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Abstract. the association of the tumor necrosis factor β 
(tnF-β) nco1 genetic polymorphism with susceptibility to 
sepsis was evaluated in 60 consecutive patients diagnosed 
with sepsis and in 148 healthy blood donors. Genomic dna 
was extracted from peripheral blood cells and a 782 base-pair 
fragment of the tnF-β gene was amplified by PCR. The 
pcr products were subjected to nco1 restriction digestion 
and analysed by restriction fragment length polymorphism 
analysis. tumor necrosis factor α (tnF-α) and the c-reactive 
protein (crp) serum levels were also determined by EliSa 
and nephelometry, respectively. among the septic patients, the 
allelic frequencies of tnFB1 and tnFB2 were 0.2833 and 
0.7166, respectively, and they differed from those observed 
in the blood donors (p=0.0282). the tnFB2 allele frequency 
was higher in the septic patients than in the blood donors 
[odds ratio=1.65 (ci 95% 1.02-2.69), p=0.0315]. the tnF-α 
and crp serum levels and the apachE ii and SOFa clinical 
scores did not differ in the patients with the tnFB1 or tnFB2 
alleles (p>0.05). the results suggest that the tnFB2 allele is 
associated with susceptibility to sepsis, but it was not found to 
be associated with the immunological and clinical biomarkers 
of the disease. 

Introduction 

Sepsis, defined by the presence of both infection and a 
systemic inflammatory response, is a potent activator of the 

host's immune inflammatory and coagulation responses. 
currently, it is regarded as the most prevalent illness among 
hospitalized patients and is one of the main causes of death in 
the non-coronary care unit (1-3). although the general direc-
tion of activation is similar between individuals, there are very 
important inter-individual differences in the immune, inflam-
matory and coagulation responses to infection (4). in response 
to infectious stimuli, such as lipopolysaccharides (lpS), 
tumor necrosis factor α (tnF-α) is a cytokine that is released 
early mainly by macrophages, and it is a principal mediator of 
the inflammatory response to infection which stimulates acute 
inflammation by its action on different cells, such as endothe-
lial cells, leukocytes, natural killer cells and hepatocytes. 
the biological actions of tnF-α depend on its concentration. 
therefore, any genetic variability in the production of tnF-α 
after an infectious stimulus could have a significant impact 
on the degree of inflammatory response and could therefore 
potentially influence the clinical outcome (4). 

Genetic polymorphisms with potential influences on the 
inflammatory response have been identified in a variety of 
antigen recognition pathways, as well as pro- and anti-inflam-
matory cytokines (4). Genetic predisposition has a substantial 
impact on outcome in sepsis (5), modifying both the disease 
process and the approach taken to therapy and is considered 
in the pirO system for staging sepsis that takes into account 
the predisposition (p), the insult infection (i), the response (r) 
and organ dysfunction (O) (3). most of the candidate genes 
that could influence the intensity of the inflammatory response 
are located on the highly polymorphic region of human chro-
mosome 6, known as the major histocompatibility complex 
(mhc). these include genes involved in the antigen recog-
nition pathways (hSp70-1, hSp70-2, hSp70-hOm, cd14 
and toll-like receptors) and genes involved in the expression 
of pro-inflammatory cytokines, such as TNF-α and tumor 
necrosis factor β (tnF-β) or lymphotoxin-α (lt-α) (4). 

tnF-β is a cytokine produced by t lymphocytes similar 
to tnF-α, and binds to tnF receptors. it is also expressed 
as a membrane protein, in which one chain of the secreted 
form associates with two subunits of a structurally related 
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membrane protein known as lymphotoxin-β (lt-β). lt-β acti-
vates endothelial cells and neutrophils and is thus a mediator 
of acute inflammatory response, providing a link between 
T-cell activation and inflammation. These biological effects 
of tnF-β are the same as those of tnF-α, consistent with 
their binding to the same receptors. however, as the quantity 
of tnF-β is much less that the amounts of tnF-α made by 
lpS-stimulated mononuclear phagocytes, tnF-β is not readily 
detected in the circulation. therefore, tnF-β is usually a local 
cytokine and not a mediator of systemic injury (6). 

tnF-α and tnF-β genes are located next to each other 
within the human leukocyte antigen (hla) class iii genes 
on chromosome 6 and evolutionary studies have suggested 
a common ancestor for both genes that duplicates during 
evolution (7). the role of the polymorphisms of these genes 
in the susceptibility of sepsis has been evaluated in different 
populations worldwide (8). a single nucleotide polymorphism 
(SNP) is also found at position +252 located in the first intron 
of the tnF-β gene, and consists of a G in the wild-type allele, 
tnFB1, and an a in the variant allele, tnFB2 (9). Known as 
the Nco1 polymorphism, it has been identified as a potentially 
influential locus in many inflammatory conditions. Studies 
carried out in German white patients with septic shock have 
shown that the tnFB2 allele results in a higher tnF-α secre-
tory capacity than the tnFB1 allele, and that the tnFB2 
allele is also associated with a greater risk of death. among 
patients with post-operative severe sepsis, 65% of non-survi-
vors and 12% of survivors were homozygous for the variant 
allele (tnFB2/B2) (10).

the tnFB2 variant allele was also a risk factor for the 
development of septic shock in multiple trauma patients (11). 
in these patients, the homozygous genotype for the tnFB2 
variant allele was associated with severe sepsis and high 
serum levels of tnF-α, and the results suggested that the 
tnF-β polymorphism could be a genetic marker of another 
gene located in the mhc region that is associated with 
susceptibility to sepsis. in patients with blunt trauma, severe 
sepsis and increased cytokine production were diagnosed 
among those that presented with the homozygous genotype 
for the tnF-β nco1 polymorphism, either the homozygous 
genotype wild-type (tnFB1/B1) or the homozygous variant 
allele (tnFB2/B2) (12). among patients with community-
acquired pneumonia, an association was observed between 
those homozygous for the variant allele (tnFB2/B2) and 
the development of septic shock. however, no association 
was observed between tnFB2/B2 and high mortality (13). 
however, these previous studies were carried out in popula-
tions from the northern hemisphere that show a homogeneous 
genetic structure. Few studies were carried out in the coun-
tries from the Southern hemisphere, including Brazil, that has 
one of the most genetically heterogeneous populations in the 
world. in order to address this question, the objective of the 
present study was to evaluate the association of the tnF-β 
nco1 genetic polymorphism with susceptibility to sepsis and 
its outcome in Southern Brazilian patients.

Materials and methods

Study design. the protocol was approved by the institutional 
research Ethics committee of the State university of 

londrina and a voluntary written consent form was obtained 
from the individuals enrolled (or from their legal guardians). 

the prospective study included 60 consecutive patients 
admitted to the university hospital of londrina between may 
2007 and June 2008 with severe sepsis or septic shock, defined 
according to the american college of chest physicians/
Society of critical care medicine (accp/Sccm) consensus 
conference criteria (3). the patients were included in the study 
at the time of sepsis diagnosis, they received standard hospital 
treatment as required and the clinical outcome was monitored 
prospectively. age, gender, primary site of infection (deter-
mined by clinical presentation and/or positive focus cultures), 
the severity of the sepsis [evaluated by the acute physiology 
and chronic health Evaluation ii (apachE ii) index] (13), 
and organ dysfunction [evaluated by Sequential Organ Failure 
assessment (SOFa)] (14), were collected at each patient's 
entry into the study. the exclusion criteria were <18 years of 
age, missing informed consent forms and patients with immu-
nosuppression of any etiology, including cancer, receiving 
current immunosuppressive therapy or chemotherapy, human 
immunodeficiency virus (HIV) infection, liver insufficiency 
(child c) and severe chronic renal disease with dialysis 
therapy. Blood samples were collected within 24 h after the 
sepsis diagnosis. the control group comprised of 148 healthy 
blood donors from the same region that were attended at the 
Blood Bank of londrina during the same period. their demo-
graphic data were colleted from the records of the regional 
Blood Bank of londrina. all information and the samples 
used in the study were coded and patient and healthy blood 
donor confidentiality was preserved according to the guide-
lines for studies of human subjects.

Immunological assays. prior to the analysis, peripheral venous 
blood was collected without anti-coagulant, centrifuged and 
stored at -20˚C. TNF-α serum levels were determined by 
enzyme-linked immunosorbent assay (EliSa, Kit human 
tnF-α eBioscience™, San diego, ca, uSa), with lower 
detection limit of 2 pg/ml. the reference value was <8.2 pg/
ml, according the manufacturer's instructions. crp serum 
levels were determined by nephelometry (nephelometer 
100 analyser Bn ii™, dade-Behring – Siemens healthcare 
diagnostics inc., il, uSa), with a lower detection limit of 
<0.175 mg/l. the reference value used was <3 mg/l according 
to the manufacturer's instructions. 

Nco1 genetic polymorphism. Genomic dna was extracted 
from peripheral blood cells by a salting-out procedure (15) and 
100-200 ng of dna were used to amplify a 782-bp fragment 
of the tnF-β gene, including the first intron, by polymerase 
chain reaction (pcr) as previously reported (11,12) with some 
modifications. Briefly, the primers used were determined 
according to the GenBank no. x02911 as follows: primer 1 
(tnF1 sense) 5' ccG tGc ttc GtG ctt tGG Gac ta 
3'; primer 2 (tnF2 antisense) 5' aGa GGG GtG Gat Gct 
tGG Gtt tc 3' (invitrogen™, life technologies, carlsbad, 
CA, USA). PCR was performed with a final volume of 25 µl, 
with 2.5 mm of each primer, 50 mm mgcl2, 1.25 mm dntp 
(invitrogen, life technologies), 1.25 units thermus aquaticus 
thermostable dna polymerase in the buffer provided 
(Invitrogen, Life Technologies) and 1 µl of the DNA sample. 
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pcr conditions were performed in a thermocycler (pcr 
Sprint-thermo hybaid™, Biosystems, Barcelona, Spain) and 
comprised of 5 min denaturation at 94˚C for initial denaturation; 
37 cycles of 45 sec at 94˚C for denaturation, 45 sec at 67˚C for 
the anneling and 45 sec at 72˚C for the elongation; and 10 min 
at 72˚C for final elongation. In all PCR analyses, a negative 
control (without a dna sample) and a positive control (with 
the amplified 782-bp DNA fragment) were included. 

the pcr products were subjected to restriction fragment 
length polymorphism (rFlp) analysis as described in previous 
studies (11,12) with some modifications. Briefly, 10 µl of the 
PCR product were completely digested with 0.3 µl of Nco1 
10 U/µl enzyme (Invitrogen, Life Technologies) for 4 h at 37˚C. 
Following Nco1 digestion, 10 µl of the digested and undigested 
samples were electrophoresed on a 10% acrylamide gel (100 v, 
3 h), and stained with silver, as described previously (16). the 
tnFB1 allele includes a restriction site for nco1 which results 
in 196- and 586-bp fragments after digestion and the tnFB2 
allele (lacking the restriction site for nco1) which results in a 
fragment of 782 bp. the heterozygous genotype tnFB1/B2 
results in three fragments (782, 586 and 196 bp). the images 
of the gel were captured and recorded by a photodocument 
system and the digi doc-it program version 1.1.25.

Statistical analysis. a database with the results was set up 
using the Excel Program of Microsoft Office and the data 
were statistically analysed by the Epi info program v.3.3.2 
(17) and SaS v.8.02 (18). descriptive results of continuous 
variables were expressed as the maximum and minimum 
values, the means ± standard deviation (Sd), and the median or 
proportions with 95% confidence intervals (CI) as appropriate. 
departure from hardy-Weinberg equilibrium and differences 
in categorical variables were assessed by the chi-square test 
or Fisher's exact test, where appropriate. the quantitative 
variables were evaluated by the mann-Whitney test. the odds 
ratio (Or) was calculated by comparing the distributions of 
alleles and genotypes between healthy subjects (reference) 
and septic patients. two-tailed p-values of <0.05 were used to 
indicate statistical significance. 

Results

Profile of subjects studied. Of the 60 patients included, the 
age ranged from 20 to 91 years (mean, 61.7±17.4; median, 65); 

36 (60%) were male and 24 (40%) were female, with a 
male:female ratio of 1:1.5. Of the 148 blood donors, the age 
ranged from 18 to 62 years (mean, 37.6±10.8; median, 38); 
83 (56.1%) were male and 65 (43.9%) were female, with a 
male:female ratio of 1:1.28. the patients were older than the 
blood donors (mann-Whitney test, p<0.0001), but they did 
not differ from the blood donors in gender (χ2 test, p=0.6407). 
the primary sites of infection presented by the sepsis patients 
were the respiratory tract in 37 (61.7%), the abdominal tract 
in 14 (23.3%), the urinary tract in 6 (10%) and the skin or 
soft tissue in 2 patients (3.3%). the primary site of infection 
was not determined in 1 (1.7%) patient. at the time of study 
inclusion, severe sepsis was present in 26 (43.3%) patients and 
septic shock in 34 patients (56.7%). 

the septic patients showed higher tnF-α serum levels 
at the time of admission that ranged from <2 to 342.9 pg/ml 
(mean, 16.3±52.4; median, 4.6) when compared to the blood 
donors whose levels ranged from <2 to 134.5 pg/ml (mean, 
6.8±13.6; median, 3.1). However, no significant differences were 
found (mann-Whitney test, p=0.2070). increased serum levels 
of crp were also detected in all of the patients with sepsis at 
the time of admission, and the values were significantly higher, 
ranging from 12.7 to 341 mg/l (mean, 152.4±86.0; median, 
145) when compared to the values obtained among the blood 
donors, which ranged from 0.2 to 10.4 mg/l (mean, 1.7±2.1; 
median, 0.8) (mann-Whitney test, p<0.0001).

Genotype and allele frequencies. the genotype frequen-
cies presented by the septic patients and blood donors were 
significantly different (Table I), essentially a result of the 
tnFB2 allele frequency (χ2 test=7.1356, p=0.0282). among 
the septic patients, 7 (11.7%) were homozygous for the allele 
tnFB1 (tnFB1/B1), 20 (33.3%) were heterozygous (tnFB1/
B2) and 33 (55%) were homozygous for the allele tnFB2 
(tnFB2/B2). among the healthy donors, the heterozygous 
genotype was more frequent, obtained in 75 individuals 
(50.7%), followed by the homozygous tnFB2/B2 detected 
in 52 (35.1%) and tnFB1/B1 in 21 (14.2%) individuals. the 
overall allele frequencies were 0.3630 for the tnFB1 allele 
and 0.6370 for the tnFB2 allele of the tnF-β nco1 poly-
morphism. the allele frequency of tnFB2 for the septic 
patients (0.7166) was higher than that observed among the 
healthy individuals (0.6047) [χ2 test=4.63, p=0.0315, Or=1.65 
(ci 95% 1.02-2.69)]. among the 60 septic patients, severe 

table i. Frequency of the tumor necrosis factor β (tnF-β) nco1 genetic polymorphism in septic patients and healthy blood 
donors from the Southern Brazilian population.

Group tnF-β nco1 genotype frequencya allelic frequencyb

 ---------------------------------------------------------------------------------------------------------------------------------- ------------------------------------------
 tnFB1/B1, n (%) tnFB1/B2, n (%) tnFB2/B2, n (%) tnFB1 tnFB2

patients (n=60)   7 (11.7) 20 (33.3) 33 (55.0) 0.2833 0.7166
Blood donors (n=148) 21 (14.2) 75 (50.7) 52 (35.1) 0.3952 0.6047
total (n=208) 28 (13.5) 95 (45.7) 85 (40.9) 0.3630 0.6370

tnFB1, allele with the restriction site of the nco1; tnFB2, variant allele without the restriction site of the nco1; tnFB1/B1, genotype 
homozygous for the allele tnFB1; tnFB1/B2, genotype heterozygous for the allele tnFB1; tnFB2/B2, genotype homozygous for the allele 
tnFB2; aχ2 test=7.1356, p=0.0282; bχ2 test=4.63, p=0.0315, Or=1.65 (95% ci 1.02-2.69). 
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sepsis occurred more frequently in those that presented the 
tnFB1 allele, diagnosed in 14 (51.9%) patients. in contrast, 
shock septic was more frequent among those with the tnFB2 
allele, detected in 21 (63.6%) patients. However, no significant 
difference was obtained (χ2=1.45, p=0.2284).

Association of TNF-β Nco1 genetic polymorphism with 
TNF-α, and CRP serum levels. the tnF-α and crp serum 
levels obtained in the septic patients and in the healthy indi-
viduals, distributed according the tnF nco1 polymorphism, 
are shown in table ii. the median serum tnF-α concentra-
tions were higher in both the septic patients and the blood 
donors with the homozygous genotype, tnFB2/B2, when 
compared to the other genotypes, tnFB1/B1 and tnFB1/B2. 
However, the differences were significant only for the blood 
donor values (Kruskal-Wallis test, p=0.9350 and p=0.0109, 
respectively). although the crp serum levels were also higher 
in the patients with the TNFB2/B2 genotype, no significant 
differences were obtained (Kruskal-Wallis test, p=0.6140). 
When the tnF-α and crp serum values were evaluated 
according to the frequency of the tnFB1 and tnFB2 alleles, 
no significant differences were also observed (Table III). 

Association of TNF-β Nco1 genetic polymorphism with the 
APACHE II and SOFA scores, and mortality. the severity 
of illness scores and the mortality rate of sepsis distributed 
according to the tnF-β nco1 alleles are shown in table iii. 

the apachE ii scores ranged from 16 to 30 (median, 21) 
in the patients with the tnFB1/B1 genotype, from 8 to 37 
(median, 26.5) in the tnFB1/B2 genotype, and from 12 to 41 
(median, 22) in the tnFB2/B2 genotype. the SOFa scores 
ranged from 4 to 18 (median, 11) in the patients with the 
tnFB1/B1 genotype, from 1 to 16 (median, 9) in the tnFB1/
B2 genotype, and from 2 to 17 (median, 8) in the tnFB2/B2 
genotype. although the apachE scores were higher among 
the patients that presented the heterozygous and homozygous 
genotypes for the tBFB2 allele when compared to those that 
had the homozygous tnFB1 genotype, the difference was 
not significant. Both the APACHE II and SOFA scores did 
not differ among the tnF-β nco1 genotypes (Kruskal-Wallis 
test, p=0.7461 and p=0.9147, respectively). When these scores 
were evaluated according to the frequency of the tnFB1 and 
TNFB2 alleles, no significant differences were also observed 
(mann-Whitney test, p=0.6989 and p=0.7373, respectively). 
although the frequency of the tnFB2 allele was higher 
among the septic non-survivors compared to the survivors, 
the mortality rate of sepsis did not differ with respect to the 
tnF-β nco1 alleles (χ2 test=0.7477, p=0.3872). 

Discussion

Sepsis is a complex disease that arises because of the interac-
tion of a person's genotypes with environmental influences 
and most of the evaluation regarding the role of different 

table ii. distribution of the tumor necrosis factor β (tnF-β) and c reactive protein serum levels in septic patients and healthy 
blood donors from the Brazilian population, according to the tnF-β genetic polymorphism.

 tnF-β genotype
 ------------------------------------------------------------------------------------------------------------------------------------------------------
Group tnFB1/B1 tnFB1/B2 tnFB2/B2

patients (n) 7 20 33
tnF-α (pg/ml)a

  range   2.0-51.2     2.0-232.6     2.0-342.9
  mean ± Sd 12.5±18.3 17.4±50.9 16.5±58.8
  median 4.3 4.4 5.0
c reactive protein (mg/l)b

  range    83.7-308.0     28.7-328.0     12.7-341.0
  mean ± Sd 165.0±73.2 136.9±88.2 159.2±88.2
  median 153.0 135.0 153.0

Blood donors (n) 21 75 52
tnF-α (pg/ml)c

  range     2.0-134.5 2.0-72.4  2.0-38.4
  mean ± Sd 12.0±28.7 6.1±10.7 5.9±5.9
  median 3.0 2.6 4.0
c reactive protein (mg/l)d

  range 0.3-6.1   0.2-10.4 0.2-9.8
  mean ± Sd 1.9±1.8 1.7±2.2 1.7±2.2
  median 1.0 0.8 0.8

tnFB1, allele with the restriction site of the nco1; nFB2, variant allele without the restriction site of the nco1; tnFB1/B1, genotype homozy-
gous for the allele tnFB1; tnFB1/B2, genotype heterozygous for the allele tnFB1; tnFB2/B2, genotype homozygous for the allele tnFB2; 
Sd, standard deviation; aKruskal-Wallis test, p=0.9350; bKruskal-Wallis test, p=0.6140; cKruskal-Wallis test, p=0.0109; dKruskal-Wallis test, 
p=0.2626.
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genotypes in sepsis is gene association studies (5,19). the 
demographic and clinical characteristics of the septic patients 
enrolled in this study were in accordance with other reports 
(11,20-22), such as the increased number of elderly and male 
patients. also, the main source of sepsis, the respiratory tract, 
followed by the abdominal, urinary tract and skin or soft 
tissue, were also in accordance with previous studies (21,23). 

the overall frequencies of the tnFB1 and tnFB2 alleles 
obtained were similar to previous studies carried out in 
populations from northern hemisphere countries (11,12). the 
present study found that the frequency of the tnFB2 allele 
was significantly higher among septic patients and that this 
allele possesses a significant association with the development 
of sepsis compared to the tnFB1 allele. 

although the small number of tnFB1 homozygous 
patients with sepsis enrolled in the present study makes the 
association less accurate, with lower Or compared to previous 
studies, the results obtained are in accordance with a certain 
study (11), where individuals with the homozygous genotype 
for the TNFB2 allele showed a significant risk for the devel-
opment of severe sepsis (Or=5.2, 95% ci 1.52-17.95) after 
adjustment for age and trauma severity. another study (12) 
confirmed that individuals with the homozygous genotype for 
the tnFB2 allele presented a high risk for sepsis (Or=11.0, 
95% ci 1.7-66.7) when compared to heterozygous individuals. 

the Or values found in the previous reports, caused by the 
higher frequency of the homozygosity for the tnFB2 allele 
compared to the frequency obtained in the present study, can 

be explained by the same factors, including the difference in 
the methods that were used to analyse the rFpl products. 
While the previous studies used agarose gel electrophoresis 
to evaluate the fragments obtained after the nco1 digestion, 
in the present study, we used acrylamide gel electrophoresis, 
which presents an increased sensitivity in differentiating 
samples with inconclusive results obtained using agarose 
gels, and can facilitate the analysis of fragments with 192 bp. 
the higher frequency of the heterozygous genotype obtained 
could also be explained by the heterogeneous ethnic structure 
of the Brazilian population, that has been formed by the 
Southern and mediterranean Europeans (portuguese, italian 
and middle Eastern populations), asians, arabians, africans 
and native amerindians since the 16th century (22). 

as expected, all the patients presented increased crp 
serum levels, higher than the discriminatory values of 50 mg/l 
suggested for patients in intensive care (25,26), confirming the 
usefulness of this biomarker of systemic inflammation in iden-
tifying patients with sepsis. the crp and tnF-α serum levels 
from all the individuals evaluated showed that the wide range 
in their values could result from the different microorganisms 
that were isolated from the septic patients (data not shown) 
and the genetic heterogeneity of the inflammatory response 
(4). in addition to environmental factors that trigger cytokine 
secretion (27), in vitro studies have identified that individuals 
can demonstrate consistent differences in leukocyte cytokine 
secretion (28) and that these differences are probably geneti-
cally pre-determined (27). 

table iii. tumor necrosis factor β (tnF-β) and c reactive protein (crp) serum levels, and the apachE ii and SOFa scores 
obtained in septic patients from the Brazilian population, according to the tnF-β gene alleles.

immunological and clinical biomarkers tnFB1 allelef (n=27) tnFB2 alleleg (n=33) p-value

tnF-α serum levels (pg/ml)   0.7188a

  range      2.0-232.6       2.0-342.9
  mean ± Sd   16.1±44.4   16.5±58.8
  median 4.3 5.0
crp serum levels (mg/l)   0.5622b

  range    28.7-328.0     12.7-341.0
  mean ± Sd 144.2±84.1 159.2±88.2
  median 137.0 153.0
apachE ii   0.6989c

  range    8.0-37.0   12.0-41.0
  mean ± Sd 24.0±8.2 23.7±7.9
  median 25.0 22.0
SOFa   0.7373d

  range    1.0-18.0     2.0-17.0
  mean ± Sd  9.1±4.3   8.6±4.0
  median 9.0 8.0
Survivors (%)   7 (25.9) 12 (36.4) 0.3872e

non-survivors (%) 20 (74.1) 21 (63.6)

tnFB1, allele with the restriction site of the nco1; tnFB2, variant allele without the restriction site of the nco1; Sd, standard deviation; 
apachE, acute physiology and chronic health Evaluation ii; SOFa, Sequential Organ Failure assessment; amann-Whitney test, 0.1296, 
p=0.7188; bmann-Whitney test, 0.3359, p=0.5622; cmann-Whitney test, 0.1496, p=0.6989; dmann-Whitney test, 0.1125, p=0.7373; eχ2 test, 
0.7477, p=0.3872; fheterozygous and homozygous for the tnFB1 allele; ghomozygous for the tnFB2 allele.
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inter-individual variability in the crp serum levels has 
also been described in previous studies (29,30). a certain 
study demonstrated that 2.9% of the total variation in circu-
lating crp levels could be explained by two haplotypes among 
eight Snps, genotypes of the crp gene (31), conferring the 
different secretion of this phase acute protein. moreover, the 
precise location of the genetic elements controlling the tnF-α 
response remains unclear (12). the production and response 
of tnF-α are partly regulated at the transcription level and 
the role of many Snps in the promoter region of tnF-α and 
in the tnF-β gene in the determination of the inflammatory 
disease susceptibility or as a marker of severity has been the 
subject of certain studies (9,10). regarding the tnF-β poly-
morphism, the tnFB2 allele has been found to be a stronger 
transcriptional activator than the tnFB1 allele, resulting in 
higher tnF-α level. 

the tnF-α and tnF-β genes are tightly linked and only 
1,240 bases separate the polyadenylation site of tnF-β and 
the transcription start site of tnF-α (32). considering that 
the tnF-α and tnF-β genes are in the same transcriptional 
orientation, and that the tnF-α promoter is located in the 
conserved non-conding sequences within the intergenic 
regions of these two genes, a mechanism for the specific 
and efficient transcription of the TNF-α gene has been 
described (33). the intrachromosomal interactions formed 
by the tnF-α gene promoter and two distal enhancers could 
promote the formation of a simple loop that brings the 5' 
promoter and 3' termination sequence of a single active gene 
into close proximity. 

the tnF-α serum levels are increased in patients with 
septic shock and are correlated with clinical outcome (10). 
however, because of its short half-life (34), the value of tnF-α 
as a marker of susceptibility or severity for sepsis is limited. 

the present study enrolling Brazilian individuals found an 
association between the tnFB2 allele and the occurrence of 
sepsis, but failed to demonstrate a significant association in 
baseline tnF-α serum levels between the tnFB2 and tnFB1 
carriers. this apparent discrepancy could be explained by 
certain factors. Firstly, the delay between the beginning of 
sepsis and septic shock and the timing of the blood sample 
collection. animal and human studies have previously shown 
that the peak of serum tnF-α production occurs during the 
first hour after the infectious stimulus. Evaluating serial blood 
samples, it has been demonstrated that the peak of tnF-α at 
the first day of sepsis was 58 pg/ml, and this progressively 
decreased to 27 pg/ml 3 days later (35). probably, the best time 
to evaluate the intravascular secretion of tnF-α was missed in 
the present study. Secondly, the serum levels of tnF-α do not 
represent the concentration of this cytokine locally produced 
at the site of infection (36-38). thirdly, the detectable serum 
levels of tnF-α do not take into account the membrane-bound 
form of tnF-α, which is up-regulated in many cells, including 
endothelial cells and leukocytes of patients with multiple 
organ failure (39). Fourthly, the nature of the microorganism 
and primary sites of infection can influence the kinetics and 
the extent of serum tnF-α levels, making these data difficult 
to compare to previous studies (40,41). 

a study on tnF-α and il-1β cytokines that are synthesized 
at the beginning of the inflammatory cascade has rendered 
different results. A significantly increased serum level of 

tnF-α and il-1β has been demonstrated in newborns with 
sepsis (42). however, the results of different published studies 
are contradictory. certain studies found the diagnostic value 
of tnF-α (43,44), while others demonstrated similar or even 
lower levels in infected compared to healthy newborns (45,46). 

discrepancies in results among studies can also be 
explained by the variation in laboratory methods in performing 
the analysis, the time of the sample collection or the control 
population selected (47). Other factors can also account for 
the discrepant results presented by different studies. Besides 
the relative small study population in the present and previous 
studies on the relation of tnF locus polymorphisms to sepsis 
susceptibility or mortality, differences in the distribution of 
hla class ii alleles based on ethnic distribution of the study 
populations can also influence the results. In the present 
study, the heterogeneity of the septic patient population was 
presented in certain characteristics, such as age, the different 
primary site of infection, the microorganisms isolated from 
their biological samples and the severity of the disease. the 
stimulus required to develop sepsis could be determined 
genetically, but couldd be modified by other factors, such as 
pathogen virulence and comorbid illnesses. 

previous studies have reported that the tnF-β nco1 poly-
morphism was associated with mortality (10,20). a certain 
study (48) demonstrated that patients with the heterozygous 
tnFB1/B2 genotype had a 1.6-fold higher relative risk 
for developing post-operative infectious complications. if 
patients with the homozygous tnFB2 genotype developed 
a complication, they had a 1.5-fold higher risk for severe 
complications, and the patients with post-operative sepsis who 
were homozygous for the TNFB2 genotype had significantly 
elevated mortality. 

in the present study, although patients with the tnFB2 
allele were more frequent among those who developed septic 
shock, and this suggests a genetic predisposition for sepsis 
severity, the similar frequencies of the tnFB2 allele that were 
observed in the patients with severe sepsis and septic shock, 
and in the survivors and non-survivors are in accordance with 
previous studies (20,49). this result is consistent with the 
hypothesis that the tnFB2 allele cannot by itself be responsible 
for the difference in the severity of the disease. in caucasian 
adult septic shock patients, the timing of adequate antibiotic 
therapy was a greater determinant and independent predictor 
of mortality than the tnF-α-308 promoter, the tnF-β nco1 
and the il-10-1082 promoter polymorphisms (49). 

Other SNPs in the genes involved in the inflammatory and 
anti-inflammatory response could act in synergism with the 
tnF-β nco1 polymorphism contributing to the imbalance of 
the immune response and, consequently, to the occurrence 
and/or outcome of sepsis, including the il-1β (50,51), il-1ra 
(51,52), il-6 (53), tlr4 +896 and tnF-α-308 (54), and il-10 
polymorphisms (50). after adjustment for age, ethnicity, 
gender, burn size and inhalation injury, variant alleles at 
tnF-α 308A, TLR4, IL-6 and CD14 were significantly asso-
ciated with an increased risk for severe sepsis (54).

the cross-sectional approach that was used in this study 
could not definitively address whether the TNF-β nco1 poly-
morphism can influence the severity of sepsis. This preliminary 
study should be extended to a prospective longitudinal study 
enrolling a great number of patients in order to contribute to 
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the better comprehension of the role of the tnF-β genotypes 
in the development of sepsis. the possibility of identifying a 
genetic biomarker that can be used to detect patients with a 
high risk of sepsis and septic shock early in the disease course 
could influence the treatment of the disease. These high risk 
patients could benefit with early and aggressive therapeutic 
strategies that consider the individual genotype, including 
intervention anti-tnF therapies. 

Acknowledgements

this study was supported by grants from the coordination 
for the improvement of higher level or Education personnel 
(capES) of Brazilian ministry of Education; the institutional 
Program for Scientific Initiation Scholarship (PIBIC) of the 
National Council for Scientific and Technological Development 
(cnpq), and the State university of londrina (prOppG). 

References

  1. angus dc, linde-Zwirble Wt, lidicker J, clermont G, 
carcillo J and pinsky mr: Epidemiology of severe sepsis in the 
united States: analysis of incidence, outcome, and associated 
costs of care. crit care med 29: 1303-1310, 2001.

  2. Brun-Buisson c, doyon F, carlet J, et al: incidence, risk factors, 
and outcome of severe sepsis study in intensive care units. a 
multicenter prospective study in intensive care units. Jama 274: 
968-974, 1995.

  3. levy mm, Fink mp, marshall Jc, et al: 2001 Sccm/ESicm/
ACCP/ATS/SIS International Sepsis Definitions Conference. 
crit care med 31: 1250-1256, 2003. 

  4. Waterer GW and Wunderink rG: Science review: genetic vari-
ability in the systematic inflammatory response. Crit Care 7: 
308-314, 2003.

  5. Sorensen ti, nielsenm GG, andersen pK and teasdale tW: 
Genetic and environmental influences on premature death in 
adult adoptees. n Engl J med 318: 727-732, 1988.

  6. Eigler a, Sinha B, hartmann G and Endres S: taming tnF: 
strategies to restrain this proinflammatory cytokine. Immunology 
today 18: 487-492, 1997. 

  7. Zhang d-l, li J-S, Jiang Z-W, yu B-J, tang x-m and 
Zheng h-m: association of two polymorphism of tumor necrosis 
factor gene with acute biliary pancreatitis. World J Gastroenterol 
9: 824-828, 2003. 

  8. holmes cl, russell Ja and Walley Kr: Genetic polymorphisms 
in sepse and septic shock-role in prognosis and potencial for 
therapy. chest 124: 1103-1115, 2003.

  9. messer G, Spengler u, Jung mc, et al: polymorphic structure 
of the tumor necrosis factor (tnF) locus: an nco1 polymor-
phism in the first intron of the human TNF-beta gene correlates 
with a variant amino acid in position 26 and a reduced level of 
tnF-beta production. J Exp med 173: 209-219, 1991. 

10. Stuber F, petersen m, Bokelmann F and Schade u: a genomic 
polymorphism within the tumor necrosis factor locus influences 
plasma tumor necrosis factor-α concentrations and outcome of 
patients with severe sepsis. crit care med 24: 381-384, 1996. 

11. majetschak m, Flohé S, Obertacke u, et al: relation of a tnF 
gene polymorphism to severe sepsis in trauma patients. ann 
Surg 203: 207-214, 1999.

12. majetschak m, Obertacke u, Schade Fu, et al: tumor necrosis 
factor gene polymorphisms, leukocyte function, and sepsis 
susceptibility in blunt trauma patients. clin diagn lab immunol 
9: 1205-1211, 2002.

13. Knaus Wa, Zimmermann JE, Wagner dp, draper Ea and 
laurence dE: apachE – acute physiology and chronic health 
evaluation: a physiologically based classification system. Crit 
care med 9: 591-597, 1981. 

14. Ferreira Fl, Bota dp, Bross a, mélt c and vincent Jl: Serial 
evaluation of the SOFa score to predict outcome in critically ill 
patients. Jama 286: 1754-1758, 2001. 

15. miller aS, dykes dd and polesky hS: a simple salting out 
procedure for extraction dna from human nucleated cells. 
nucleic acid res 16: 1215-1219, 1988. 

16. reiche Emv, Bonametti am, Watanabe maE, et al: Socio-
demographic and epidemiological characteristics associated 
with human immunodeficiency virus type 1 (HIV-1) infection 
in hiv-1-exposed but uninfected individuals, and in hiv-1-
infected patients from a southern Brazilian population. rev inst 
med trop Sao paulo 47: 239-246, 2005. 

17. dean aG, dean Ja, coulombier d, Brendel Ka, Smith dc and 
Burton h: Epi info, version 6: a Word-processing database, 
and Statistics program for public health on iBm-compatible 
microcomputers. centers for disease control and prevention, 
atlanta, Ga, uSa, 1995. 

18. SaS institute inc.: SaS/Stat user's Guide, version 6. Fourth 
Edition. SaS institute inc, cary, nc, 1989. 

19. Sutherland am and russell Ja: issues with polymorphism 
analysis in sepsis. clin infect dis 41: S396-S402, 2005.

20. Waterer GW, Quasney mW, cantor rm, et al: Septic shock 
and respiratory failure in community-acquired pneumonia have 
different tnF polymorphism associations. am J respir crit 
care med 163: 1599-1604, 2001. 

21. degoricija v, Sharma m, legac a, Gradiser m, Sefer S and 
vucicevic Z: Survival analysis of 314 episodes of sepsis in 
medical intensive care unit in university hospital: impact of 
intensive care unit performance and antimicrobial therapy. croat 
med J 47: 385-397, 2006. 

22. Brun-Buisson c, meshaka p, pinton p and vallet B; EpiSEpSiS 
Study Group: EpiSEpSiS: a reappraisal of the epidemiology and 
outcome of severe sepsis in French intensive care units. intensive 
care med 30: 580-588, 2004. 

23. Esteban a, Frutos-vivar F, Ferguson nd, et al: Sepsis incidence 
and outcome: contrasting the intensive care unit with the hospital 
ward. crit care med 35: 1284-1289, 2007. 

24. mikawa ay, tagliavini Sa and costa pi: ccr5 genotype and 
plasma β-chemokine concentration of Brazilian hiv-infected 
individuals. Braz J med Biol res 35: 1333-1337, 2002. 

25. ribeiro ma: levels of c-reactive protein in serum samples from 
healthy children and adults in São paulo, Brazil. Braz J med Biol 
res 30: 1055-1059, 1997.

26. povoa p, almeida E, moreira p, et al: c-reactive protein as an 
indicator of sepsis. intensive care med 24: 1052-1056, 1998.

27. Westendorp rGJ, langermans Jam, huizinga tWJ, verweij cl 
and Sturk A: Genetic influence on cytokine production and fatal 
meningococcal disease. lancet 349: 170-173, 1997. 

28. van der linden mW, huizinga tW, Stoeken dJ, Sturk a and 
Westerndorp rG: determination of tumor necrosis factor-alpha 
and interleukin-10 production in a whole blood stimulation 
system: assessment of laboratory error and individual variation. 
J immunol methods 218: 63-71, 1998. 

29. yan m, Zhao l, Zheng F, Sun x, Zhang y and Wang c: the 
relationship between gene polymorphism and crp level in a 
chinese han population. Biochem Genet 45: 1-9, 2007. 

30. danik JS and ridker pm: Genetic determinants of c-reactive 
protein. curr atheroscler rep 9: 195-203, 2007. 

31. martinez-calatrava mJ, González-Sanches Jl, 
martinez-larrad mt, pérez-Barba m and Serrano-ríos m: 
common haplotypes of the c-reactive protein gene and circu-
lating leptin levels influence the interindividual variability in 
serum c-reactive protein levels. the Segovia study. thromb 
haemost 98: 1088-1095, 2007. 

32. posch pE, cruz i, Bradshaw d and medhekar Ba: novel poly-
morphisms and the definition of promoter alleles of the tumor 
necrosis factor and lymphotoxin α loci: inclusion in hla haplo-
types. Genes and immunity 4: 547-558, 2003.

33. tsytsykova av, rajsbaum r, Falvo Jv, ligeiro F, neely Sr 
and Goldfeld aE: activation-dependent intrachromosomal 
interactions formed by the tnF gene promoter and two distal 
enhancers. pnaS 23: 16850-16855, 2007.

34. Kaufmann p, tilz Gp, lueger a and demel u: Elevated plasma 
levels of soluble tumor necrosis factor receptor (sTNFp60) reflect 
severity of acute pancreatitis. intensive care med 23: 841-848, 
2007. 

35. dhainaut JF, vincent Jl, richard c, et al: cdp571, a humanized 
antibody to human tumor necrosis factor-alpha: safety, pharma-
cokinetics, immune response, and influence of the antibody on 
cytokine concentrations in patients with septic shock. cpd571 
Sepsis Study Group. crit care med 23: 1461-1469, 1995

36. aggarval BB and natarajan K: tumor necrosis factors: develop-
ments during the last decade. Eur cytokine netw 7: 93-124, 1996. 



dElOnGui et al:  tnF-β GEnEtic pOlymOrphiSm and SEpSiS356

37. Keel m, Ercknauer E, Stocker r, et al: different pattern of local 
and systemic release of proinflammatory and anti-inflammatory 
mediators in severely injured patients with chest trauma. J 
trauma 40: 907-912, 1996. 

38. andrejko Km and deutschman cS: acute-phase gene expres-
sion correlates with intrahepatic tumor necrosis factor alpha 
abundance but not with plasma tumor necrosis factor concentra-
tions during sepsis/systemic inflammatory response syndrome in 
the rat. crit care med 24: 1947-1952, 1996. 

39. pellegrini Jd, puyana Jc, lapchak ph, Kodys K and 
millergraziano cl: a membrane tnF-alpha/tnFr ratio corre-
lates to mOdS score and mortality. Shock 6: 389-396, 1996. 

40. Bagby GJ, plessala Kl, Wilson la, thompson JJ and nelson S: 
Divergent efficiency of antibody to tumor necrosis factor-α 
intravascular and peritonitis model of sepsis. J infect dis 163: 
83-88, 1991. 

41. Wakabayashi G, Gelfand Ja, Jung WK, connoly rJ, Burke JF 
and dinarello ca: Staphylococcus epidermidis induces comple-
ment activation, tumor necrosis factor and interleukin-1, a 
shock-like state and tissue injury in rabbits without endotoxemia: 
comparison to Escherichia coli. J clin invest 87: 1925-1935, 
1991.

42. Kurt an, aygun ad, Godekmerdn a, Kurt a, dogan y 
and Yilmaz E: Serum IL-1β, IL-6, IL-8, and TNF-α levels in 
early diagnosis and management of neonatal sepsis. mediators 
Inflamm 31397, 2007. Doi:10.1155/2007/31379.

43. Bont ES, martens a, van raan J, Samson G, Fetter Wp, Okken a 
and de leij lh: tumor necrosis factor-α, interleukin-β, and 
interleukin-6 plasma levels in neonatal sepsis. pediatr res 33: 
380-383, 1993.

44. Ozdemir a, Oygur n, Gultekin m, coskun m and yegin O: 
neonatal tumor necrosis factor, interleukin-1α, interleukin-1β, 
and interleukin-6 response to infection. am J perinatol 11: 
282-285, 1994.

45. miller lc, isa S, lopreste G, Schaller JG and dinarello ca: 
neonatal interleukin-1β, interleukin-6, and tumor necrosis 
factor: cord blood levels and cellular production. J pediatr 117: 
961-965, 1990.

46. Edgar Jdm, Wilson dc and mcmillan Sa: predictive value of 
soluble immunological mediators in neonatal infection. clin Sci 
87: 165-171, 1994.

47. Santana reyes c, García-muñoz F, reyes d, González G, 
dominguez c and domenech E: role of cytokines (interleukin-
1beta, 6, 8, tumour necrosis factor-alpha, and soluble receptor of 
interleukin-2) and c-reactive protein in the diagnosis of neonatal 
sepsis. acta paediatr 92: 221-227, 2003. 

48. Kahlke v, Schafmayer c, Schniewind B, Seegert d, Schreiber S 
and Schröder J: are postoperative complications genetically 
determined by tnF-β ncoi gene polymorphism? Surgery 135: 
365-373, 2004. 

49. Garnacho-montero J, aldabo-pallas t, Garnacho-montero c, 
cayuela a, Jiménez r, Barroso S and Ortiz-leyba c: timing of 
adequate antibiotic therapy is a greater determinant of outcome 
that are tnF and il-10 polymorphisms in patients with sepsis. 
crit care 10: r111, 2006. 

50. turner dm, Williams dm, Sankaran d, lazarus m, Sinnott pJ 
and hutchinson iv: an investigation of polymorphism in the 
interleukin-10 gene promoter. Eur J immunogenet 24: 1-8, 1997. 

51. Fang xm, Schroder S, hoeft a and Stuber F: comparison of two 
polymorphisms of the interleukin-1 gene family: interleukin-1 
receptor antagonist polymorphism contributes to susceptibility 
to severe sepsis. crit care med 27: 1330-1334, 1999.

52. danis va, millington m, hyland vJ and Grennan d: cytokine 
production by normal human monocytes: inter-subject variation 
and relationship to an il-1 receptor antagonist (il-1ra) gene 
polymorphism. clin Exp immunol 99: 303-310, 1995. 

53. Fishman d, Faulds G, Jeffery r, mohamed-ali v, yudkin JS, 
humphries S and Woo p: the effect of novel polymorphism in 
the interleukin-6 (il-6) gene on il-6 transcription and plasma 
il-6 levels, and as association with systemic-onset juveline 
chronic arthritis. J clin invest 102: 1369-1376, 1998. 

54. Barber rF, chang ly, arnoldo Bd, purdue GF, hunt Jl, 
horton JW and aragaki cc: innate immunity Snps are associ-
ated with risk for severe sepsis after burn injury. clin med res 
4: 250-255, 2006.


