0,
otY or,

g3

J Gastrointest Surg (2014) 18:1486-1494
DOI 10.1007/s11605-014-2574-5

<,
2

gociety for s
[ )

== e
U /{Je;ua\n‘.\“l

ORIGINAL ARTICLE

A\
>
. Op

TNF-«, IL-6, and IL-8 Cytokines and Their Association
with TNF-x-308 G/A Polymorphism and Postoperative Sepsis

Kavita Baghel - Rajeshwar Nath Srivastava -
Abhijit Chandra - Sudhir K. Goel - Jyotsna Agrawal -
Hasan Raza Kazmi - Saloni Raj

Received: 2 February 2014 / Accepted: 9 June 2014 /Published online: 19 June 2014
© 2014 The Society for Surgery of the Alimentary Tract

Abstract

Introduction Early prediction of postoperative sepsis remains an enormous clinical challenge. Association of TNF-«x-
308 G/A polymorphism with sepsis remains controversial. We, therefore, investigated this polymorphism with serum
levels of cytokines TNF-«, IL-6, and IL-8 in relation to development of sepsis following major gastrointestinal
surgery.

Methods Two hundred and thirty-nine patients undergoing major gastrointestinal surgery were enrolled. Polymor-
phism was studied through the analysis of restriction fragments of Ncol-digested DNA with the polymerase chain
reaction. All patients were followed for 1 month following surgery for evidence of sepsis. Levels of serum cytokines
TNF-«x, IL-6, and IL-8 were measured preoperatively and postoperatively by enzyme-linked immunosorbent assay
(ELISA).

Results Forty-seven (19.66 %) patients developed postoperative sepsis. Patients with postoperative sepsis were
significantly (»p=0.002) more likely to possess AA homozygous genotype with higher capacity to produce cytokines
TNF-x (p<0.0001), IL-6 (p<0.0001), and IL-8 (p<0.0001) as compared to other genotypes. When compared with
patients carrying at least one G allele, the AA genotype was associated with a significantly higher probability (odds
ratio (OR)=4.17; p=0.003; 95 % confidence interval (CI)=1.5-11.48) of developing sepsis. Compared with the GG
genotype, AA was associated with a significantly higher probability (OR=5.18; p=0.0008; 95 % CI=1.82-14.76) of
sepsis development.

Conclusion TNF-a-308 G/A polymorphism is significantly associated with the development of postoperative sepsis and with
increased expression of cytokines TNF-«, IL-6, and IL-8.
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Introduction

Postoperative sepsis is one of the main complications of major
surgery. Recent advances in postoperative care have enabled
clinicians to reduce early postoperative mortality and morbid-
ity. Despite the advancement in postoperative care, patients
remain at high risk for infection and the associated complica-
tions following surgery."

Cytokine networks and tumor necrosis factor (TNF), in
particular, appear to play a crucial role in the pathogenesis of
infectious diseases.” The pro-inflammatory cytokine, TNF-«,
is an essential component of the host immune response to
infection® and is responsible for the release of other pro- and
anti-inflammatory mediators. TNF-« also plays a major role
in the clinical manifestations of septic shock,* and TNF-«
serum levels inversely correlate with survival from severe
sepsis.” Furthermore, inherited variability of cytokine produc-
tion and genetic predisposition for fatal infectious diseases
have been suggested.® Several polymorphisms have been
identified in the TNF-& promoter,” among which the G/A
polymorphism at nucleotide position —308 has been shown
to directly affect TNF- expression.® In sepsis, interest has
particularly focused on the promoter TNF-308 G/A single-
nucleotide polymorphism. Although the association of A al-
lele with susceptibility to septic shock has been reported by
various studies, the findings have been inconsistent.” ' The
guanine-to-adenine transition at position —308 in the TNF
promoter has been reported to influence TNF promoter activ-
ity and is associated with enhanced TNF-« production;'* '
however, other studies could not confirm this association.

In the present study, we hypothesize that —308 G/A poly-
morphism of TNF-« is associated with TNF-o transcriptional
activity and affects the production of inflammatory cytokines,
which may play an important role in the development of
postoperative sepsis. Thus, our study investigated the associ-
ation of TNF--308 promoter polymorphism with the devel-
opment of sepsis postsurgery.

11,17

Material and Methods

Patient Characteristics and Study Protocol The institutional
ethics committee of King George’s Medical University, Luck-
now, India, approved the study. All participants signed an
informed consent. Two hundred and thirty-nine patients who
underwent major surgery from October 2010 to January
2013 at the university hospital were included. Of the recruited
subjects, 143 (59.83 %) were female and 96 (40.16 %) were

male. The mean age was 36.14+11.12 years (range 18—
50 years). Elective major surgery was defined as planned
surgery requiring more than 1 hour of surgical time and
requiring anesthesia and or respiratory assistance. The inclu-
sion criteria were as follows: age 18-50 years, absence of
preexisting infection, absence of rheumatoid arthritis or a
seronegative inflammatory arthropathy, absence of malignan-
cy, absence of diabetes, no steroid medication, and no ac-
quired or inherited immunodeficiencies. To minimize
operation-to-operation variability, patients were operated in
the same theater and as the first case of the day. The amount
of blood loss and duration of surgery (incision to stitching
time) were recorded. The patient characteristics are shown in
Table 1. All patients were kept on non-steroidal anti-
inflammatory drugs for the management of postoperative pain
and received broad-spectrum single-dose intravenous antibi-
otic (third-generation cephalosporin) for surgical infection
prophylaxis. The study team followed all patients for 1 month
following surgery for any evidence of sepsis.

Sepsis was defined according to Bone et al.'®: systemic re-
sponse to infection, manifested by two or more of the follow-
ing conditions as a result of infection: body temperature >38.5
or <35.6 °C, tachycardia >90/min, tachypnea >20/min,
leucocytosis >12,000/ul, or leucopenia <4,000/pl.

Immunologic Assays of Cytokines Serum was collected pre-
operatively and postoperatively on the first and fourth day
after surgery from all the study patients. Commercially avail-
able highly sensitive AviBion human TNF-«, IL-6, and IL-8
enzyme-linked immunosorbent assay (ELISA) kits
(Orgenium Laboratories Business Unit, Finland) were used
for determinations of serum concentration as per manufac-
turer’s instructions.

Genotyping for TNF-a-308 G/A Polymorphism The genotype
of TNF-x-308 gene polymorphism was determined by poly-
merase chain reaction (PCR) amplification and enzymatic
digestion of the products with Ncol (Fermentas, USA). Brief-
ly, 3 ml of venous blood samples was drawn in
ethylenediamine-tetra acid (EDTA) vacutainer tubes, and ge-
nomic DNA was extracted using a commercially available
DNA isolation kit (QIAmp blood kit, Qiagen, Germany),
according to the manufacturer’s instructions. A 134-bp PCR
product of TNF-x gene was amplified by PCR using the
following pair of primers: forward 5" AGG CAA TAG GTT
TTG AGG GCC AT 3’ and reverse 5" CAT CAA GGA TAC
CCC TCA CAC TC 3"."” Reaction was performed with 50—
200 ng of genomic DNA, 0.2 umol of each primer, 200 pmol
of ANTP (Fermentas, USA), 1.2 mmol of MgCl,, and 1 unit of
Taq polymerase (Fermentas, USA) in a total volume of 20 pl.
Initial denaturation was performed at 95 °C for 5 min followed
by 35 cycles of denaturation at 94 °C for 1 min, annealing at
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Table 1 Characteristics of patients with and without postoperative sepsis

Patients with postoperative sepsis (n=47) Patients without postoperative sepsis (7=192) p value

Age (years) 36.494+11.93

Gender (female/male) 27/20

Length of surgery (h) 2.69+0.59

Blood loss (ml) 126.81+78.77

Hb level (g/dl) Preoperative 11.09+1.47
Postoperative 10.52+0.68

No. of WBC/ul Preoperative 7,285.53+1,830.17
Postoperative 10,204.89+6,478.55

TNF-« level (pg/ml) Preoperative 52.20+39.80
Ist Postoperative day 118.27+84.51
4th Postoperative day 211.76+158.10

IL-6 level (pg/ml) Preoperative 69.92+66.79
Ist Postoperative day 103.12+88.79
4th Postoperative day 155.16+150.14

IL-8 level (pg/ml) Preoperative 28.24+26.17
1st Postoperative day 39.59426.31
4th Postoperative day 86.85+86.39

36.05+£10.94 0.81
116/76 0.71
2.12+1.55 0.01*
40.13+£52.67 <0.0001*
11.38+1.74 0.30
11.28+1.14 <0.0001*
7,210.00+1,668.53 0.78
7,169.83+1,521.49 <0.0001*
54.99+47.34 0.71
66.00+48.25 <0.0001*
79.78+60.07 <0.0001*
63.40+72.16 0.57
77.11+75.30 0.05
74.59+74.15 <0.0001*
27.43+20.94 0.82
33.07+35.58 0.25
40.49+58.11 <0.0001*

Values are given as numbers or mean+SD. Differences were tested by chi-square and Fisher’s exact test for frequencies and Student’s ¢ test for mean+SD

SD standard deviation, TNF tumor necrosis factor

*p value <0.05 considered statistically significant

56 °C for 1 min, and extension at 72 °C for 1.30 min. This was
followed by final extension at 72 °C for 10 min. A total of
10 pl of the resulting PCR product was digested with Ncol for
10 min at 37 °C, and the resulting fragments were analyzed on
3 % agarose gel.

Statistical Analysis Data were expressed as proportion or
mean=+standard deviation, as appropriate. The test on the
proportions between groups was performed using chi-square
test or Fisher’s exact test. Odds ratios (OR) as an estimation of
the relative risk were calculated with 95 % confidence inter-
vals (CI). For comparison between groups, Student’s unpaired
or paired ¢ test and one-way analysis of variance (ANOVA)
was performed. Pearson correlation test was performed for
correlation analysis. The power of the study was calculated
using G* power calculator version 3.1.7. A p value less than
0.05 is considered as statistically significant.

Results

Postoperative sepsis was diagnosed in 47 (19.66 %) patients,
whereas 192 (80.33 %) patients showed an uncomplicated
postoperative recovery. The patients with and without postop-
erative sepsis were comparable in terms of age, gender, blood
loss, WBC count, mortality, and duration of surgery (Table 1).
The duration of surgery and blood loss were observed to be
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significantly associated with the development of postoperative
sepsis. A significant difference in the WBC count was also
observed in patients with and without postoperative sepsis.
Sepsis was diagnosed in three patients 2 days after surgery, in
five patients 4 days after surgery, in two patients 5 days after
surgery, and in the remaining patients 9 days or later after
surgery. The most common postoperative complication ob-
served in the sepsis group was surgical site infection followed
by anastomotic leak, pancreatic leak, intraabdominal abscess,
pneumonia, and multiple organ dysfunctions. Postoperative
sepsis and its relation to the site of surgery are shown in Fig. 1.

Allele Frequency and Genotype Distribution

The overall allele frequency was 0.81 for G and 0.19 for A.
The allele frequencies of G and A were 0.67 and 0.33 in
patients with postoperative sepsis and 0.84 and 0.16 in pa-
tients without postoperative sepsis, respectively. In the TNF-«
genotype group, 68.62 % (n=164) of patients were homozy-
gous dominant GG, 24.27 % (n=>58) were heterozygous GA,
and 7.11 % (n=17) were homozygous recessive AA. Patients
in the genotype subgroups were matched for age, gender,
mortality, blood loss, and duration of surgery (Table 2). Post-
operative sepsis was observed in 24/164 (14.63 %), 15/58
(25.86 %), and 8/17 (47.05 %) patients for genotype GG
homozygous, GA heterozygous, and AA homozygous,
respectively.
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Fig. 1 Postoperative sepsis 100%
related to site of surgery. Values 90%
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Genotype distribution in patients with an uncomplicated
postoperative course was significantly different from that in
patients with postoperative sepsis. Development of postoper-
ative sepsis was significantly (»p=0.002) higher in patients
homozygous for the allele AA as compared to other genotypes
(Table 2). When compared with patients carrying at least one
G allele (GG homozygous and GA heterozygous genotype),
the AA homozygous genotype was significantly associated
with the development of sepsis (OR=4.17; p=0.003; 95 %
CI=1.5 to 11.48). Compared with the homozygous GG geno-
type, the OR for the homozygous AA genotype was 5.18 (p=
0.0008; 95 % CI=1.82 to 14.76). When both the alleles were
compared, allele A was found to be positively associated
with the development of postoperative sepsis (OR=1.91;
p=0.037).

Table 2 Genotypic distribution and characteristics of patients

B8 Patient with postoperative
sepsis

@ Patient without
postoperative sepsis

Along with TNF--308 G/A polymorphism (p=0.002),
blood loss (p<0.0001) and duration of surgery (p=0.01) were
also found to be significantly associated with postoperative
sepsis (Tables 1 and 2). To study the individual effect of
TNF-a-308 G/A polymorphism, multivariate analysis was
preformed, which revealed significant association of AA ge-
notype (p=0.001) and blood loss (»p<0.0001) with postoper-
ative sepsis. In addition, correlation analysis showed a posi-
tive correlation of blood loss with duration of surgery (r=
0.512; p<0.0001) in patients who developed postoperative
sepsis.

The overall mortality was 3.347 %; 8 of 239 patients
expired during postoperative hospital stay. In all eight pa-
tients, no statistically significant difference (p=0.827) was
observed in the genotype subgroups.

Genotype GG (n=164) GA (n=58) AA (n=17) p value
Age (years) 36.08+10.68 36.53+12.41 35.35+11.32 0.922
Gender (female/male) 95/69 38/20 10/7 0.672
Blood loss (ml) 52.27+66.43 70.69+73.69 60.59+70.93 0.206
Length of surgery (h) 2.12+0.63 2.5142.68 2.38+0.65 0.174
Hb level (g/dl) Preoperative 11.40+1.73 11.01+1.57 11.62+1.71 0.236
Postoperative 11.21£1.16 10.92+0.98 11.07+0.90 0218
No. of WBC/ul Preoperative 7,137.68+1,693.88 7,335.86+1,728.03 7,687.85+1,630.82 0.381
Postoperative 7,533.63+3,287.94 7,842.7242,904.34 10,088.23+5,454.91 0.015%
Mortality 5(3.05 %) 2 (3.45 %) 1 (5.88 %) 0.827
Sepsis 24 (14.63 %) 15 (25.86 %) 8 (47.05 %) 0.002*

Values are given as numbers (%) or mean+SD. Differences were tested by chi-square test for frequencies and ANOVA for mean+SD

SD standard deviation, ANOVA analysis of variance

*p value <0.05 considered statistically significant
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Preoperative and Postoperative Changes in Cytokine Levels

Cytokine levels of preoperatively and postoperatively drawn
whole-blood samples from patients with and without postop-
erative sepsis are shown in Table 1. In patients who developed
postoperative sepsis, significantly higher serum levels of cy-
tokine TNF-« (p<0.0001) was observed at the first postoper-
ative day, whereas at the fourth postoperative day, all the
studied cytokines were significantly higher (TNF-«
p<0.0001; IL-6 p<0.0001; IL-8 p<0.0001) as compared to
cytokine levels in patients without sepsis (Table 1).

TNF-«, IL-6, and IL-8 Cytokine Levels in Relation
to Different Genotypes of TNF-x-308 G/A Polymorphism

To study the functional significance of TNF-o-308 G/A poly-
morphism, we grouped the patients with and without postop-
erative sepsis according to their genotypes and compared
TNF-«, IL-6, and IL-8 cytokine levels.

In AA homozygous genotype patients who developed
postoperative sepsis, compared to patients with other geno-
types who developed postoperative sepsis, a significant in-
crease in the level of TNF-a was observed at both
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Fig. 2 Preoperative and postoperative TNF-c, IL-6, and IL-8 cytokines
in genotype subgroups in postoperative septic patients. Statistical analysis
carried out through one-way analysis of variance. Values are means=+
standard deviation. TNF tumor necrosis factor, /L interleukin. *p<0.05;
**p<0.01; ***p<0.0001
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preoperative and postoperative days (preoperative p=0.03;
first postoperative day p=0.001; fourth postoperative day
»<0.0001) and a significant increase in IL-6 was observed
on both the first and fourth postoperative days (p<0.0001),
whereas IL-8 increased only on the fourth postoperative day
(p<0.0001) (Fig. 2).

In patients who did not develop postoperative sepsis, pre-
operative and postoperative cytokine levels did not vary by

genotype (Fig. 3).
Correlation of TNF-«, IL-6, and IL-8 Cytokines

To study the influence of TNF-« production on IL-6 and IL-8
cytokine levels, Pearson correlation test was performed in
patients with and without postoperative sepsis. Correlation
analysis revealed that in patients who developed sepsis,
TNF-« level was positively correlated with IL-6 in both
preoperative and postoperative samples (preoperative (r=
0.354; p=0.015); first day postoperative (r=0.568;
p<0.0001); fourth day postoperative (=0.580; p<0.0001)).
No correlation was observed in the levels of IL-8 and TNF-o

200
Ea GG

E3 GA

150 = AA

100

TNF-c: (pg/ml)

IL-6 (pg/ml)

150

100

50

IL-8 (pg/ml)

Fig. 3 Preoperative and postoperative TNF-c, IL-6, and IL-8 cytokines
in genotype subgroups in patients without sepsis. Statistical analysis
using one-way ANOVA indicates insignificant difference in TNF-«, IL-
6, and IL-8 cytokine level preoperatively and postoperatively in different
genotype subgroups. Values are means+standard deviation. 7NF tumor
necrosis factor, /L interleukin, ANOVA analysis of variance



J Gastrointest Surg (2014) 18:1486—1494

1491

preoperatively and on the first postoperative day, whereas on
the fourth postoperative day, a significant positive correlation
was observed with both TNF-« (»=0.537; p<0.0001) and IL-
6 (r=512; p<0.0001) (Table 3).

In patients who did not develop postoperative sepsis,
TNF-o level was significantly correlated with IL-6 before
surgery (r=0.182; p=0.011), whereas after surgery, no such
correlation was observed. In relation to IL-8 cytokine, no
correlation was observed with TNF-« and IL-6 in both pre-
operative and postoperative phases (Table 3).

Discussion

Variation in the immune response among individuals is a well-
known fact. Cytokine gene polymorphism can influence not
only cytokine gene expression but also susceptibility to dis-
ease and disease pathogenesis. Numerous polymorphic mod-
ifications in the TNF gene have been linked to TNF produc-
tion, but the specific location of the genetic elements
governing TNF response remains unclear, and its gene ex-
pression has been shown to be regulated only in part by
transcriptional events.”’ In sepsis patients and in severely
injured patients, TNF (TNF- and TNF-{3) gene polymor-
phisms have been described in various populations. Some
investigators have reported the association between TNF-oc-
308 gene polymorphism and increased susceptibility to severe

9,12,21,22 13,23,24

sepsis, whereas others failed to confirm this.
This lack of consensus on the association of TNF--308 gene
polymorphism with increased risk of sepsis encouraged us to
examine the distribution of the TNF-x genotype in patients
who were undergoing elective gastrointestinal surgeries and to
follow the incidence of postoperative sepsis. Our study de-
sign—evaluating patients for TNF-x-308 gene polymorphism
before surgery and correlating this to postsurgery sepsis—is in
contrast to the previous studies,”'*'® which were limited to
patients who already had sepsis. To the best of our knowledge,
this is the first study in a unique cohort that evaluated the
association of TNF-«-308 gene polymorphism and alteration
in cytokine levels with risk of sepsis following major gastro-
intestinal surgery.

In contrast to certain studies, our study shows that
AA genotype individuals are 4.17 times more likely to devel-
op postoperative sepsis as compared with other genotypes.
This is in agreement with the previous studies”'**'* show-
ing a significantly higher distribution of TNF-x-308 AA
genotype in a cohort of patients that developed sepsis follow-
ing elective major surgery. The study thus supports the hy-
pothesis that interindividual variation in the TNF-« gene may
impact on the risk of sepsis following elective major surgery.

The incidence of postoperative sepsis (19.66 %) in the
current study was influenced by the AA homozygous geno-
type distribution, which is in agreement with previous obser-
vations in trauma patients.”’ Although the number of septic
patients in the present study (n=47) is low, with the cohort of

13,2324

Table 3 Correlation of TNF-«, IL-6, and IL-8 cytokines in preoperative and postoperative phases

Preoperative First postoperative Fourth postoperative
TNF-& IL-6 IL-8 TNF-& IL-6 1L-8 TNF-a 1L-6 IL-8
Patients with postoperative sepsis
TNF-« 7 value 1 0.354* 0.051 0.568" 0.219 1 0.580° 0.537°
p value 0.015 0.736 0.000 0.143 0.000 0.000
1L-6 r value 1 —-0.140 1 0.176 1 0.512°
p value 0.347 0.241 0.000
1L-8 r value 1 1 1
p value
Patients without postoperative sepsis
TNF-a 7 value 1 0.182* —-0.012 0.046 —0.006 1 0.056 0.035
p value 0.011 0.866 0.563 0.937 0.465 0.646
1L-6 r value 1 0.023 1 0.032 1 0.015
p value 0.985 0.691 0.842
1L-8 r value 1 1 1
p value

r Pearson correlation coefficient, 7NF tumor necrosis factor, /L interleukin

# Correlation is significant at the 0.05 level (two-tailed)
® Correlation is significant at the 0.01 level (two-tailed)
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239 patients, our study yields >80 % power to detect signif-
icant influence of this polymorphism in the septic and non-
septic group (p<0.05).

In patients undergoing elective major surgery, cytokine
profiles have previously been proposed as prognostic
factors.”> TNF-o secretions show a high degree of interindi-
vidual variability, which is at least partly genetically
determined.”® This study has focused on the relationship
between TNF-a genotype; the preoperative and postoperative
expression of TNF-o, IL-6, and IL-8; and development of
postoperative sepsis.

In contrast to other studies, our data showed signifi-
cantly higher TNF-« whole-blood cytokine response in post-
operative septic patients with homozygous AA genotype.
Similar results were obtained in the Chinese Han
population.' Increased level of TNF-« in septic patients as
observed in our study has been confirmed by several
studies.'* '® These findings suggest the crucial role of
TNF-o¢ in mediating inflammatory response. In addition to
TNF-«, IL-6 and IL-8 are also promising biomarkers of
sepsis;”’*? however, one study’” reported IL-6 as an insensi-
tive marker of sepsis. In our study, we observed higher levels
of IL-6 and IL-8 after surgery in postoperative septic patients.
In contrast to a previous report,” our results indicate that AA
homozygous genotype is associated with higher IL-6 cytokine
production after surgical trauma. Similar association was ob-
served with IL-8 cytokine in septic patients, suggesting the
potential role of this genotype in exacerbating inflammation
and susceptibility to sepsis. Increased concentration of
TNF-«, IL-6, and IL-8 cytokines and its association with
TNF-0-308 polymorphism in early postoperative phase are
of great clinical significance in forecasting the outcome of
septic complications.

Though increased cytokine response may be due to surgical
stress, Majetschak et al.*! reported that the surgery-associated
stress is transient (24 h) and does not contribute significantly
to the increased cytokine response. In our study, in patients
without postoperative sepsis, we found that the degree of
TNF-a production in whole blood was not related to the
TNF-« polymorphism. The significant associations of
TNF-«-308 polymorphism with postoperative sepsis and
postoperative TNF-« cytokine expression suggest an influ-
ence of this polymorphism on monocyte reactivity to inflam-
matory stimuli. However, this association cannot explain the
significant difference in the preoperative cytokine levels of
TNF-«-308 genotype subgroups in patients with postopera-
tive sepsis.

Analysis of individual data in septic patients showed that
preoperative and postoperative alterations of TNF-« and IL-6
cytokine levels were significantly linked with each other.
Significantly positive correlation of TNF-« and IL-6 cytokine
levels before surgery in both septic and non-septic groups
indicates preexisting difference in leucocyte function, which

11,13
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augments specific alteration patterns after postoperative in-
flammatory stimuli. Further, a significant positive correlation
of IL-8 cytokine with TNF-« and IL-6 in the postoperative
period of septic patients indicates its association with severity
of inflammation.

A possibility that major postoperative complications might
be related to surgery or the patient cannot be ruled out. In the
current study, to minimize surgeon-related variability, sur-
geons with similar proficiency operated the patients and as
the first case of elective operating room. In agreement with
other investigators,’* ** we also found significant association
of the length of surgery and the amount of blood loss with the
development of postoperative septic complications (Table 1).
Other patient factors such as age and gender had no influence
on the development of postoperative septic complications.
Though various studies indicate that preexisting patient-
related factors (e.g., advanced age, male gender) may influ-
ence the development of postoperative complications,** >®
these findings are inconsistent. Vogel et al.** described the
rates of sepsis for a variety of hospital-based surgical proce-
dures. Gastrointestinal, cardiovascular, or thoracic procedures
accounted for nearly 50 % of cases, and the rates of postop-
erative sepsis were highest for esophageal, pancreatic, gastric,
small bowel, hepatic, and biliary procedures. Hensler et al.*’
reported that the majority of postoperative sepsis occurs after
esophagectomy. In our study, among all major elective gas-
trointestinal procedures, pancreatic surgeries accounted for
majority (29.78 %) of the postoperative sepsis.

A limitation of the current study is that the influence of the
type of surgical procedure with TNF-x-308 G/A polymor-
phism genotypes could not be established due to the small
number of patients undergoing each type of surgery. However,
our study included a selected cohort of patients who
underwent gastrointestinal surgeries, and, in this group, pa-
tients with TNF-o¢ AA homozygous genotypes when com-
pared with patients with heterozygous GA and homozygous
GG were found to be at high risk for postoperative sepsis.

Conclusion

Taking together, our results indicate that TNF-x-308 poly-
morphism is significantly associated with increased expres-
sion of TNF-«, IL-6, and IL-8 serum cytokines and with the
development of postoperative sepsis.

Acknowledgments The authors are thankful to the Council of Science
and Technology, Government of Uttar Pradesh, Lucknow, India, for
financially supporting the study (grant letter no. CST/SERPD/D-783
dated 01-07-2011).

Conflict of Interest The authors declare that they have no competing
interests.



J Gastrointest Surg (2014) 18:1486—1494

1493

References

1.

10.

11.

12.

13.

14.

15.

16.

17.

Faist E, Wichmann M, Kim C: Immunosuppression and
immunomodulation in surgical patients. Curr Opin Crit Care
1997;3:293-298.

. Beutler B, Grau GE: Tumor Necrosis Factor in the pathogenesis of

infectious diseases. Crit Care Med 1993;21:5423-435.

. Bazzoni F, Beutler B: The Tumor Necrosis Factor ligand and receptor

families. N Engl J Med 1996;334:1717-1725.

. Wheeler AP, Bernard GR: Treating patients with severe sepsis. N

Engl ] Med 1999;340:207-214.

. Debets JM, Kampmeijer R, van der Linden MP, Buurman WA, van

der Linden CJ: Plasma Tumor Necrosis Factor and mortality in
critically ill septic patients. Crit Care Med 1989;17:489-494.

. Westendorp RG, Langermans JA, Huizinga TW, Elouali AH, Verweij

CL, Boomsma DI, Vandenbroucke JP: Genetic influence on cytokine
production and fatal meningococcal disease. Lancet 1997;349:170-
173.

. Rink L, Kirchner H: Recent progress in the tumor necrosis factor-

alpha field. Int Arch Allergy Immunol 1996;111:199-209.

. Wilson AG, de Vries N, Pociot F, di Giovine FS, van der Putte LB,

Duff GW: An allelic polymorphism within the human tumor necrosis
factor alpha promoter region is strongly associated with HLA A1, BS,
and DR3 alleles. ] Exp Med 1993;177:557-560.

. Mira JP, Cariou A, Grall F, Delclaux C, Losser MR, Heshmati F,

Cheval C, Monchi M, Teboul JL, Riché F, Leleu G, Arbibe L,
Mignon A, Delpech M, Dhainaut JF: Association of TNF2, a TNF-
alpha promoter polymorphism, with septic shock susceptibility and
mortality: a multicenter study. JAMA 1999;282:561-568.

Appoloni O, Dupont E, Vandercruys M, Andriens M, Duchateau J,
Vincent JL: Association of tumor necrosis factor-2 allele with plasma
tumor necrosis factor-alpha levels and mortality from septic shock.
Am J Med 2001;110:486-488.

Stuber F, Udalova IA, Book M, Drutskaya LN, Kuprash DV,
Turetskaya RL, Schade FU, Nedospasov SA: -308 tumor necrosis
factor (TNF) polymorphism is not associated with survival in severe
sepsis and is unrelated to lipopolysaccharide inducibility of the
human TNF promoter. J Inflamm 1996;46:42-50.

O’Keefe GE, Hybki DL, Munford RS: The G—>A single nucleotide
polymorphism at the -308 position in the tumor necrosis factor-alpha
promoter increases the risk for severe sepsis after trauma. J Trauma
2002;52:817-825.

Tang GJ, Huang SL, Yien HW, Chen WS, Chi CW, Wu CW, Lui WY,
Chiu JH, Lee TY: Tumor necrosis factor gene polymorphism and
septic shock in surgical infection. Crit Care Med 2000;28:2733-2736.
Louis E, Franchimont D, Piron A, Gevaert Y, Schaaf-Lafontaine N,
Roland S Mahieu P, Malaise M, De Groote D, Louis R, Belaiche J:
Tumour necrosis factor (TNF) gene polymorphism influences TNF-
alpha production in lipopolysaccharide (LPS)-stimulated whole
blood cell culture in healthy humans. Clin Exp Immunol 1998;113:
401-406.

Wilson AG, Symons JA, McDowell TL, McDevitt HO, Duff GW:
Effects of a polymorphism in the human tumor necrosis factor alpha
promoter on transcriptional activation. Proc Natl Acad Sci USA.
1997;94:3195-3199.

Kothari N, Bogra J, Abbas H, Kohli M, Malik A, Kothari D,
Srivastava S, Singh PK: Tumor necrosis factor gene polymorphism
results in high TNF level in sepsis and septic shock. Cytokine
2013;61:676-681.

Brinkman BM, Zuijdeest D, Kaijzel EL, Breedveld FC, Verweij CL:
Relevance of the tumor necrosis factor alpha (TNF alpha) -308
promoter polymorphism in TNF alpha gene regulation. J Inflamm
1996;46:32-41.

. Bone RC, Balk RA, Cerra FB, Dellinger RP, Fein AM, Knaus WA

Schein RM, Sibbald WJ: Definitions for sepsis and organ failure and

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31

32.

33.

34.

35

guidelines for the use of innovative therapies in sepsis. The
ACCP/SCCM Consensus Conference Committee. American
College of Chest Physicians/Society of Critical Care Medicine.
Chest 1992;101:1644-1655.

Allen RA, Lee EM, Roberts DH, Park BK, Pirmohamed M:
Polymorphisms in the TNF-alpha and TNF-receptor genes in patients
with coronary artery disease. Eur J Clin Invest 2001;31:843-851.
Majetschak M, Flohe S, Obertacke U, Schroder J, Staubach K, Nast-
Kolb D, Schade FU, Stuber F: Relation of a TNF gene polymorphism
to severe sepsis in trauma patients. Ann Surg 1999;230:207-214.
Duan ZX, Gu W, Zhang LY, Jiang DP, Zhou J, Du DY, Zen L, Chen
KH, Liu Q, Jiang JX: Tumor necrosis factor alpha gene polymor-
phism is associated with the outcome of trauma patients in Chinese
Han population. J Trauma 2011;70:954-958.

Bittar MN, Carey JA, Barnard JB, Pravica V, Deiraniya AK, Yonan
N, Hutchinson IV: Tumor necrosis factor alpha influences the inflam-
matory response after coronary surgery. Ann Thorac Surg 2006;81:
132-137.

Majetschak M, Obertacke U, Schade FU, Bardenheuer M,
Voggenreiter G, Bloemeke B, Heesen M: Tumor necrosis factor gene
polymorphisms, leukocyte function, and sepsis susceptibility in blunt
trauma patients. Clin Diagn Lab Immunol 2002;9:1205-1211.

Read RC, Teare DM, Pridmore AC, Naylor SC, Timms JM,
Kaczmarski EB, Borrow R, Wilson AG: The tumor necrosis factor
polymorphism TNF (-308) is associated with susceptibility to me-
ningococcal sepsis, but not with lethality. Crit Care Med 2009;37:
1237-1243.

Strey CW, Marquez-Pinilla RM, Markiewski MM, Siegmund B,
Oppermann E, John Lambris JD, Bechstein WO: Early post-
operative measurement of cytokine plasma levels combined with
pre-operative bilirubin levels identify high-risk patients after liver
resection. Int J Mol Med 2011;27:447-454.

Jacob CO, Fronek Z, Lewis GD, Koo M, Hansen JA, McDevitt HO:
Heritable major histocompatibility complex class II-associated dif-
ferences in production of tumor necrosis factor alpha: relevance to
genetic predisposition to systemic lupus erythematosus. Proc Natl
Acad Sci USA 1990;87:1233-1237.

Hack CE, De Groot ER, Felt-Bersma RJ, Nuijens JH, Strack Van
Schijndel RJ, Eerenberg-Belmer AJ, Eerenberg-Belmer AJ, Thijs
LG, Aarden LA: Increased plasma levels of interleukin-6 in sepsis.
Blood 1989;74:1704-1710.

Damas P, Ledoux D, Nys M, Vrindts Y, De Groote D, Franchimont P,
Lamy M: Cytokine serum level during severe sepsis in human IL-6 as
a marker of severity. Ann Surg 1992;215:356-362.

Hack CE, Hart M, van Schijndel RJ, Eerenberg AJ, Nuijens JH, Thijs
LG, Aarden LA: Interleukin-8 in sepsis: relation to shock and in-
flammatory mediators. Infect Immun 1992;60:2835-2842.
Giannoudis PV, Smith MR, Evans RT, Bellamy MC, Guillou PJ:
Serum CRP and IL-6 levels after trauma. Not predictive of septic
complications in 31 patients. Acta Orthop Scand 1998;69:184-188.
Majetschak M, Krehmeier U, Ostroverkh L, Blomeke B, Schifer M:
Alterations in leukocyte function following surgical trauma: differ-
entiation of distinct reaction types and association with tumor necro-
sis factor gene polymorphisms. Clin Diagn Lab Immunol 2005;12:
296-303.

Tang R, Chen HH, Wang YL, Changchien CR, Chen JS, Hsu KC,
Chiang JM, Wang JY: Risk factors for surgical site infection after
elective resection of the colon and rectum: a single-center prospective
study of 2,809 consecutive patients. Ann Surg 2001;234:181-189.
Offner PJ, Moore EE, Biffl WL: Male gender is a risk factor for major
infections after surgery. Arch Surg 1999;134:935-940.

Velasco E, Thuler LC, Martins CA, Dias LM, Conalves VM: Risk
factors for infectious complications after abdominal surgery for ma-
lignant disease. Am J Infect Control 1996;24:1-6.

. Schro der J, Kahlke V, Staubach KH, Zabel P, Stiiber F: Gender

differences in human sepsis. Arch Surg 1998;133:1200-1205.

@ Springer



1494

J Gastrointest Surg (2014) 18:1486—1494

36.

37.

38.

Eachempati SR, Hydo L, Barie PS: Gender-based differences
in outcome in patients with sepsis. Arch Surg 1999;134:1342-
1347.

Wichmann MW, Inthorn D, Andress HJ, Schildberg FW: Incidence
and mortality of severe sepsis in surgical intensive care patients: the
influence of patient gender on disease process and outcome. Intensive
Care Med 2000;26:167-172.

Ansari MZ, Collopy BT, Hart WG, Carson NJ, Chandraraj EJ:
In-hospital mortality and associated complications after bowel

@ Springer

39.

40.

surgery in Victorian public hospitals. Aust N Z J Surg
2000;70:6-10.

Vogel TR, Dombrovskiy VY, Carson JL, Graham AM, Lowry SF:
Postoperative sepsis in the United States. Ann Surg 2010;252:1065-
1071.

Hensler T, Heidecke CD, Hecker H, Heeg K, Bartels H, Zantl N,
Wagner H, Siewert JR, Holzmann B: Increased Susceptibility to
Postoperative Sepsis in Patients with Impaired Monocyte 1L-12
Production. J Immunol 1998;161:2655-2659.



	TNF-α, IL-6, and IL-8 Cytokines and Their Association with TNF-α-308 G/�A Polymorphism and Postoperative Sepsis
	Abstract
	Abstract
	Abstract
	Abstract
	Abstract
	Introduction
	Material and Methods
	Results
	Allele Frequency and Genotype Distribution
	Preoperative and Postoperative Changes in Cytokine Levels
	TNF-α, IL-6, and IL-8 Cytokine Levels in Relation to Different Genotypes of TNF-α-308 G/�A Polymorphism
	Correlation of TNF-α, IL-6, and IL-8 Cytokines

	Discussion
	Conclusion
	References


