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Abstract. Background/Aim: Our aim was to determine serum
TLR-9 levels in sepsis and evaluate the relationship between
sepsis and serum TLR-9 levels. Materials and Methods: The
study group consisted of 80 consecutive patients with sepsis
and 100 healthy individuals. The demographic characteristics,
co-morbidities and hemodynamic data of all patients were
recorded. Results: TLR-9 serum levels in sepsis were
statistically significantly lower compared to the control group.
It was also seen that when the lactate level was >5 mmol/l in
patients in the sepsis group, the serum TLR-9 levels were
substantially higher. Conclusion: There is a relationship
between sepsis-induced immunosuppression and serum TLR-
9 levels. The host immunity system can be activated by means
of TLR-9-related systems, while hyperlactatemia may play a
stimulating role in the re-activation of the immune system.

Sepsis is a serious clinical problem worldwide (1-3). Severe
sepsis and septic shock lead to significant morbidity and
mortality in critically-ill patients despite improvements in
intensive care and treatment methods (4). Sepsis is
characterized by an uncontrolled systemic inflammatory
response in the immune system as a result of complex
interactions between host and infectious agents (5). Sepsis,
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serious sepsis, and septic shock represent increasingly severe
degrees of systemic inflammatory responses to infection (6).
Increased uncontrolled inflammatory response leads to
increased mortality from sepsis.

Toll-like receptors (TLRs) have been recognized as a
component of the innate immune system. TLRs have an
important role in the innate immune system to recognize
many pathogens and create a host immune response through
production of necrosis factor-a, interleukin (IL)-1, IL6 and
other pro-inflammatory cytokines (7, 8). In our study, serum
TLR9Y levels in sepsis were analyzed in relation to clinical
and prognostic parameters.

Patients and Methods

This prospective study was approved by the Ethics Committee of
the Istanbul University, Turkey (Approval number 1341). All the
procedures followed in the study were in accordance with the
Declaration of Helsinki. Informed consent was obtained from all
individual participants included in the study. A total of 180 patients
were enrolled in the study. The study group consisted of 80
consecutive patients with diagnosis of sepsis at the intensive care
unit. In each case, diagnoses were established with histological
examination. The control group comprised 100 healthy individuals.
The demographic characteristics, co-morbidities and hemodynamic
data of all patients were recorded. Blood gas samples and laboratory
data of the cases were collected. Microbial cultures of blood,
sputum, a wound swab, abscess, and urine from each patient were
performed. Blood samples were collected in EDTA-coated tubes by
standard venipuncture method. The serum samples of the
participants were stored at —20°C until analysis. TLR9 levels were
determined by ELISA technique (Uscn Life Science Inc, Wuhan,
Hubei, PRC; Lot No: L150309211).

Statistical analyses. Statistical analyses, using SPSS software

version 21.0 (Armonk, NY, USA, Armonk, NY, USA), included
the Chi-square test. Student’s r-test, one-way ANOVA and
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Mann-Whitney U-tests were used to compare the demographic data
between the groups. Whenever an expected cell value was less than
five, Fisher’s exact test was used. A p-value of less than 0.05 was
regarded as statistically significant.

Results

The demographic characteristics, biochemistry and
laboratory data are presented in Tables I and II. No
demographic differences were noted between the two patient
groups. However, the number of patients with chronic renal
failure, chronic obstructive pulmonary disease, acute kidney
injury and those requiring continuous renal replacement
therapy was statistically higher in the sepsis group compared
to the control group. Acute kidney injury developed in 36.2%
and renal replacement therapy was needed in 31.2% of
patients with sepsis.

The mean number of leukocytes, and levels of serum
C-reactive protein, lactate, glucose, serum creatinine, blood
urea nitrogen, plasma potassium, serum glutamic pyruvic
transaminase, serum glutamic oxaloacetic transaminase,
lactate dehydrogenase, total bilirubin and body temperature
were all statistically significantly higher in the sepsis group
compared to the control group. However, arterial blood gas
pH and levels of HCO;, blood hemoglobin and serum
sodium and the number of platelets and the PaO,/FIO, ratio
were statistically significantly lower in the group of
patients with sepsis. In the study, mean arterial pressure of
our sepsis cases was also significantly lower, while heart
rate values, inotropic agent and vasoconstrictor drug usage
rates were found to be significantly higher than those of the
control group. Mortality was found to be 93.8% in the
sepsis group.

The mean serum level of TLRY in the sepsis group was
statistically significantly lower than that of the control group
(Table II). Although without statistical significance, the serum
TLR9 level was lower in the patients who died than in the
patients who survived in the sepsis group. Nonetheless, when
we grouped the patients in the sepsis group according to their
lactate level (<5 mEq/l and >5 mEq/1), it was observed that the
TLRY level was substantially and statistically higher in the
patients with an increased lactate level (Table III). The serum
level of TLRY according to the type of causative pathogen
microorganisms in the sepsis group are shown in Table IV.
Acinetobacter baumannii, Pseudomonas aeruginosa, Klebsiella
pneumoniae and methicillin-resistant Staphylococcus aureus
were the organisms most frequently detected by microbial
culture. The results of microbial cultures show that some of the
sepsis cases were infected with more than one pathogenic
microorganism. Although the number of infected individuals
was insufficient for statistical evaluation, the serum TLRO level
was found to be highest in the presence of Corynebacterium
striatum infection and the lowest in Escherichia coli infection.

1654

Table 1. Demographic data of our study groups. Data are presented as
mean=SD or proportions.

Characteristic Sepsis group  Control group  p-Value
(n=80) (n=100)
Age (years) 64.70+11.51 63.28+11.32 >0.05
Weight (kg) 77.98+11.59 77.39+£11.97 >0.05
Height (cm) 167.21+£10.01 167.59+8.25 >0.05
BMI (kg/m?) 27.83+4.49 27.64+4.32 >0.05
Body temperature (°C) 37.03+0.98 36.49+0.14 <0.001
HR (bpm)
103.12+ 20.39 78.30+ 15.77 <0.001
MAP (mmHg) 65.48+14.97 86.34+12.04 <0.001
CVP (mmHg) 8.62+3.17 8.50+3.17 >0.05
HT (%) 725 69 >0.05
NIDDM (%) 15 21 >0.05
IDDM (%) 13.8 8 >0.05
PVD (%) 15 8 >0.05
CRF (%) 10 0 0.002
COPD (%) 375 8.1 <0.001
AKI (%) 36.2 0 <0.001
RRT (%) 312 0 <0.001
Inotropic agents (%) 70 0 <0.001
Vasoconstrictor drugs (%) 75 0 <0.001

BMI: Body mass index, HR: heart rate, BPM: beat per minute, MAP:
mean arterial pressure, CVP: central venous pressure, HT: hypertension,
NIDDM: non-insulin-dependent diabetes mellitus, IDDM: insulin-
dependent diabetes mellitus, PVD: peripheral vascular disease, COPD:
cronic obstructive pulmonary disease, CRF: chronic renal failure, AKI:
acute kidney injury, RRT: renal replacement therapy.

Discussion

Today, despite all research, the usage of modern antibiotics and
advanced resuscitation methods in intensive-care units, sepsis
is still seen at a high frequency and is one of the most
important causes of death in hospitals and intensive care units
(9-11). The pathogenesis of the sepsis process is tremendously
complex and involves a dynamic interplay between the
pathogen and the host immune system. In order to reduce
sepsis-induced morbidity and mortality, it is essential to
understand the molecular mechanisms associated with
development of sepsis and sepsis-linked organ injury (7, 8).

The immune system consists of two parts: natural and
acquired. The innate immune system is an essential form of host
defense against infections. TLRs are recognized as a component
of the natural immune system. TLRs are transmembrane
proteins. They have a considerable role in host immune system
by both creating a host natural immune response against many
pathogens and activating the gained immune response (12, 13).
The stimulation of TLR receptors by pathogenic microbial
substances leads to the activation of many inflammatory
cytokines and downstream inflammatory pathways (14, 15).
This is the host immune inflammatory response.
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Table II. Biochemistry and laboratory data of study groups. Data are
presented as mean+SD or proportions.

Table III. Serum toll-like receptor 9 (TLR9Y) levels (mean+SD) in
patients with sepsis.

Characteristic Sepsis group Control group  p-Value
(n=80) (n=100)
Creatinine (mg/dI) 2.04+1.42 0.97+0.34 <0.001
BUN (mg/dl) 62.29+26.99 20.88+5.41 <0.001
Hemoglobin (g/dI) 9.63+1.10 13.26x1.77 <0.001
Leukocytes (n/mm3) 20478.61+14374.37 7826.60+2272.53 <0.001
Platelets (n/mm3) 184721.25+ 306571.97 <0.001
132050.84 +92610.71

CRP (mg/dI) 17.43+£5.36 0.50+1.03 <0.001
pH 7.35+0.10 7.42+0.31 <0.001
PaO,/FIO, 205.28+66.16 384.94+64.94 <0.001
PaCO, (mmHg) 36.22+12.67 35.00+3.89 >0.05

HCO3 (mmol/l) 21.76+4.42 24.73£1.24 <0.001
Lactate (mEq/I) 3.78+3.63 1.02+0.43 <0.001
Glucose (mg/dl) 162.87+63.13 113.62+33.71 <0.001
Na* (mEq/I) 137.60+7 .45 138.94+3.69 >0.05

K+ (mEq/I) 4.06+0.82 3.81£0.42 0.004
Albumin (g/dl) 2.67+0.58 4.11+0.61 0.004
SGOT (U/dl) 440.16+91.60 29.43£2.23 <0.001
SGPT (U/dl) 212.08+47.86 28.08+2.47 <0.001
Total bilirubin (mg/dl) 3.19+6.50 0.69+0.72 <0.001
LDH (U/1) 480.03+257.14 237.20+12426  <0.001
TLRO level (pg/ml) 0.66x1.05 0.74+0.41 <0.001

BUN: Blood urea nitrogen, CRP: C-reactive protein, PaCO,: arterial
partial CO, pressure, HCOj3: bicarbonate, SGOT: serum glutamic
oxaloacetic transaminase, SGPT: serum glutamic pyruvic transaminase,
LDH: lactate dehydrogenase, PaO,/FIO,: the ratio of partial arterial O,
pressure and fraction of inspired oxygen.

Additionally, TLR9Y is required for optimal activation of
bactericidal activity. It carries the pattern of recognition for
microbial DNA. TLRY is essential for the uptake and
intracellular killing of the bacteria during infection with K.
pneumoniae (16). Some studies defined the role of TLRY as
recruiting and activating leukocytes, including dendritic cells
and macrophages (17-18). Similar results for Streptococcus
pneumoniae, Haemophilus influenzae and Neisseria
meningitidis have been published in other studies, where
TLRY has critical functions in the generation of the
IL12/interferon-y response (19-21).

There is a hyperinflammatory response during the initial
phase of sepsis. During this period, the complement system
is activated and TLRs are highly expressed on monocytes
and  macrophages (22). Termination of  this
hyperinflammatory response and restoration of the host
immune system are mediated by compensatory anti-
inflammatory cytokines after control of infection. This
compensatory anti-inflammatory response syndrome appears
in the majority of patients with sepsis (14). Indeed, the host
immune system produces two types of responses against the

Factor TLRO level (pg/ml) p-Value
Lactate level
>5 mEq/1 0.79+0.36 0.009
<5 mEq/I 0.62+0.14
Survived sepsis
Yes 0.70+0.68 >0.05
No 0.65+0.17

Table IV. Serum toll-like receptor 9 (TLR9) level (mean+SD) in the
sepsis group according to pathogen.

Pathogenic Frequency of TLR9 level
microorganisms infection (%) (pg/ml)
Acinetobacter baumannii 20.6 0.80+1.69
Pseudomonas aeruginosa 20 0.66+0.48
Klebsiella pneumoniae 14.8 0.53+0.42
MRSA 142 1.01+£1.97
Enterobacter 7.1 1.19+2.83
Escherichia coli 6.3 0.40+0.28
MSSA 42 0.64+£0.41
Streptococcus pneumoniae 35 0.45+0.41
Corynebacterium striatum 2.8 2.61+£3.69
VRE 32 0.66+0.46
Candida 25 0.51+0.38
Serratia marcescens 04 047
Aspergillus 04 1.16

MRSA: Methicillin-resistant Staphylococcus aureus, MSSA: methicillin-
sensitive S. aureus, VRE: vancomycin-resistant Enterococcus.

sepsis. These two immunological responses are consecutive
and overlapping phases. If the compensatory anti-
inflammatory response is ineffective, the inflammatory
reaction can result in destruction of the host cells and
became injurious to the body overall. This may influence
sepsis-related organ injury or dysfunction and eventual
mortality (23-25). On the other hand, deterioration in the
regulation of control mechanisms during sepsis may lead to
loss of control of inflammation due to excessive activation
or extreme suppression of the inflammatory response. For
instance, as a result of the long duration of infection or the
inability for it to be controlled by antibiotics and other
treatment methods, it is possible to switch to the anti-
inflammatory state. This is the period of immuno-paralysis
or immuno-suppression and is a hallmark of sepsis. These
two extreme immune responses in the fight against infection,
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inflammatory and anti-inflammatory processes, can
ultimately harm the patient (26).

It is known that sepsis affects immune responses leading to
immunosuppression. Studies demonstrated that sepsis impairs
host immune system homeostasis (27, 28). This is an important
pathological mechanism in sepsis and is one of the important
breakpoints in sepsis-related death (29, 30). In patients,
secondary infection or herpes virus reactivation may develop
during the sepsis-associated immunosuppressive stage (31). In
our study, infection due to multiple pathogenic microorganisms
was detected at a high rate in patients with sepsis.

In a septic-shock study, investigators found that 35% of
patients had a down-regulation of TLR gene expression
compared to their baseline values (32). We are of the opinion
that the low levels of serum TLR9 detected in our study were
because of down-regulation in these sepsis cases. The
decrease in the serum level of TLRO in the sepsis group in
our study can be explained by the fact that the patients had
severe sepsis. Again, to stress the point, TLRO levels in our
study were measured only in patients with serious sepsis and
septic shock. TLRY levels may be reduced due to
compensatory anti-inflammatory condition in an advanced
stage in severe cases of sepsis. Additionally, there was also
a statistically significant relationship between these low
values and mortality in our study.

Myocardial functions are also affected by various
mechanisms in sepsis. Cardiovascular dysfunction is a
serious complication in about 40% of patients with sepsis
and increases mortality by 20-70%. TLR2 and TLR4
particularly contribute to cardiac dysfunction (33, 34).
Nevertheless there is little information on the role of TLR9
in myocardium, but TLR9 expression in the heart has been
shown (35). It is also known that TLRY stimulation leads to
nuclear factor kB activation in different tissues (36). In one
study, it was found that bacterial DNA increased myocardial
cytokine production via TLR9 and caused depletion of
cardiomyocyte contractile ability (37).

In addition to hyperinflammation, sepsis
complicated by hypoperfusion and organ dysfunction due to
this cardiovascular dysfunction develops. One of the best
indicators in diagnosis of severe sepsis is the level of lactate
(38). Our study shows that there is a relationship between
serious sepsis progressing to septic shock and increased
serum TLRO level, particularly in those cases where the
lactate level increased to >5 mmol/l due to tissue hypo-
perfusion. Our conclusion is that there is a decrease in serum
TLRO level in serious sepsis through its down-regulation,
while there is an increase in serum TLRY level, perhaps in
connection with TLR9 re-expression, in the cases in which
tissue perfusion deteriorates, leading to high values of lactate.
Recurrent cycles of hyper- and hypoinflammatory condition
may occur in sepsis (39). It is not clear which clinical
conditions trigger or cause this change. An increase in serum

severe
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lactate level may play a crucial role as an immunostimulant
or an agent that triggers this change in the TLR9 pathway.

In fact, both inflammatory and anti-inflammatory
processes reflect not only uncontrolled systemic response but
also survival efforts of the patients with sepsis. Current
inflammatory status determination and appropriate
management are important points for sepsis treatment.
Targeted therapies for inflammatory cytokines in a patient
during the hyperinflammatory phase may be performed.
However, in clinical trials, these therapies have shown no
clinical benefit or, in some cases, have worsened survival
(40, 41). Furthermore, compensatory anti-inflammatory
response to counter-regulate the host immune response in
sepsis may result in immunosuppression, whereas
immunostimulants may be more beneficial in these patients
(42-44). The immunological state of each patient may differ.

For this reason, while one patient may benefit from targeted
therapy, another may suffer as a result of the same therapy.
Targeted immune therapies designed according to the patient’s
current inflammatory condition should be planned. Therefore
the immunological status of the patient should be well
determined for sepsis-appropriate management and treatment.
Ideally, specific biomarkers should be used to help
management of sepsis (45). The importance of TLRs in this
topic will be determined by future studies.

This study has some limitations; the most important of
them is that the current clinic study had a relatively small
sample size, it was single-institutional and serum TLR9
levels were analyzed only once. Repetitive segmental
determinations would make the evaluations and progress of
patients more understandable. We believe that our results are
encouraging, but they need to be supported by study in a
larger sample and perhaps in different phases of sepsis.

Sepsis is characterized by a hyperinflammatory response
in the early stage, but it may be followed by an
immunosuppressive phase. This immunosuppression is
believed to be the potent factor which is tightly associated
with high mortality in sepsis. Modulation of this
immunosuppression may help to develop new therapeutic
strategies. TLRs have an important role in sepsis
pathophysiology. However, the role of TLRs in the
development of sepsis and in the creation of tissue damage
and sepsis-related organ injury is not clear. Targeting TLRs
is an exciting and promising area for inflammation control
and sepsis management (46).

Actually, developing sepsis-specific TLR-targeted
therapies might not be easy. Blocking a single mediator or
activating a single channel will not be enough to intervene
in sepsis (47, 48). Further experimental studies are required
to understand the underlying mechanism of infection
pathogenesis. Animal sepsis models can provide valuable
information about the role of TLRs and the underlying
mechanism of infection pathogenesis.
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A better understanding of TLR biology and the change of
the TLRY level in sepsis may unveil novel therapeutic
approaches for sepsis. It may be possible to detect those
patients who are on the cusp of septic shock, which would
infer higher mortality, and specific alterations in treatment
might be considered. Studies have shown that not only
microbial products but also some endogenous molecules can
stimulate TLRs (49). The host immune system can be
activated by means of TLRY- related systems. Hypoperfusion
and hyperlactatemia may play an effective stimulatory role
in reactivation of the immune system.
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