-fold increase) [8]. In humans, C-reactive
protein (CRP), the APP of main interest, and serum
amyloid A are major APP, while AGP, fibrinogen and
haptoglobin are moderate APP [8]. Serum amyloid A is
consistently a major APP in the cat, ox, dog, goat, horse,
man, mouse, pig, and rabbit, but not in the chicken,
non-human primates and rat [8]. As an example from
another species, Orro et al. [13] demonstrated that chal-
lenge with E. coli endotoxin in reindeer can activate
APR, and serum amyloid A appears to be a more sensi-
tive indicator of APR than haptoglobin in this species
[13]. It is known that different pathophysiological chal-
lenges generate different patterns of APP; therefore, not
all of them change uniformly in all diseases or in each
animal [21]. A wider application of APP in veterinary
medicine has only heightened in the last decade [8] and
a lot remains to be learned. The biologic functions of
some common APP are presented in Table 1.

An extensive summary of the triggering event and the
significant changes in APP in animals has been reviewed
by Cray et al. [8]. Their review noted that the uses of
APP assays are well supported in the human and veter-
inary studies with many potential uses in laboratory ani-
mal medicine [8]. Specific reports on APP alterations in
sheep have been published, for instance during bacterial
infections [60-62], yeast infection [63] and in an experi-
mental model of bacterial lymphadenitis [64]. In one
study, it was noted that ceruloplasmin, fibrinogen and
haptoglobin increased and albumin decreased during a
yeast infection [63]. Sheep with rhino-tracheo-bronchitis
show significant decreases in transthyretin, apolipopro-
tein Al, and increases in haptoglobin, endopin 1b and
alpha 1p- glycoprotein [62]. In cattle, serum haptoglobin
concentration is useful in the effective diagnosis and
prognosis of enteritis, peritonitis, pneumonia and endo-
carditis [21]. Research shows that sheep and goats have
similar APP responses as cattle [21], but this could still
be an assumption. In sheep, AGP shows a moderate, but
extended, response after an inflammatory stimulus, sug-
gesting that it is a marker for chronic conditions in this
species [64] and goats [65]. Fibrinogen is a moderate
APP in small ruminants [65]. It is important that these
findings are replicated in order to formulate a standard.

The APP have been reported to be more sensitive than
complete blood count analysis as makers of infection
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Table 1 Biologic functions of some common acute phase
proteins (APP)

Acute phase protein
C-Reactive protein (CRP)

Function

Opsonises infectious agents to activate
complement and phagocytosis. Up- or
downregulates cytokine production and
chemotaxis. Has both pro-inflammatory and
anti-inflammatory effects.

Serum amyloid P

Serum amyloid A (SAA)

Analogue of CRP in some animals.

Chemotaxis of polymorphonuclear cells,
monocytes, and T cells. Downregulates the
inflammatory process. Binds cholesterol
and modulates innate immune reactions.
Known as an innate immunity opsonin.

Albumin Binds fatty acid, bilirubin. Regulates

osmotic pressure.

Haptoglobin (Hp) Dampens oxidative damage due to
haemolysis by binding free haemoglobin.
Bacteriostatic. Immunomodulator.

Angiogenesis and chaperone activity.

a;-Acid glycoprotein (AGP)  Binds and inhibits LPS. Downregulates
neutrophils and complement. Transports
molecules in plasma. Immunomodulator of
white blood cells. Reduces apoptosis of

bovine monocytes. Antibacterial.

a;-macroglobulin Protease inhibitor; removes enzymes

released during injury.

Lipopolysaccharide binding
protein (LBP)

Binds LPS, activates innate immunity.
Modulates biological activity of immune
cells. Opsonin.

Inter a trypsin inhibitor Protease inhibitor.

H4 (ITIH4)

Fetuin (a HS glycoprotein)  Bone growth, foetal development

a; Anti proteinase Protease inhibitor

(Anti trypsin)

Major acute phase protein
(Porcine) (pig-MAP)

Trypsin inhibitor (porcine species).

Ceruloplasmin Scavenges free radicals.

Paraoxanase Oxidase inhibitor.

Lipoprotein Lipid transport.

Retinal binding protein Transport of vitamin A.

Mammary-associated Milk APP.

serum amyloid A3

Fibrinogen Precursor for fibrin, tissue repair.

Transferrin Positive APP in avian species and negative
in mammals. Immunomodulator, protein
transport, tissue protection from damage

from inflammation.

Table reflects information from references [8,21,37,38].

particularly in sheep [60]. For example, APP assay can
differentiate between acute and chronic states of infec-
tious conditions such as caseous lymphadenitis [64]. In
Merino lambs, APP assays have been shown to be useful
in evaluating the systemic effects of different procedures
for controlling breech flystrike [53,66,67]. This can po-
tentially help to identify the procedures associated with
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downregulated inflammation [21]. The APP profiling
can be used as a prognostic indicator of dystocia in
sheep because of elevations in haptoglobin [21]. In com-
parison to cattle, there is considerably less reported on
APP in small ruminants [21], suggesting avenues for ro-
bust research focused in this area. Characterisation of
APP response during infectious disease in sheep and
goats has been identified as an area that would have a
significant knowledge impact [21]. In dogs, it has been
suggested that ceruloplasmin and fibrinogen levels could
have potential in the diagnosis of pregnancy and health
status monitoring of pregnant bitches [68]. The current
school of thought suggests that a single APP should not
be used to monitor a disease process [8,38]. Instead, a
comprehensive index [69] that encompasses both posi-
tive and negative APP as well as those APP that increase
both rapidly and slowly should be employed in order to
correlate better with the inflammatory process [8,62].
This calls for the use of contemporary methodologies to
develop multiple and comprehensive and rapid APP pro-
filing platforms.

Cytokines and chemokines
The physiological effects of LPS are based predomin-
antly on the production and activation of molecular me-
diators such as cytokines [70]. Currently, cytokines are
considered to be the principal mediators coordinating
physiological response to stress stimuli in health or dis-
ease and the immune system [71,72]. They are known
for the recognition, modulation and ultimate response of
an organism to infection by regulation of activation, rep-
lication, chemotaxis and apoptosis of immune cells [73].
The APR is stimulated by the release of cytokines such
as IL-1, IL6 and TNF-a from macrophages and mono-
cytes at the site of inflammation or infection [38,70].
Compared to other species such as humans and mice, it
is still early days for cytokine research in sheep which
has fortunately been enhanced by omics techniques [71].
During infection or LPS stimulation, cytokine genes
are turned on and a ‘storm’ of cytokines is produced.
Under usual circumstances, this storm subsides as the
infection is eliminated and the genes are turned off
[8,73]. However, when cytokines genes remain persist-
ently activated, this can lead to an overactive immune
system and the development of autoimmunity, causing
cell death [73]. Cytokines, therefore, dictate the nature
of the immune response to infection [71]. It should be
acknowledged that intravenous injection of LPS does not
mimic any natural Gram-negative infection and can be
variable. In mice for instance, the initial response to LPS is
pro-inflammatory as TNF-a and IL-1 appear in the blood
long before IL-10 does — and yet there is not much evi-
dence to suggest that this happens in naturally infected
humans [31]. It is, therefore, important to characterise
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LPS-induced cytokine expression and profiles in sheep
and document any differences.

Cytokine responses are integral to the survival of the
host, while in some instances, they also seem to drive the
disease process [8]. This dysregulation of the cytokine re-
sponse is present in a number of disease states, including
those that are immune-mediated rather than infectious
[73]. Over-exuberant production of pro-inflammatory cy-
tokines causes death of cells, dysfunction of organs and
death of the organism [20]. This is known as the systemic
inflammatory response syndrome (SIRS) [20].

Each cytokine binds its own receptor and that receptor
has a defined mechanism to its second messenger sys-
tem. Cytokines are not stored. They are expressed as
needed and their expression is tightly controlled. It has
been documented that cytokines peak at different times
during the onset of illness [73]. This makes the use of
cytokines as markers for disease severity difficult [73].
Peaking too long or not peaking at all, or in the wrong
proportions may be responsible for disease states. The
ultimate end product of cytokine production is signal
transduction [20]. Table 2 summarises some known cy-
tokines categorised in families and their action.

Assaying of acute phase proteins

Automated chemistry analysers are commonly used for
basic health assessments for total protein and albumin
[8]. Currently, however, protein electrophoresis (PEP) is
considered as an excellent method for detection for APP
[8]. PEP can provide a more accurate albumin quantita-
tion and visualisation of globulin fractions to monitor
the overall progression of the APR [8]. The downside of
PEP is that it does not enable quantitation of individual

Table 2 Families of some known cytokines

Family Members Action
TNF 20 Pro-inflammatory
IL-1 11 Members including Pro-inflammatory
IL-1q, IL-1B3, IL-18 and IL-33
IL-6 IL6, Leukaemia inhibitory Acute phase response,
factor, IL-11, oncostatin, Pro-inflammatory, diverse
ciliary neuroptic factor biological activities
and cardiotropin-1
IL-10 IL-10, IL-22 Anti-inflammatory
Colony IL-3, granulocyte-CSF, Overlapping functions,
stimulating granulocyte-macrophage distinct gene products,
factors (CSF)  CSF, macrophage CSF and have specific receptors.
Chemokine  CXCL8 (formally known Chemotactic
as IL-8)
Interferons IL-2, IL-4, IL-7, IL-9, IL-15, Antiviral, modulate
and IL-21 several immune

responses, share a
common receptor chain,
exclusively produced by
activated T Cells.

Table reflects information drawn from references [38,71,73].
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proteins, but rather clusters of proteins that are media-
tors of the acute inflammatory process [8]. It is recom-
mended that baseline parameters for species and strains
should be established by each experimental laboratory
when using PEP or APP tools [8]. Turbidimetric methods
[62], radioimmunoassay (RIA) and ELISA in cattle, for
instance [13], continue to be developed specifically for
rapid determination of CRP [38]. There are some ELISA
kits [68] that have been validated for animal use and are
available to measure specific APP, however most of these
assays lack automation and could prove to be uneconom-
ical [8]. The development of protein microarray method-
ology has been suggested for assaying of APP in pigs
[38]. Considered together, current evidence suggests that
the proteomic approach of APP assay is preferred.

There has been relatively limited use of proteomics to
investigate blood protein patterns in relation to APP as-
says in farm animals [21,62,74]. Proteomic studies in
veterinary medicine, particularly of sheep, remain con-
strained, compared to other species like humans [62].
Proteomic approaches enable large-scale protein ana-
lysis, describing the entire protein component (prote-
ome) from an organism, tissue, cell or biological fluid.
This then provides information on protein expression,
localisation, functions and interactions [62]. There are a
few studies that have described two-dimensional elec-
trophoresis (2-DE) in cattle [40,75-77], horses [78],
sheep [62], swine [79], chicken [80] and companion
small animals [81]. One experimental model used 2-DE
in cattle, followed by Liquid chromatography—mass
spectrometry (LC-MS/MS) for spot identification to de-
termine potential biomarkers of disease outcomes to
predict the occurrence of fatal respiratory disease [82].
Alonso-Fauste et al. [40] used 2-DE coupled with
Matrix-Assisted Laser desorption/Ionisation Time-of-
Flight Mass Spectrometry (MALDI-TOF MS) for prote-
omic characterisation of bovine serum and whey from
healthy and mastitis-affected cattle. They concluded
that existing differences in serum protein patterns be-
tween healthy and acute phase conditions is very useful
in the search for specific biomarkers. Moreover, recent
studies by Chiaradia et al. [62] defined the sheep prote-
ome and identified protein markers that recognise early,
and subclinical disease. Their study concluded that ap-
plying proteomics in putative biomarker discovery for
early diagnosis, as well as monitoring the physiological
and metabolic situations, is critical for ovine welfare
[62]. The downside of investigating the plasma prote-
ome, however, is that few proteins of high abundance
can mask changes in proteins of lower abundance [83].
While it has been suggested that it is necessary to de-
plete major proteins, including high abundance APP
from samples prior to undertaking proteomic investiga-
tions of low abundance proteins [21], other studies [62]
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have objected to sample pre-treatment such as dealbumi-
nation. Developments in this field suggest that proteomic
investigations are gradually shifting from gel-based 2-DE
to non-gel based studies where LC-MS/MS approaches
are able to identify a wider range of proteins which may
overcome the problem of high abundance proteins [21].
Recently, an approach for proteome analysis has been de-
veloped that combines LC-MS/MS and data extraction
strategy called sequential window acquisition of all theor-
etical fragment-ion spectra (SWATH) or SWATH-MS
[84]. SWATH-MS has been suggested for use in plasma
biomarker discovery studies [85].

The profiles of cytokines can be measured at two
levels, protein or mRNA transcripts using various tech-
niques [72]. In a study on brachycephalic dogs that
assessed concentrations of pro-inflammatory and anti-
inflammatory cytokines in plasma, a specific commer-
cial ELISA kit was used satisfactorily [86]. In another
study, ELISA was used to measure TNF and IFNy levels
in cell supernatants following LPS stimulation in bovine
peripheral blood mononuclear cells (PBMC) [16]. The
latter study concluded that LPS stimulation alters the
expression of genes encoding epigenetic enzyme in bo-
vine PBMC [16]. Real-time quantitative RT-PCR is the
method commonly used for cytokine gene expression in
tissues and has been used in sheep [72,87-89]. The qRT-
PCR allows for an exponential amplification of the gene
of interest; therefore, overcoming the sensitivity prob-
lems usually encountered with gene expression studies
[72]. Owing to the lack of immunological and biological
assays for the detection of ovine cytokines, Budhia et al.
[72] developed the use of qRT-PCR to detect ovine cyto-
kines. Micro-array methodologies for cytokine assaying
for ruminants have now also been developed [90].

Many potentially novel applications of APP have been
proposed. APP assays could be used as rapid screening
tests for inflammation by providing better sensitivity
when compared to other traditional markers [91]. By re-
placing the currently used subjective assessments, APP
may be useful in defining human endpoints to experi-
mental protocols and also to gauge stress with regard to
animal wellbeing [8]. Studies on APP have shown that
optimum husbandry conditions and isolation of labora-
tory animals minimises contact with potential triggers of
inflammation [54]. Therefore, another potential use of
APP is the assessment of the general health of laboratory
animal colonies and to screen animals before entry into
experimental protocols [8]. Due to the observations of
the dynamic APP response in sheep following vaccin-
ation, it has been suggested that exploitation of this
effect would provide a means to monitor the APP and
innate immune response in the general population with-
out the need for primers such as LPS [21]. Cray et al. [8]
summed it up elegantly that APP are excellent candidates
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through which to better study animal models of disease,
monitor health and objectively assess animal wellbeing.
There is undoubtedly a considerable potential for apply-
ing proteomic studies to ovine plasma or serum to fur-
ther understand APR in the pathophysiology of disease,
to benefit the health and welfare of sheep, be it in farm
production or as large animal models of human disease.

Circulating microRNA: the future of biomarkers
The development of functional genomics has created a
considerable interest in discovering circulating bio-
markers that are useful in classifying disease severity and
in gauging therapeutic response to candidate drug inter-
ventions [92]. miRNAs are newly discovered, small non-
coding ribonucleic acids (RNAs) about 22 nucleotides in
length that play critical roles in the regulation of host
genome expression at the post-transcriptional level
[93-95] and are thought to impart stability to biological
systems [96]. Early observations on the [lin-4 gene that
codes for short RNAs governing the development of
Caenorhabditis elegans were first reported by Lee et al.
[97] in 1993. In later years, another short RNA /Jet-7 was
identified [98], with a large number of small RNAs being
revealed in 2001 [92], which subsequently opened the
lid to the world of the microRNA biotechnology
[93,99-102]. Recently, Zhang et al. [103] identified and
characterised the miRNA transcriptome of sheep. The
identification of miRNA will promote the study of
miRNA functions and gene regulatory mechanisms [103]
and networks will be subject of many advances in
miRNA biology in the coming years [92].

miRNAs are detectable in a variety of sources, includ-
ing tissues, serum, plasma and other body fluids [104]
and have been reported to be remarkably stable even
under conditions as harsh as boiling, extreme pH, long-
time storage at room temperature and multiple freeze-
thaw cycles [105,106], therefore prompting interest in
this line of research [104,107]. Much as the origin of
cell-free miRNAs in circulation has not been clearly elu-
cidated; they are believed to be released to the extracel-
lular space from damaged or apoptotic cells and are also
actively secreted by cells via exosomes or exocytosis
[108-110]. They are protected against degradation by
being within lipid vesicles or by being associated with
protein or lipoprotein complexes [107]. Furthermore,
miRNA expression is known to be specific in different
tissues [111] and change in different diseases [112,113].
Thus, miRNAs in plasma or serum could be developed
as a novel class of blood-based biomarkers to diagnose
and monitor disease [107,109,114].

The work of Montano [92] observed that there is a
growing recognition that miRNA networks are often as-
sociated with tissue dysfunction and are likely to be a
key source of altered gene expression that distinguishes
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healthy tissue from pathological tissue. For example, in
diabetic humans, it has been shown that there is an ap-
parent discordance between proteomic profiles and their
respective miRNA, suggesting a potential role played by
miRNAs [115]. Quite recently, there have been detailed
insights into the function of miRNAs in various disease
states such as liver disease [116], kidney function and
disease [117], cardiac disease [118], therapeutic targets
in cancer [100], biomarkers in lung cancer[119], lung
cancer biology and therapy [120], pulmonary fibrosis
[121], acute lung injury [122] and in understanding im-
munoregulation, inflammation and autoimmune diseases
[93].

Based on the preceding background, it is reasonable to
assume that changes in miRNA profiles occur in sheep
during LPS challenge which may be reflected in plasma.
It is now known that miRNAs are post-transcriptional
regulators of gene expression and are new targets for re-
vealing the molecular mechanism that form traits [103].
There has been a pioneering study as discussed [93,122]
that links miRNAs with innate response based on the
observation that miR-146 and miR-155 are rapidly up-
regulated during LPS stimulation of human monocytic
cells [92]. In addition, there is also mounting evidence
that miRNA have a critical role in immune system
homeostasis [93]. Studies are therefore indicated to char-
acterise the acute phase response by measuring miRNA
expression as potential biomarker candidates in sheep
challenged with LPS. This could in part, help to explain
the differential resilience to endotoxin that has been ob-
served in sheep. It has been proposed that further study
of miRNAs will prove beneficial in the understanding of
physiological and pathological mechanisms in organ-
isms, thus providing a theoretical basis for the diagnosis
and treatment of diseases [103].

Assaying of miRNAs

The detection and quantification of miRNAs in plasma
and serum samples is an area that continues to grow
[109,123-125]. In brief, the methods commonly used
quantify miRNAs are quantitative reverse-transcriptase
polymerase chain reaction (qRT-PCR) profiling and
micro-array technology [107]. One study [123] revealed
that vesicle-associated plasma miRNA was in the minor-
ity, whereas potentially, up to 90% of miRNAs in circula-
tion are present in the non-membrane bound form. The
relative ease by which miRNAs can be detected in a qRT-
PCR and microarrays makes it immensely motivating to
study circulating miRNAs as clinical biomarkers in a
sheep model following an LPS challenge. Circulating
miRNAs are known to fulfil a number of criteria that
an ideal biomarker has as discussed and summarised
by Creemers et al. [107]. Most importantly, circulating
miRNAs can be accessed by non-invasive methods.
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Furthermore, evidence continues to mount that while
circulating miRNAs are quite tissue- or pathology-
specific for given tissue pathologies, and their sequences
are evolutionarily conserved [107], they may also have
the potential to provide the much-needed intermediate
endpoints for animal experimental studies. It would also
be interesting to determine whether candidate miRNA
profiles in sheep correlate with some of the published
levels of plasma proteins and cytokines.

There are challenges associated with the detection of
circulating miRNAs. There are low numbers of total
RNA molecules in blood fluid compartment, which
raises concerns with measuring the concentration and
quality of isolated RNA [107]. It has been proposed that
it is important to precisely normalise [125] detected
miRNA values for variances based on the amount of
starting material and miRNA extraction, by seeking a
“housekeeping” circulating RNA, for instance [107].
Plasma or serum volume has been proposed as the best
parameter by which to standardise the amount of input
miRNA [126]. Similarly, the number of molecules per
volume of plasma or serum is also used as a standard to
evaluate blood levels of other molecules [107]. In
addition to normalisation of qRT-PCR data, an appropri-
ate control is a requirement for diagnostic studies [125].
Together, these observations mean that studies are
indicated to characterise the different normalisation
methods and find the best ways to reproducibly measure
miRNA in plasma [107] especially in data-scarce and
equally important large animal species such as sheep.

Next-generation sequencing (NGS) technologies are
regarded as the next step to be used for discovering
novel miRNAs as they are not biased by qRT-PCR and
microarray platforms [127]. Combining multiple miR-
NAs into a miRNA profile may provide greater accuracy
than a single miRNA [107]. With only approximately
100 miRNAs characterised in human plasma thus far,
profiling all the miRNA may provide a comprehensive
analysis of pathologies in multiple organs, even in sheep.
With respect to sheep, no real-time or NGS has been
performed to characterise circulating miRNA expression
in response to LPS challenge, therefore calling for re-
search in this area.

E - Perspectives

Genomic tools and approaches in sheep have lagged be-
hind and have been dwarfed by more influential, and yet
equally significant farm animals such as cattle if looked
at from a functional genetics point of view [128]. Height-
ened interest in the understanding of sheep has led to
new evidence that supports their relevance and suitabil-
ity as experimental models for understanding critical ill-
nesses in humans as recently reviewed in related studies
[129]. Improved production traits in meat, milk and fine
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wool currently constitute the predominant spectrum of
the phenotypes of modern breeds of sheep at the ex-
pense of original strains [7]. It is also now known that
conventional genetic improvement programmes aimed
at increasing profitability have found it difficult to in-
corporate disease resistance in multi-trait breeding ob-
jectives [128]. Previous studies have largely been on
European-derived breeds of sheep which prompted the
recent landmark study on diverse breeds across the
world to better understand the genetic composition and
history of sheep [7]. The study genotyped the global di-
versity of sheep using the ovine SNP50 Bead chip tech-
nology and deduced that, among other traits, the most
robust selection signal occurred in response to breeding
for the absence of horns [7]. Could the focus on selective
breeding for polled sheep have led to the propagation of
more disease-prone sheep?

Conclusions

The current review has established a framework for un-
derstanding selective susceptibility to infection with
reference to endotoxin through a proteogenomic ap-
proach. The identification of unique signature and
disease-related APP and miRNAs provides the founda-
tion for the next phase of studies: 1) to mechanistically
understand the pathogenic contribution of endotoxin-
related APP and miRNAs, 2) to determine the cause and
mechanism underlying APP and miRNA dysregulation
in experimental LPS challenge and stress for example
during transportation, and 3) to ultimately develop novel
APP and miRNA-based biomarker assay with potentially
unrivalled specificity and sensitivity. To address these
central questions, a relevant large animal model of infec-
tion is instrumental. It is anticipated that, in future, to
treat infectious or stress-related diseases, novel effective
APP and miRNA-based gene therapies will be developed
to replace the traditional currently available therapies,
which are sometimes unsatisfactory or have undesirable
side effects.

Ethical approval

Animal ethics approval for the sheep studies referred
to in the manuscript was obtained from the University
Animal Ethics Committee of the Queensland University
of Technology (QUT) — reference 0800000555 and rati-
fied by The University of Queensland.

Abbreviations

miRNAs: Micro ribonucleic acids; LPS: Lipopolysaccharide; APR: Acute phase
response; 2-DE: Gel-based two dimensional electrophoresis; MALDI-TOF: MS
matrix-assisted laser desorption/ionisation time-of-flight mass spectrometry;
LC-MS/MS: liquid chromatography-mass spectrometry; SWATH: Sequential
window acquisition of all theoretical fragment-ion spectra; SWATH-MS: Sequential
window acquisition of all theoretical fragment-ion spectra-mass spectrometry;
ELISA: Enzyme-linked immunosorbent assay; qRT-PCR: Quantitative real-time
polymerase chain reaction; PAMPS: Pathogen associated molecular patterns;



Chemonges et al. Proteome Science 2014, 12:12
http://www.proteomesci.com/content/12/1/12

TLR4: Toll-like receptors 4; LBP: Lipopolysaccharide binding protein;

MyD88: Myeloid differentiation primary response gene 88; IRAKs: Interleukin-1
receptor-associated kinases; TRAF6: Tumour necrosis receptor-associated

factor 6; NF: Nuclear factor; NIK: Nuclear factor-kappaB inducing kinase;

TNF,- a: Tumour necrosis factor alpha; APP: Acute phase protein; CRP: C-Reactive
protein; AGP: Acid glycoprotein; DNA: Deoxyribonucleic acid; TPR: Temperature
pulse-rate, respiration; PEP: Protein electrophoresis; RIA: Radioimmunoassay;

IL: Interleukin; SIRS: Systemic inflammatory response syndrome;

RNA: Ribonucleic acid; NGS: Next generation sequencing.

Competing interests
The authors declare to have no competing interests.

Authors’ contributions

CS, TJ-P and FFJ contributed in the conception and approval of this
manuscript. CS and TJ-P performed the experiments for the unpublished
experimental work on the sheep studies referred to. CS drafted and wrote
the manuscript. All authors read and approved the final manuscript.

Acknowledgements

The first author (CS) is supported by the Institute of Health and Biomedical
Innovation (/HBI) of the Queensland University of Technology and an
Australian Postgraduate Award (APA) Research High Degree (RHD) student
scholarship through the University of Queensland. TJ-P is a Research Fellow
at The Australian Red Cross Blood Bank Service. FFJ holds a Health Research
Fellowship awarded by the Office of Health and Medical Research,
Queensland, Australia.

Author details

'The Institute of Health and Biomedical Innovation (IHBI), Queensland
University of Technology, Brisbane, QLD, Australia. ’The University of
Queensland, Brisbane, QLD, Australia. *Research and Development, Australian
Red Cross Blood Service, Brisbane, QLD, Australia.

Received: 10 December 2013 Accepted: 24 February 2014
Published: 1 March 2014

References

1. Tung J-P, Fung YL, Fraser JF, Nataatmadja M, Colebourne KI, Barnett AG,
Glenister KM, Zhou AY, Wood P, Silliman CC: Age of blood and recipient
factors determine the severity of transfusion-related acute lung injury
(TRALI). Crit Care 2012, 16:R19-R19.

2. Tung J-P: Development of an ovine model of transfusion-related acute
lung injury (TRALI). In PhD thesis. The University of Queensland, School of
Medicine; 2012.

3. Tung JP, Fraser JF, Fung YL, Nataatmadja M, Colebourne KI, Esmaeel HM,
Wilson K, Barnett AG, Wood P, Silliman CC: A novel in vivo ovine model of
transfusion-related acute lung injury (TRALI). Vox Sang 2011, 100:219-230.

4. Lopez-Collazo E, Del Fresno C: Pathophysiology of endotoxin tolerance:
mechanisms and clinical consequences. Crit Care 2013, 17:242.

5. Traber DL, Maybauer MO, Maybauer DM, Westphal M, Traber LD:
Inhalational and acute lung injury. Shock 2005, 24(Suppl 1):82-87.

6.  Seok J, Hennessy L, Finnerty CC, Lépez CM, Honari S, Moore EE, Minei JP,
Cuschieri J, Bankey PE, Johnson JL, Sperry J, Warren HS, Nathens AB, Billiar
TR, West MA, Jeschke MG, Klein MB, Gamelli RL, Gibran NS, Brownstein BH,
Miller-Graziano C, Calvano SE, Cuenca AG, Mason PH, Cobb JP, Rahme LG,
Lowry SF, Maier RV, Moldawer LL, Herndon DN, et al: Genomic responses
in mouse models poorly mimic human inflammatory diseases. Proc Nat/
Acad Sci USA 2013, 110:3507-3512.

7. Kijas JW, Lenstra JA, Hayes B, Boitard S, Porto Neto LR, San Cristobal M,
Servin B, McCulloch R, Whan V, Gietzen K, Paiva S, Barendse W, Ciani E,
Raadsma H, McEwan J, Dalrymple B, other members of International Sheep
Genomics Consortium: Genome-wide analysis of the world’s sheep
breeds reveals high levels of historic mixture and strong recent
selection. PLoS Biol 2012, 10:¢1001258. doi:10.1371/journal.pbio.1001258.

8. Cray C, Zaias J, Altman NH: Acute phase response in animals: a review.
Comp Med 2009, 59:517-526.

9. Eisen JA: Badomics words and the power and peril of the ome-meme.
GigaScience 2012, 1:6-6.

10.  Lederberg J, McCray AT: ‘Ome sweet ‘omics— a genealogical treasury of
words. Scientist 2001, 15:8.

20.

21.

22.

23.

24

25.

26.

27.

28.

29.

30.

31

32.

33.

34,

35.

Page 10 of 12

Tobias PS, Soldau K, Ulevitch RJ: Identification of a lipid a binding site in
the acute phase reactant lipopolysaccharide binding protein. J Biol Chem
1989, 264:10867-10871.

Sigma-Aldrich Glycobiology Analysis Manual 2nd Edition. [http://www.
sigmaaldrich.com/life-science/proteomics/post-translational-analysis/
glycosylation/glycoprotein-analysis-manual.html]

Orro T, Sankari S, Pudas T, Oksanen A, Soveri T: Acute phase response in
reindeer after challenge with Escherichia coli endotoxin. Comp Immunol
Microbiol Infect Dis 2004, 27:413-422.

Rietschel ET, Kirikae T, Schade FU, Mamat U, Schmidt G, Loppnow H, Ulmer
AJ, Zahringer U, Seydel U, Di Padova F, Schreier M, Brade H: Bacterial
endotoxin: molecular relationships of structure to activity and function.
FASEB J 1994, 8:217-225.

Schletter J, Heine H, Ulmer AJ, Rietschel ET: Molecular mechanisms of
endotoxin activity. Arch Microbiol 1995, 164:383-389.

Doherty R, O'Farrelly C, Meade KG: Epigenetic regulation of the innate
immune response to LPS in bovine peripheral blood mononuclear cells
(PBMQ). Vet Immunol Immunopathol 2013, 154:102-110.

Frevert CW, Warner AE: Respiratory distress resulting from acute lung
injury in the veterinary patient. J Vet Intern Med 1992, 6:154-165.

Muroi M, Tanamoto K: The polysaccharide portion plays an indispensable
role in Salmonella lipopolysaccharide-induced activation of NF-kappaB
through human toll-like receptor 4. Infect Immun 2002, 70:6043-6047.
Kabaroff LC, Rodriguez A, Quinton M, Boermans H, Karrow NA: Assessment
of the ovine acute phase response and hepatic gene expression in
response to Escherichia coli endotoxin. Vet Immunol Immunopathol 2006,
113:113-124.

Ward PA: New approaches to the study of sepsis. EMBO Mol Med 2012,
4:1234-1243.

Ceciliani F, Ceron JJ, Eckersall PD, Sauerwein H: Acute phase proteins in
ruminants. J Proteomics 2012, 75:4207-4231.

Newton K, Dixit VM: Signaling in innate immunity and inflammation.
Cold Spring Harb Perspect Biol 2012, 4:a006049.

Calvano JE, Agnese DM, Um JY, Goshima M, Singhal R, Coyle SM, Reddell
MT, Kumar A, Calvano SE, Lowry SF: Modulation of the lipopolysaccharide
receptor complex (CD14, TLR4, MD-2) and toll-like receptor 2 in systemic
inflammatory response syndrome-positive patients with and without
infection: relationship to tolerance. Shock 2003, 20:415-419.
Palsson-McDermott EM, O'Neill LA: Signal transduction by the
lipopolysaccharide receptor, Toll-like receptor-4. Immunology 2004, 113:153-162.
Finlay BB, Hancock REW: Can innate immunity be enhanced to treat
microbial infections? Nat Rev Microbiol 2004, 2:497-504.

QOglesby IK, McElvaney NG, Greene CM: MicroRNAs in inflammatory lung
disease-master regulators or target practice? Respir Res 2010, 11:148-148.
Nathan C, Ding A: TREM-1: a new regulator of innate immunity in sepsis
syndrome. Nat Med 2001, 7:530-532.

Singh B, Atwal OS: Ultrastructural and immunocytochemical study of the
pulmonary intravascular macrophages of Escherichia coli
lipopolysaccharide-treated sheep. Anat Rec 1997, 247:214.

Lang CH, Silvis C, Deshpande N, Nystrom G, Frost RA: Endotoxin stimulates
in vivo expression of inflammatory cytokines tumor necrosis factor
alpha, interleukin-1beta, -6, and high-mobility-group protein-1 in skeletal
muscle. Shock 2003, 19:538-546.

Warren HS, Fitting C, Hoff E, Adib-Conquy M, Beasley-Topliffe L, Tesini B,
Liang X, Valentine C, Hellman J, Hayden D, Cavaillon JM: Resilience to
bacterial infection: difference between species could be due to proteins
in serum. J Infect Dis 2010, 201:223-232.

Munford RS: Murine responses to endotoxin: another dirty little secret?
J Infect Dis 2010, 201:175-177.

Raadsma HW, Gray GD, Woolaston RR: Breeding for disease resistance in
Merino sheep in Australia. Rev Sci Tech 1998, 17:315-328.

Flori L, Gao Y, Laloe D, Lemonnier G, Leplat JJ, Teillaud A, Cossalter AM,
Laffitte J, Pinton P, de Vaureix C, Bouffaud M, Mercat MJ, Lefevre F, Oswald
IP, Bidanel JP, Rogel-Gaillard C: Immunity traits in pigs: substantial genetic
variation and limited covariation. PLoS One 2011, 6:222717.

Albers GA, Gray GD, Piper LR, Barker JS, Le Jambre LF, Barger IA: The
genetics of resistance and resilience to Haemonchus contortus infection
in young merino sheep. Int J Parasitol 1987, 17:1355-1363.

Turner AK, Begon M, Jackson JA, Bradley JE, Paterson S: Genetic diversity in
cytokines associated with immune variation and resistance to multiple
pathogens in a natural rodent population. PLoS Genet 2011, 7:21002343.


http://www.sigmaaldrich.com/life-science/proteomics/post-translational-analysis/glycosylation/glycoprotein-analysis-manual.html
http://www.sigmaaldrich.com/life-science/proteomics/post-translational-analysis/glycosylation/glycoprotein-analysis-manual.html
http://www.sigmaaldrich.com/life-science/proteomics/post-translational-analysis/glycosylation/glycoprotein-analysis-manual.html

Chemonges et al. Proteome Science 2014, 12:12
http://www.proteomesci.com/content/12/1/12

36.

37.

38.

39.

40.

41.

42.
43.

44,

45,

46.

47.

48.

49.

50.

51.

52.

53.

54.

55.

56.

57.

58.

59.

60.

61.

Turner AK, Begon M, Jackson JA, Paterson S: Evidence for selection at
cytokine loci in a natural population of field voles (Microtus agrestis).
Mol Ecol 2012, 21:1632-1646.

Dilda F, Pisani LF, Rahman MM, Modina S, Tessaro |, Sartorelli P, Ceciliani F,
Lecchi C: Distribution of acute phase proteins in the bovine
forestomachs and abomasum. Vet J 2012, 192:101-105.

Jain S, Gautam V, Naseem S: Acute-phase proteins: as diagnostic tool.

J Pharm & Bioallied Sciences 2011, 3:118-127.

Baumann H, Gauldie J: The acute phase response. Immunol Today 1994,
15:74-80.

Alonso-Fauste |, Andres M, Iturralde M, Lampreave F, Gallart J, Alava MA:
Proteomic characterization by 2-DE in bovine serum and whey from
healthy and mastitis affected farm animals. J Proteomics 2012, 75:3015-3030.
Steel DM, Whitehead AS: The major acute phase reactants: C-reactive
protein, serum amyloid P component and serum amyloid A protein.
Immunol Today 1994, 15:81-88.

Strimbu K, Tavel JA: What are biomarkers? Curr Opin HIV AIDS 2010, 5:463-466.

Késtner SBR, Ohlerth S, Pospischil A, Boller J, Huhtinen MK:
Dexmedetomidine-induced pulmonary alterations in sheep. Res Vet Sci
2007, 83:217-226.

Plicchi G, Marcelli E, Parlapiano M, Bombardini T: PEA | and PEA Il based
implantable haemodynamic monitor: pre clinical studies in sheep.
Europace 2002, 4:49-54.

Garrigue S, Bordachar P, Reuter S, Jais P, Kobeissi A, Gaggini G, Haissaguerre
M, Clementy J: Comparison of permanent left ventricular and
biventricular pacing in patients with heart failure and chronic atrial
fibrillation: prospective haemodynamic study. Heart 2002, 87:529-534.
Otto KA, Gerich T: Comparison of simultaneous changes in
electroencephalographic and haemodynamic variables in sheep
anaesthetised with halothane. Vet Rec 2001, 149:80-84.

Kubo K, Kobayashi T, Amari T, Kaneki T, Hanaoka M, Hayano T, Miyahara T,
Koyama S, Koizumi T, Fujimoto K: A 21-aminosteroid, U-74006F, attenuates
endotoxin-induced lung injury in awake sheep. Respirology 1999, 4:167-172.
Spence CD, Brown A, Coghlan JP, Parkes DG, Whitworth JA, Scoggins BA:
Rapid haemodynamic response to adrenocorticotrophin and the role of
peripheral resistance in adrenocorticotrophin-induced hypertension in
conscious sheep. J Hypertens 1989, 7:277-286.

Haskins S: Monitoring the anesthetized patient. Vet Clin North Am Small
Anim Pract 1992, 22:425-431.

Farry T: Monitoring the Critical Patient. In Veterinary Technician’s Manual for
Small Animal Emergency and Critical Care. Edited by Norkus CL. The Atrium,
Southern Gate, Chichester, West Sussex, PO19 85Q, UK: John Willey & Sons,
Ltd; 2012:63-81.

Thurmon C, Tranquilli WJ, Benson GJ (Eds): Lumb & Jones’ Veterinary
Anesthesia. 3rd edition. Baltimore: Williams & Wilkins; 1996.

Muir WW, Hubbell JAE: Handbook of Veterinary Anesthesia. St Louis:

CV Mosby; 1995.

Lepherd ML, Canfield PJ, Hunt GB, Bosward KL: Haematological,
biochemical and selected acute phase protein reference intervals for
weaned female Merino lambs. Aust Vet J 2009, 87:5-11.

Ceron JJ, Eckersall PD, Martynez-Subiela S: Acute phase proteins in dogs
and cats: current knowledge and future perspectives. Vet Clin Pathol
2005, 34:85-99.

Murata H, Shimada N, Yoshioka M: Current research on acute phase
proteins in veterinary diagnosis: an overview. Vet J 2004, 168:28-40.
Olfert ED, Godson DL: Humane endpoints for infectious disease animal
models. ILAR J 2000, 41:99-104.

Dayer E, Dayer JM, Roux-Lombard P: Primer: the practical use of biological
markers of rheumatic and systemic inflammatory diseases. Nat Clin Pract
Rheumatol 2007, 3:512-520.

Toussaint MJM, Ederen AM, Gruys E: Implication of clinical pathology in
assessment of animal health and in animal production and meat
inspection. Comp Haematol Int 1995, 5:149-157.

Kushner I, Mackiewicz A: Acute phase proteins as disease markers.

Dis Markers 1987, 5:1-11.

Skinner JG, Roberts L: Haptoglobin as an indicator of infection in sheep.
Vet Rec 1994, 134:33-36.

Ulutas PA, Ozpinar A: Effect of Mannheimia (Pasteurella) haemolytica
infection on acute-phase proteins and some mineral levels in
colostrum-breast milk-fed or colostrum-breast milk-deprived sheep.

Vet Res Commun 2006, 30:485-495.

62.

63.

64.

65.

66.

67.

68.

69.

70.

72.

73.

74.

75.

76.

77.

78.

79.

80.

82.

83.

84.

85.

86.

Page 11 of 12

Chiaradia E, Avellini L, Tartaglia M, Gaiti A, Just |, Scoppetta F, Czentnar Z, Pich
A: Proteomic evaluation of sheep serum proteins. BMC Vet Res 2012, 8:66.
Pfeffer A, Rogers KM: Acute phase response of sheep: changes in the
concentrations of ceruloplasmin, fibrinogen, haptoglobin and the major
blood cell types associated with pulmonary damage. Res Vet Sci 1989,
46:118-124.

Eckersall PD, Lawson FP, Bence L, Waterston MM, Lang TL, Donachie W,
Fontaine MC: Acute phase protein response in an experimental model
of ovine caseous lymphadenitis. BVC Vet Res 2007, 3:35.

Gonzalez FH, Tecles F, Martinez-Subiela S, Tvarijonaviciute A, Soler L, Ceron JJ:
Acute phase protein response in goats. J Vet Diagn Invest 2008, 20:580-584.
Paull DR, Lee C, Atkinson SJ, Fisher AD: Effects of meloxicam or tolfenamic
acid administration on the pain and stress responses of Merino lambs to
mulesing. Aust Vet J 2008, 86:303-311.

Abu-Serriah M, Nolan AM, Dolan S: Pain assessment following
experimental maxillofacial surgical procedure in sheep. Lab Anim 2007,
41:345-352.

Ulutas PA, Musal B, Kiral F, Bildik A: Acute phase protein levels in
pregnancy and oestrus cycle in bitches. Res Vet Sci 2009, 86:373-376.
Gruys E, Toussaint MJ, Niewold TA, Koopmans SJ, van Dijk E, Meloen RH:
Monitoring health by values of acute phase proteins. Acta Histochem
2006, 108:229-232.

Lohuis JA, Verheijden JH, Burvenich C, van Miert AS: Pathophysiological
effects of endotoxins in ruminants. 1. Changes in body temperature
and reticulo-rumen motility, and the effect of repeated administration.
Vet Q 1988, 10:109-116.

Mclnnes CJ: Current research on ovine cytokines. Br Vet J 1993, 149:371-386.
Budhia S, Haring LF, McConnell |, Blacklaws BA: Quantitation of ovine cytokine
mRNA by real-time RT-PCR. J Immunol Methods 2006, 309:160-172.

Barr J: Weathering the Cytokine Storm: Cytokines in Sepsis: 18th
International Veterinary Emergency and Critical Care Symposium. In
Journal of Veterinary Emergency and Critical Care. San Antonio, TX, USA:
Wiley Subscription Services, Inc; 2012:1.

Bendixen E, Danielsen M, Hollung K, Gianazza E, Miller I: Farm animal
proteomics-a review. J Proteomics 2011, 74:282-293.

Wait R, Miller |, Eberini |, Cairoli F, Veronesi C, Battocchio M, Gemeiner M,
Gianazza E: Strategies for proteomics with incompletely characterized
genomes: the proteome of Bos taurus serum. Electrophoresis 2002,
23:3418-3427.

Skrzypczak WF, Ozgo M, Lepczynski A, Herosimczyk A: Defining the blood
plasma protein repertoire of seven day old dairy calves - a preliminary
study. J Physiol Pharmacol 2011, 62:313-319.

Cairoli F, Battocchio M, Veronesi MC, Brambilla D, Conserva F, Eberini I, Wait
R, Gianazza E: Serum protein pattern during cow pregnancy: acute-phase
proteins increase in the peripartum period. Electrophoresis 2006,
27:1617-1625.

Scoppetta F, Tartaglia M, Renzone G, Avellini L, Gaiti A, Scaloni A, Chiaradia
E: Plasma protein changes in horse after prolonged physical exercise: a
proteomic study. J Proteomics 2012, 75:4494-4504.

Miller I, Wait R, Sipos W, Gemeiner M: A proteomic reference map for pig
serum proteins as a prerequisite for diagnostic applications. Res Vet Sci
2009, 86:362-367.

Doherty MK, McLean L, Beynon RJ: Avian proteomics: advances,
challenges and new technologies. Cytogenet Genome Res 2007,
117:358-369.

Ratcliffe L, Mian S, Slater K, King H, Napolitano M, Aucoin D, Mobasheri A:
Proteomic identification and profiling of canine lymphoma patients.

Vet Comp Oncol 2009, 7:92-105.

Aich P, Babiuk LA, Potter AA, Griebel P: Biomarkers for prediction of
bovine respiratory disease outcome. Omics 2009, 13:199-209.

Anderson NL, Anderson NG: The human plasma proteome: history,
character, and diagnostic prospects. Mol Cell Proteomics 2002, 1:845-867.
Gillet LC, Navarro P, Tate S, Rost H, Selevsek N, Reiter L, Bonner R, Aebersold
R: Targeted data extraction of the MS/MS spectra generated by
data-independent acquisition: a new concept for consistent and
accurate proteome analysis. Mol Cell Proteomics 2012, 11:0111.016717.

Liu Y, Huttenhain R, Surinova S, Gillet LCJ, Mouritsen J, Brunner R, Navarro P,
Aebersold R: Quantitative measurements of N-linked glycoproteins in
human plasma by SWATH-MS. Proteomics 2013, 13:1247-1256.

Rancan L, Romussi S, Garcia P, Albertini M, Vara E, Sanchez de la Muela M:
Assessment of circulating concentrations of proinflammatory and



Chemonges et al. Proteome Science 2014, 12:12
http://www.proteomesci.com/content/12/1/12

87.

88.

89.

90.

91.

92.

93.

94.

95.

96.

97.

98.

105.

106.

107.

anti-inflammatory cytokines and nitric oxide in dogs with brachycephalic
airway obstruction syndrome. Am J Vet Res 2013, 74:155-160.

Smeed JA, Watkins CA, Gossner AG, Hopkins J: Expression profiling reveals
differences in immuno-inflammatory gene expression between the two
disease forms of sheep paratuberculosis. Vet Immunol Immunopathol
2010, 135:218-225.

Smeed JA, Watkins CA, Rhind SM, Hopkins J: Differential cytokine gene
expression profiles in the three pathological forms of sheep
paratuberculosis. BMC Vet Res 2007, 3:18.

Antunes JM, Allendorf SD, Appolinario CM, Cagnini DQ, Figueiredo PR,
Junior JB, Banos JV, Kocan KM, de la Fuente J, Megid J: Rough virulent
strain of Brucella ovis induces pro- and anti-inflammatory cytokines in
reproductive tissues in experimentally infected rams. Vet Microbiol 2013,
161:339-343.

Watkins C, McKellar A, Jensen K, George A, Jones D, Sharp MJ, Stevenson K,
Hopkins J: Development and validation of an oligonucleotide microarray
for immuno-inflammatory genes of ruminants. Vet Res Commun 2008,
32:647-657.

Solter PF, Hoffmann WE, Hungerford LL, Siegel JP, St Denis SH, Dorner JL:
Haptoglobin and ceruloplasmin as determinants of inflammation in
dogs. Am J Vet Res 1991, 52:1738-1742.

Montano M: MicroRNAs: miRRORS of health and disease. Trans/ Res 2011,
157:157-162.

Dai R, Ahmed SA: MicroRNA, a new paradigm for understanding
immunoregulation, inflammation, and autoimmune diseases. Trans/ Res
2011, 157:163-179.

Fire A, Xu S, Montgomery MK, Kostas SA, Driver SE, Mello CC: Potent and
specific genetic interference by double-stranded RNA in Caenorhabditis
elegans. Nature 1998, 391:806-811.

Bartel DP: MicroRNAs: target recognition and regulatory functions.

Cell 2009, 136:215-233.

Bulik-Sullivan B, Selitsky S, Sethupathy P: Prioritization of genetic variants
in the microRNA regulome as functional candidates in genome-wide
association studies. Human Mutat 2013, 34:1049-1056.

Lee RC, Feinbaum RL, Ambros V: The C. elegans heterochronic gene lin-4
encodes small RNAs with antisense complementarity to lin-14. Cell 1993,
75:843-854.

Reinhart BJ, Slack FJ, Basson M, Pasquinelli AE, Bettinger JC, Rougvie AE,
Horvitz HR, Ruvkun G: The 21-nucleotide let-7 RNA regulates
developmental timing in Caenorhabditis elegans. Nature 2000,
403:901-906.

Nishikura K: Functions and regulation of RNA editing by ADAR
deaminases. Annu Rev Biochem 2010, 79:321-349.

. Nana-Sinkam SP, Croce CM: MicroRNAs as therapeutic targets in cancer.

Transl Res 2011, 157:216-225.

. Sozzi G, Pastorino U, Croce CM: MicroRNAs and lung cancer: from markers

to targets. Cell Cycle 2011, 10:2045-2046.

. Acunzo M, Visone R, Romano G, Veronese A, Lovat F, Palmieri D, Bottoni A,

Garofalo M, Gasparini P, Condorelli G, Chiariello M, Croce CM: miR-130a
targets MET and induces TRAIL-sensitivity in NSCLC by downregulating
miR-221 and 222. Oncogene 2012, 31:634-642.

. Zhang S, Zhao F, Wei C, Sheng X, Ren H, Xu L, Lu J, Liu J, Zhang L, Du L:

Identification and characterization of the miRNA transcriptome of Ovis
aries. PLoS One 2013, 8:258905.

. Miao CG, Yang YY, He X, Huang C, Huang Y, Zhang L, Lv XW, Jin Y, Li J:

The emerging role of microRNAs in the pathogenesis of systemic lupus
erythematosus. Cellular Signal 2013, 25:1828-1836.

Mitchell PS, Parkin RK, Kroh EM, Fritz BR, Wyman SK, Pogosova-Agadjanyan
EL, Peterson A, Noteboom J, O'Briant KC, Allen A, Lin DW, Urban N,
Drescher CW, Knudsen BS, Stirewalt DL, Gentleman R, Vessella RL, Nelson
PS, Martin DB, Tewari M: Circulating microRNAs as stable blood-based
markers for cancer detection. Proc Natl Acad Sci USA 2008,
105:10513-10518.

Chen X, Ba 'Y, Ma L, Cai X, Yin Y, Wang K, Guo J, Zhang Y, Chen J, Guo X, Li
Q, Li X, Wang W, Zhang Y, Wang J, Jiang X, Xiang Y, Xu C, Zheng P, Zhang
J, Li R, Zhang H, Shang X, Gong T, Ning G, Wang J, Zen K, Zhang J, Zhang
CY: Characterization of microRNAs in serum: a novel class of biomarkers
for diagnosis of cancer and other diseases. Cell Res 2008, 18:997-1006.
Creemers EE, Tijsen AJ, Pinto YM: Circulating microRNAs: novel biomarkers
and extracellular communicators in cardiovascular disease? Circ Res 2012,
110:483-495.

108.

109.

110.

111,

112.

113.

114.

118.
119.

120.

124.

126.

128.

Page 12 of 12

Valadi H, Ekstrom K, Bossios A, Sjostrand M, Lee JJ, Lotvall JO:
Exosome-mediated transfer of mRNAs and microRNAs is a novel
mechanism of genetic exchange between cells. Nat Cell Biol 2007,
9:654-659.

Rekker K, Saare M, Roost AM, Salumets A, Peters M: Circulating microRNA
Profile throughout the Menstrual Cycle. PLoS One 2013, 8:e81166.
Turchinovich A, Weiz L, Langheinz A, Burwinkel B: Characterization of
extracellular circulating microRNA. Nucleic Acids Res 2011, 39:7223-7233.
Lu J, Getz G, Miska EA, Alvarez-Saavedra E, Lamb J, Peck D, Sweet-Cordero
A, Ebert BL, Mak RH, Ferrando AA, Downing JR, Jacks T, Horvitz HR, Golub
TR: MicroRNA expression profiles classify human cancers. Nature 2005,
435:834-838.

Esquela-Kerscher A, Slack FJ: Oncomirs - microRNAs with a role in cancer.
Nat Rev Cancer 2006, 6:259-269.

Calin GA, Croce CM: MicroRNA signatures in human cancers.

Nat Rev Cancer 2006, 6:857-866.

Tijsen AJ, Pinto YM, Creemers EE: Circulating microRNAs as diagnostic
biomarkers for cardiovascular diseases. Am J Physiol Heart Circ Physiol
2012, 303:H1085-H1095.

. Guay C, Roggli E, Nesca V, Jacovetti C, Regazzi R: Diabetes mellitus, a

microRNA-related disease? Trans/ Res 2011, 157:253-264.

. Kerr TA, Korenblat KM, Davidson NO: MicroRNAs and liver disease.

Transl Res 2011, 157:241-252.

. Akkina S, Becker BN: MicroRNAs in kidney function and disease. Trans/ Res

2011, 157:236-240.

Dorn GW 2nd: MicroRNAs in cardiac disease. Trans/ Res 2011, 157:226-235.
Yendamuri S, Kratzke R: MicroRNA biomarkers in lung cancer: MiRacle or
quagMiRe? Transl Res 2011, 157:209-215.

Liu X, Sempere LF, Guo Y, Korc M, Kauppinen S, Freemantle SJ, Dmitrovsky
E: Involvement of microRNAs in lung cancer biology and therapy. Trans/
Res 2011, 157:200-208.

. Pandit KV, Milosevic J, Kaminski N: MicroRNAs in idiopathic pulmonary

fibrosis. Trans/ Res 2011, 157:191-199.

. Zhou T, Garcia JG, Zhang W: Integrating microRNAs into a system biology

approach to acute lung injury. Trans/ Res 2011, 157:180-190.

. Arroyo JD, Chevillet JR, Kroh EM, Ruf IK, Pritchard CC, Gibson DF, Mitchell PS,

Bennett CF, Pogosova-Agadjanyan EL, Stirewalt DL, Tait JF, Tewari M:
Argonaute2 complexes carry a population of circulating microRNAs
independent of vesicles in human plasma. Proc Natl Acad Sci USA 2011,
108:5003-5008.

Wang Q, Li P, Li A, Jiang W, Wang H, Wang J, Xie K: Plasma specific
miRNAs as predictive biomarkers for diagnosis and prognosis of glioma.
J Exp Clin Cancer Res 2012, 31:97.

. Fayyad-Kazan H, Bitar N, Najar M, Lewalle P, Fayyad-Kazan M, Badran R,

Hamade E, Daher A, Hussein N, EIDirani R, Berri F, Vanhamme L, Burny A,
Martiat P, Rouas R, Badran B: Circulating miR-150 and miR-342 in plasma
are novel potential biomarkers for acute myeloid leukemia. J Trans/ Med
2013, 11:31.

Cheng Y, Tan N, Yang J, Liu X, Cao X, He P, Dong X, Qin S, Zhang C: A
translational study of circulating cell-free microRNA-1 in acute
myocardial infarction. Clin Sci 2010, 119:87-95.

. Lee LW, Zhang S, Etheridge A, Ma L, Martin D, Galas D, Wang K: Complexity

of the microRNA repertoire revealed by next-generation sequencing.
Rna 2010, 16:2170-2180.

Raadsma HW, Fullard KJ, Kingsford NM, Margawati ET, Estuningsih E,
Widjayanti S, Clairoux SN, Spithill TW, Piedrafita D: Ovine Disease
Resistance: Integrating Comparative and Functional Genomics
Approaches in a Genome Information-Poor Species. In Genomics of
Disease. New York: Springer; 2008:89-113 [Stadler Genetics Symposia Series].

. Chemonges S, Shekar K, Tung J-P, Dunster K, Diab S, Platts DG, Watts RP,

Gregory SD, Foley S, Simonova G, McDonald C, Hayes R, Bellpart J, Timms D,
Chew MS, Fung YL, Toon M, Maybauer MO, Fraser JF: Optimal
management of the critically ill: Anaesthesia, monitoring, data capture
and point-of-care technological practices in ovine models of critical care.
BioMed Res Int. in press.

doi:10.1186/1477-5956-12-12

Cite this article as: Chemonges et al.: Proteogenomics of selective
susceptibility to endotoxin using circulating acute phase biomarkers
and bioassay development in sheep: a review. Proteome Science
2014 12:12.




	Abstract
	Introduction
	A - Endotoxin: the molecular trigger of the immune system
	B - Infection, immunity and the role of genetics
	C - Acute phase response: the humoral gatekeeping signaling
	D - Biomarkers: the pathognomonic yardsticks for biological processes

	Acute phase proteins
	Cytokines and chemokines
	Assaying of acute phase proteins

	Circulating microRNA: the future of biomarkers
	Assaying of miRNAs
	E - Perspectives

	Conclusions
	Ethical approval
	Abbreviations
	Competing interests
	Authors’ contributions
	Acknowledgements
	Author details
	References

