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Abstract
Introduction: Genetic polymorphisms have been reported to act as modifiers of diverse diseases and, as
such, might theoretically influence the severity and
response to treatment of apical periodontitis. The purpose
of this study was to investigate the association of Fcg
receptor and interleukin (IL)-1 gene polymorphisms with
post-treatment apical periodontitis in Brazilian individuals.
Methods: The study population consisted of 18 patients
with post-treatment apical periodontitis and 44 individuals with root canal–treated teeth exhibiting healthy/healing periradicular tissues (controls). Patients were typed for
the following genes (alleles): FcgRIIA (R131 or H131),
FcgRIIIB (NA1 or NA2), IL-1A (1 or 2), and IL-1B (1 or 2).
Results: No significant statistical differences were
observed for all specific genotypes and almost all allele
carriage rates of the test genes as well as combinations
thereof with regard to association with disease (P >
.05). Actually, only 2 genetic conditions were found to
be associated with post-treatment apical periodontitis:
carriage of allele H131 of the FcgRIIa gene (P = .04)
and a combination of this allele with allele NA2 of the
FcgRIIIb gene (P < .01). Conclusions: Data from the
present study suggest that some conditions associated
with polymorphism of Fcg receptor genes might influence
the patient’s response to endodontic treatment of teeth
with apical periodontitis. (J Endod 2009;35:1186–1192)
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ost-treatment apical periodontitis is caused by microorganisms involved in persistent or secondary intraradicular infections or in extraradicular infections (1).
Although it is widely recognized that emergence or persistence of post-treatment disease
is dependent on infection (2), the possibility exists that other factors might influence the
development, severity, or response to treatment of apical periodontitis lesions. These
factors are usually known as disease modifiers or susceptibility/severity factors (3, 4).
Interindividual variations in the response to infection might be caused by systemic
conditions or the genetic background of the individual. For instance, diabetes has been
demonstrated to influence the development, course, and healing of apical periodontitis
(5, 6). As for the genetic influence, gene polymorphism has been demonstrated to result
in differences in the expression of molecules involved in inflammation and cellular activation (4). Existence of genetic polymorphisms might help explain the different courses
of the same disease and the different responses to treatment in different patients (7).
Genetic polymorphisms are recognized when different alleles of a gene are found in
the population. In a biallelic locus, the most common allele is termed normal (N-allele
or allele 1) and must occur in <99%, whereas the rarer allele (R-allele or allele 2) is
present in >1% in the population. The simplest type of polymorphism involves a change
from one nucleotide to another and is referred to as single nucleotide polymorphism
(SNP). Occurrence of SNP within the coding region of a gene might result in production
of an altered protein, which might present altered function. Occurrence of SNP within the
promoter region of the gene might alter gene regulation. This might lead to reduction/
inhibition of gene expression or, conversely, overexpression of the gene (8). If the
product of the polymorphic gene relates to inflammation or repair, the response might
vary among individuals presenting different genotypes and carrying specific alleles.
FcgR are surface receptors expressed by leukocytes for the constant (Fc) region
of immunoglobulin G (IgG) (9). IgG binds bacteria or bacterial soluble products and
acts as opsonins, favoring the phagocytosis via FcgR by neutrophils or internalization by
antigen-presenting cells, including macrophages and B cells. T cells and natural killer
cells might also become activated when their FcgRs bind IgG-opsonized bacteria (9).
As a consequence of the interaction between IgG-opsonized bacteria and FcgRs on
immune cells, proinflammatory cytokines can be produced and released (9). Polymorphisms in the FcgR genes might lead to enhancement or inhibition of events mediated
by FcgR and consequently might influence the susceptibility/severity to inflammatory
diseases. The FcgR genes are found on chromosome 1 and encode 3 main classes
of receptors: FcgRI (CD64), FcgRII (CD32), and FcgRIII (CD16). These classes
are subdivided into the following subclasses: FcgRIa and b, FcgRIIa, b, and c, and
FcgRIIIa and b. Polymorphism in the FcgRIIa gene (or FcgRIIA) is characterized
by a G to A transition that leads to the substitution of histidine (H) (N-allele) for arginine
(R) (R-allele) at amino acid position 131 of the receptor. The FcgRIIA-H131 allotype
binds IgG2 immune complexes efficiently, whereas the FcgRIIA-R131 allotype cannot
mediate this interaction (10). The FcgRIIIb gene (or FcgRIIIB) polymorphism is
caused by 4 amino acid substitutions, which cause differences in receptor glycosylation
with resulting effects on receptor affinity. Polymorphism in the FcgRIIIb gene results in
the FcgRIIIB-neutrophil antigens NA1 (N-allele) or NA2 (R-allele). The FcgRIIIB-NA1
allotype promotes phagocytosis of IgG1- and IgG3-opsonized bacteria or bacterial
products and binds IgG3 complexed to antigens more efficiently than FcgRIIIB-NA2
(9). Studies have found associations between polymorphisms in FcgRIIA and FcgRIIIB
and the severity of periodontal diseases (11–15).
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IL-1a and IL-1b are key cytokines involved with mediation of
inflammation and bone resorption (7, 16). High levels of these cytokines have been demonstrated in apical periodontitis lesions, and
a role in the immunopathogenesis of the disease has been ascribed
(17–20). The genes encoding IL-1a and IL-1b (IL-1A and IL-1B,
respectively) are located in close proximity on the long arm of chromosome 2. A biallelic polymorphism of the IL-1B gene at position +3954
(C/T, formerly +3953) was found to result in production of greater
amounts of this cytokine by monocytes (21). Actually, homozygous
individuals for the allele 2 (T) and heterozygous individuals (alleles
1 and 2) might produce, respectively, 4-fold and about 2-fold more
IL-1b than individuals homozygous for allele 1 (C) (21). It has also
been shown that the carriage of allele 2 of IL-1A –889 was associated
with an almost 4-fold increase in the levels of this cytokine (22). Kornman et al (23) were the first to report on the role of IL-1 polymorphisms
as a severity factor of marginal periodontitis. The combined presence of
the R-allele of IL-1A at position –889 (within the promoter region) and
the R-allele of IL-1B at position +3954 (within exon 5) was associated
with severity of periodontitis in nonsmoking white patients (23). This
combined carriage rate of the R-alleles of both IL-1A and IL-1B was
designated the IL-1 composite genotype (23). Other investigators
have reported similar findings in cross-sectional studies (24–26).
Apical periodontitis is primarily caused by bacteria, but potential
disease modifiers, such as diabetes, acquired factors, and certain
genetic polymorphisms, might alter the host defense to infection. So
far in endodontic research, only one study has evaluated the influence
of genetic polymorphism on the development of symptomatic infections
(27), and a series of abstracts have been published on the association of
SNP in some cytokine genes with treatment outcome (28–30). Given the
scarcity of data reporting on the association of gene polymorphisms
with endodontic inflammatory diseases, this study investigated the relationship between FcgRIIA, FcgRIIIB, IL-1A, and IL-1B genotypes and
allele carriage rates and the occurrence of post-treatment disease in
a Brazilian population.

Material and Methods
Individuals and Inclusion Criteria
The protocol for this study was approved by the Ethics Committee
of the Estácio de Sá University. The population sample that met the inclusion criteria described below involved 62 adult individuals, 37 female
and 25 male, from the cities of Rio de Janeiro, RJ, and Juiz de Fora,
MG, both in the southeastern region of Brazil. A questionnaire was given
to all individuals participating in the study to obtain information
regarding their general health and habits.
Treatment outcome was determined on the basis of radiographic
and clinical evaluations. Immediate postoperative radiographs at the
time of treatment available in the Dental School records and followup radiographs of treated teeth were taken by using film holders, and
treatment outcome was categorized as previously reported (31):
(1) Healed: Contour and width of the periodontal ligament space
(PDL) were normal, or PDL contour was widened mainly around
excess filling. Appearance of surrounding bone was normal.
(2) Healing: Periradicular radiolucency was clearly decreasing in size.
These teeth were included in controls, because a significant level of
healing was observed. Cases with uncertain healing were excluded.
(3) Not healed: Periradicular radiolucency was unchanged or
increased in size.
In teeth with more than 1 root, the least favorable outcome was
registered. Two experienced endodontists who had not been involved
in the treatment or follow-up appointments analyzed independently
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the radiographs under magnification. In the only 2 cases in which
disagreement occurred, a third observer was consulted. Observers
were calibrated against a set of 100 reference teeth. Clinical examination
was also performed to check for other signs/symptoms of treatment
failure, ie, pain, swelling, or sinus tracts.
Rigid inclusion criteria were used to select patients adequate for
the study purpose. To be enrolled, each individual should have only
1 root canal–treated tooth or more than 1 treated teeth with the very
same periradicular status at the follow-up examination (ie, healthy/
healing or diseased). All individuals should have presented with pulp
necrosis and apical periodontitis at the time of treatment, which in
turn should have been concluded for at least 1 year. Treated teeth
should have both adequate root canal fillings and adequate coronal
restorations. Root canal treatment was ranked as adequate when all
canals were obturated, no voids were present, and fillings ended
from 0–2 mm short of the radiographic apex. A coronal restoration
was ranked as adequate when it appeared clinically and radiographically intact. Inadequate root canal treatment displayed fillings ending
more than 2 mm short of the radiographic apex or grossly overfilled
and/or with voids, inadequate density, unfilled canals, or poor condensation. Inadequate restoration was any permanent restoration with
detectable radiographic signs of overhangs, open margins or recurrent
caries, or presence of temporary coronal restoration. Teeth with inadequate treatment and/or inadequate coronal restoration were excluded
from the study. Teeth with no coronal restorations, permanent or
temporary, were also excluded. Because these rigid inclusion criteria
significantly reduced the number of patients for the post-treatment
group, individuals were recruited from 4 teaching institutions. All of
them were treated either by graduate students or by specialists.
Following these inclusion criteria, the group of post-treatment
disease was composed of 18 patients, whereas 44 individuals with
root canal–treated teeth evincing healthy/healing periradicular tissues
were included as controls.

Sample Taking and DNA Extraction
Sampling and DNA extraction procedures were performed according to Laine et al (32). Briefly, each individual rinsed out his/her mouth
with 10 mL of sterile 0.9% saline solution for 1 minute. Samples were
stored frozen at –20 C until DNA extraction procedures. For DNA
extraction, samples were thawed at 37 C for 10 minutes, and buccal
epithelial cells were centrifuged at 300g for 10 minutes. The pellet
was washed twice in Tris–ethylenediaminetetraacetic acid (EDTA)
buffer (10 mmol/L Tris-HCl, 1 mmol/L EDTA, pH 7.6), resuspended
in 100 mL of 50 mmol/L NaOH, and boiled for 10 minutes. Samples
were neutralized with 14 mL of 1 mol/L Tris (pH 7.5) and centrifuged
at 14,000g for 3 minutes. Supernatants were collected and stored at
–20 C until analysis.
FcgRIIA Genotyping
FcgRIIA–R131/H131 genotyping was performed as described
elsewhere (14, 33). Aliquots of 10 mL of DNA extract was added to
50 mL polymerase chain reaction (PCR) mixture containing 5 mL of
10  PCR buffer (Fermentas, Burlington, Canada), 1 mmol/L each
of primer P63 (50 -CAA GCC TCT GGT CAA GGT C–30 ) and P52 (50 GAA GAG CTG CCC ATG CTG–30 ), 1 U Taq DNA polymerase (Fermentas), 25 mmol/L MgCl2, and 0.2 mmol/L of each deoxyribonucleoside
triphosphate (Biotools, Madrid, Spain). The first PCR conditions were
as follows: 1 cycle at 95 C/5 min, 55 C/5 min, and 72 C/5 min. This
was followed by 35 cycles at 95 C/1 min, 55 C/1 min, and 72 C/2 min,
ending with an extension step at 72 C/10 min. One microliter of the
first PCR product was subsequently reamplified by using a combination
Gene Polymorphism and Treatment Outcome
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of the common reverse primer P13 (50 -CTA GCA GCT CAC CAC TCC TC–
30 ) and the G-specific forward primer P5G (50 -GAA AAT CCC AGA AAT
TTT TCC G–30 ) or the A-specific forward primer P4A (50 -GAA AAT CCC
AGA AAT TTT TCC A–30 ), both of which are located at the polymorphic
site on exon 4. The reaction mixture was as above, and temperature
conditions for the second PCR were as follows: 95 C/5 min followed
by 30 cycles of 95 C/15 s, 60 C/30 s, and 72 C/30 s, with an extension
step at 72 C/10 min. PCR reactions yielded a 278 base pair (bp)
product for both FcgRIIA alleles. Thus, 2 separate PCR reactions
were performed for genotyping of each individual.

FcgRIIIB Genotyping
FcgRIIIB–NA1/NA2 genotyping was performed as described by
Haas et al (34). A common reverse primer (50 –ATG GAC TTC TAG
CTG CAC–30 ) was used in association with a NA1-specific forward
primer (50 -CAG TGG TTT CAC AAT GTG AA–30 ), yielding a 141-bp fragment, and a NA2-specific forward primer (50 -CAA TGG TAC AGC GTG
CTT–30 ), generating a 219-bp fragment. Because there was a substantial
difference in length between the NA1-specific and NA2-specific reaction
products, both alleles could be detected in the same duplex PCR reaction. The reaction mixture (50 mL) contained 10 mL of DNA extract, 5
mL of 10  PCR buffer (Fermentas), 0.6 mmol/L of the NA1 and NA2
primers, 1 mmol/L of the reverse primer, 1 U Taq DNA polymerase (Fermentas), 25 mmol/L MgCl2, and 0.2 mmol/L of each deoxyribonucleoside triphosphate (Biotools). PCR conditions were as follows: 94 C/3
min followed by 30 cycles of 94 C/1 min, 57 C/2 min, and 72 C/1
min, and a final extension step at 72 C/10 min.
IL-1A (–889) Genotyping
Primers used for IL-1A (–889) genotyping were IL-1Af (50 –AAG
CTT GTT CTA CCA CCT GAA CTA GGC-30 ) and IL-1Ar (50 –TTA CAT
ATG AGC CTT CCA TG-30 ) (23). PCR amplifications were performed in
50 mL of reaction mixture containing 5 mL of 10  PCR buffer (Fermentas), 0.8 mmol/L concentration of each primer, 1.25 U of Taq DNA polymerase (Fermentas), 2 mmol/L MgCl2, and 0.2 mmol/L of each
deoxyribonucleoside triphosphate (Biotools). Thermocycling conditions were as follows: 95 C/2 min followed by 45 cycles of 94 C/1
min, 50 C/1 min, 72 C/1 min, and final extension at 72 C/10 min.
To confirm amplification, 8 mL of each PCR product was electrophoresed on a 2% agarose gel in Tris-borate/EDTA buffer. Gels were stained
with ethidium bromide, and DNA was visualized under ultraviolet light.
PCR product was digested at 37 C with NcoI (New England Labs,
Ipswich, MA), and the restriction pattern was visualized by electrophoresis through a 4% agarose gel. NcoI digestion yields 2 fragments of 16
bp and 83 bp in subjects homozygous for allele 1 and a single fragment
of 99 bp in subjects homozygous for allele 2. All 3 fragments are present
in heterozygous individuals.
IL-1B (+3954) Genotyping
Primers used for IL-1B (+3954) genotyping were IL-1Bf (50 -CTC
AGG TGT CCT CGA AGA AAT CAA A–30 ) and IL-1Br (50 –GCT TTT TTG
CTG TGA GTC CCG–30 )(23). PCR amplifications were performed in
50 mL of reaction mixture containing 5 mL of 10  PCR buffer (Fermentas), 1 mmol/L concentration of each primer, 2 U of Taq DNA polymerase (Fermentas), 2.5 mmol/L MgCl2, and 0.2 mmol/L of each
deoxyribonucleoside triphosphate (Biotools). Thermocycling conditions were as follows: 2 cycles of 95 C/2 min, 67.5 C/1 min, and
74 C/1 min followed by 35 cycles of 95 C/1 min, 67.5 C/1 min, and
74 C/1 min. Afterwards, 3 cycles of 95 C/1 min, 67.5 C/1 mm,
and 74 C/5 min completed the profile. To confirm amplification,
8 mL of each PCR product was electrophoresed on a 2% agarose gel.
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PCR products were then digested with TaqI (New England Labs) at
65 C and visualized by electrophoresis through a 4% agarose gel. TaqI
digestion yields 2 fragments of 85 bp and 97 bp in subjects homozygous
for allele 1 and a single fragment of 182 bp in subjects homozygous for
allele 2. The 3 fragments are observed in heterozygous individuals.

PCR Controls
To ascertain the availability of human DNA for analysis, aliquots of
5 mL of the DNA extracts from clinical samples were subjected to PCR by
using primers directed to the T-cell receptor Va22 gene (V22f:50 -GAT
TCA GTG ACC CAG ATG GAA GGG–30 and V22r:50 -AGC ACA GAA GTA CAC
CGC TGA GTC–30 ), which amplify a fragment of 270 bp (35). PCR amplifications were performed in 50 mL of reaction mixture containing 5 mL
of 10  PCR buffer (Fermentas), 1 mmol/L concentration of each
primer, 1.25 U of Taq DNA polymerase (Fermentas), 3 mmol/L
MgCl2, and 0.2 mmol/L of each deoxyribonucleoside triphosphate (Biotools). PCR conditions included 94 C/5 min followed by 45 cycles of
94 C/45 s, 60 C/30 s, and 72 C/1.5 min, and a final extension step at
72 C/10 min.
One negative control consisting of sterile ultrapure water instead of
the sample was included for every 10 samples in all batches of samples
analyzed for each gene tested. To confirm the validity of the methods, 10
samples were genotyped twice for each target gene. The results were
identical. Samples exhibiting negative results after PCR were subjected
to reamplification. Samples yielding 3 consecutive negative PCR results
for a given gene were excluded from the respective analysis.

Statistical Analysis
The data concerning distributions for alleles and genotypes
between disease (treated teeth with apical periodontitis) and control
(healthy/healing treated teeth) groups were statistically analyzed by
means of the Pearson c2 test (3  2 contingency tables for specific
genotype frequencies and 2  2 contingency tables for allele frequencies) or the Fisher two-tailed exact test; the latter was used when at least
1 cell of the 2  2 contingency table had a value less than 5. Composite
IL-1 or FcgR genotypes were also evaluated as to the association with
disease. All possible combinations involving alleles and genotypes of
IL-1 or FcgR genes were evaluated. Associations of different characteristics of the study population with disease or different genetic patterns
were also evaluated by the c2 test or the Fisher exact test. Age was
checked for association with treatment outcome by means of the
Student t test. Significance level was set at P <.05.

Results
Study Population Characteristics
Table 1 depicts the characteristics of the study individuals and
their relationship with health or disease. Diabetes (4 individuals) was
the only systemic condition and smoking (10 individuals) the only
acquired habit reported by the patients that were judged to be potential
disease modifiers and were thereby included as covariates. Both factors
were significantly associated with disease, but none of them showed
a positive relationship with any genotype or allele carriage rate. Sex,
age, and race had no significant influence on treatment outcome.
Fcg Receptor Genotypes
The results of genotyping of the FcgRIIA and FcgRIIIB polymorphisms for the individuals with post-treatment apical periodontitis and
controls are displayed in Table 2. Overall, the most prevalent alleles in
the study population were FcgRIIA-H131 (51.6%) and FcgRIIIB-NA2
(84.5%). The genotypes H/H131 and NA2/NA2 were the most common
among the population, occurring in 39.3% and 77.6% of the
JOE — Volume 35, Number 9, September 2009
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TABLE 1. Characteristics of Study Subjects with Treated Root Canals Associated
or Not with Apical Periodontitis

Characteristic
Gender
Female
Male
Race
White
African-Brazilian
Systemic condition
Diabetic
Nondiabetic
Habits
Smoker
Nonsmoker
Age (y)#

Patients
with
disease
n (%)

Patients
with
no disease
n (%)

P
value

28 (75.7)
16 (64.0)

.479*

13 (27.7)
5 (33.3)

34 (72.3)
10 (66.7)

.924*

4 (100)
14 (24.1)

0 (0)
44 (75.9)

.005**

7 (70)
11 (21.2)
44.9 (14.1)

3 (30)
41 (78.4)
40.8 (18.4)

.004**
.394***

2

*c .
**Fisher exact test.
***Student t test for independent samples.
#
Mean ( standard deviation).

individuals, respectively. No significant associations were found
between any specific genotype of FcgRIIA (P = .12) or FcgRIIIB (P
= .31) and post-treatment disease. However, individuals carrying the
allele FcgRIIA-H131 (R/H131 or H/H131) were significantly more
frequent in the disease group (83%) than in the control group
(56%) (P = .04, Fisher exact test). Although frequencies for allele
FcgRIIIB-NA2 carriage were higher in patients (90.6%) than in
controls (82.1%), this difference was not significant (P = .4, Fisher
exact test). No other significant associations were found for carriage
of the other alleles from either FcgRIIA or FcgRIIIB (P > .05).
Table 3 presents the data on distribution of FcgRIIA and FCgRIIIB
genotype combinations in patients and controls. All possible genotype
combinations disclosed no significant association with disease
(P = .2). However, individuals carrying both allele H131 and allele
NA2 were highly associated with disease (87.5% of patients and 49%
of controls; P < .01).

IL-1 Genotypes
Table 4 presents the allele carriage rates and genotype frequencies
for IL-1A and IL-1B genes in individuals with post-treatment apical
TABLE 2. Distribution of FcgRIIA and FCgRIIIB Genotypes and Alleles in
Subjects with Treated Root Canals Associated or Not with Apical Periodontitis

Genotype

N

FcgRIIA
R/R
R/H
H/H
Allele
R131
H131
FCgRIIIB
NA1/NA1
NA1/NA2
NA2/NA2
Allele
NA1
NA2

18
3
6
9
36
12
24
16
0
3
13
32
3
29

%
16.7
33.3
50
33.3
66.7
0
18.8
81.3
9.4
90.6

Patients with
no disease
N
43
19
9
15
86
47
39
42
5
5
32
84
15
69
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%
44.2
20.9
34.9
54.7
45.3
11.9
11.9
76.2
17.9
82.1

Patients with
no disease

Patients with disease

9 (24.3)
9 (36.0)

Patients
with disease

TABLE 3. Distribution of FcgRIIA and FCgRIIIB Genotype Combinations in
Subjects with Treated Root Canals Associated or Not with Apical Periodontitis

NA1/NA1
NA1/NA2
NA2/NA2

61
22
15
24
122
59
63
58
5
8
45
116
18
98

R/H

H/H

R/R

R/H

H/H

0
0
2

0
1
5

0
2
6

3
3
13

2
0
7

0
2
11

periodontitis and healthy controls. The N-alleles (allele 1) for both genes
were the most frequent, ie, IL-1A-allele 1 was found in 69.3%, and
IL-1B-allele 1 was detected in 74.1% of the population. For both genes,
the carriage rate of allele 1 was always higher in diseased than
in healthy/healing individuals, but significance was not observed
(P = .71 for IL-1A; P = 1 for IL-1B, Fisher exact test).
The homozygous for allele 1 was the most frequently observed
genotype for both IL-1A (56.1%) and IL-1B (60.7%). No significant
associations were found between the different genotypes of IL-1A
(P = .36) or IL-1B (P = .33) and post-treatment apical periodontitis.
No possible genotype combinations of IL-1A and IL-1B exhibited significant association with disease (P = .43). Individuals presenting the
composite genotype comprising allele 2 of the IL-1A –889 polymorphism and allele 2 of the IL-1B +3954 polymorphism were not linked
to disease (P = .47) (Table 5).

Discussion
A myriad of genes are undoubtedly involved in host defenses
against infection, and a challenging task would be to define which
ones display specific variations that predispose to disease and/or influence disease severity and response to treatment. In the present study, we
evaluated gene polymorphisms that have been regarded as susceptibility/severity factors associated with several human diseases. Individuals with apparently well-treated root canals associated with
periradicular bone destruction (patients) or healthy/healing periradicular tissues (controls) were genotyped for Fcg receptor and IL-1 genes
in an attempt to verify the influence of polymorphisms in these host
defense–related genes on treatment outcome.
The most prevalent alleles detected in this Brazilian subpopulation
were FcgRIIA-H131 (51.6%), FcgRIIIB-NA2 (84.5%), and allele 1
TABLE 4. Distribution of IL-1A–889 and IL-1B + 3954 Genotypes and Alleles
in Subjects with Treated Root Canals Associated or Not with Apical
Periodontitis
Patients
with disease

Total
N

R/R

%
36.1
24.6
39.3
48.4
51.6
8.6
13.8
77.6
15.5
84.5

Genotype

N

IL-1A –889
1-1
1-2
2-2
Allele
1
2
IL-1B +3954
1-1
1-2
2-2
Allele
1
2

17
12
3
2
34
27
7
16
12
2
2
32
26
6

%
70.6
17.6
11.8
79.4
20.6
75
12.5
12.5
81.3
18.8

Patients with
no disease
N
40
20
12
8
80
52
28
40
22
13
5
80
57
23

%
50
30
20
65
35
55
32.5
12.5
71.3
28.8

Total
N
57
32
15
10
114
79
35
56
34
15
7
112
83
29

Gene Polymorphism and Treatment Outcome

%
56.1
26.3
17.5
69.3
30.7
60.7
26.8
12.5
74.1
25.9
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TABLE 5. Frequency of Composite IL-1A2/IL-1B2 Genotype in Patients with
Treated Root Canals Associated or Not with Apical Periodontitis
Patients
with disease

Patients with
no disease

Total

Genotype

N

%

N

%

N

%

Positive*
Negative**

2
13

13.3
86.7

10
26

27.8
72.2

12
39

23.5
76.5

*Carrying both alleles 2 of IL-1A and IL-1B.
**Not carrying both alleles 2 of IL-1A and IL-1B.

from both IL-1A (69.3%) and IL-1B (74.1%). This is in agreement with
reports for other populations (14, 35–38), although prevalence values
and most frequent genotypes might vary significantly according to
geographic location (3). Indeed, the prevalence of Fcg receptor and
IL-1 genotypes might vary significantly among individuals from different
ethnic backgrounds, which makes comparisons among studies very
difficult. Curiously, the homozygous for these alleles were also the
most frequent genotypes in the overall population. This was also true
when individuals were separated into patients (diseased) and controls
(healthy/healing), except for the fact that homozygous for the genotype
FcgRIIA-R131 were more prevalent in controls.
Regardless of the target gene polymorphism, none of the 3 specific
genotypes (homozygous for the N-allele or the R-allele and heterozygous) were associated with post-treatment disease. In fact, only 2 situations were found to be associated with post-treatment apical
periodontitis: carriage of the allele H131 of the FcgRIIa gene and
a composite genotype consisting of FcgRIIA-H131 and FcgRIIIB-NA2.
Antibodies play an important role in promoting bacterial elimination, which involves specific binding on the bacterial cell surface
through the antibody Fab portion and then binding to surface receptors
on phagocytes through the antibody Fc portion. How well the antibody
binds to bacteria and receptors on phagocytes will determine its efficacy
and the resulting host response to infection (39). A number of studies
have associated polymorphisms in Fcg receptor genes with a variety of
inflammatory and infectious diseases, such as meningococcal and
pneumococcal infections, rheumatoid arthritis, systemic lupus erythematosus, and periodontal diseases (9, 15, 40–42). In the present study,
we found an association between individuals carrying the FcgRIIAH131 allele and post-treatment apical periodontitis. These findings relatively agree with others from the periodontal literature (13, 14). Loos
et al (13) reported that the N-allele (H131) carriage rate was higher
in aggressive periodontitis individuals than in controls, and that periodontitis patients (aggressive and chronic periodontitis) homozygous for
the N-allele (H/H131 genotype) have more periodontal bone loss than
individuals carrying 1 or 2 R-alleles. The increased carriage rate of the
allele FcgRIIA-H131 and the increased prevalence of the FcgRIIA-H/
H131 genotype in aggressive periodontitis suggest a role for this allele
as putative susceptibility/severity factor for this disease. Similarly, Yamamoto et al (14) reported that individuals exhibiting the FcgRIIA-H/
H131 genotype were more prevalent in the periodontitis group than
in healthy controls.
These results related to both marginal and apical periodontitis are
quite interesting, because FcgRIIA-H131 is the normal (or high affinity)
allele for this gene. For the most part, the rare allele is the one usually
considered as ‘‘poor’’ polymorphism and, as such, is expected to be
associated with disease (36). Polymorphonuclear leukocytes with the
H/H131 genotype bind efficiently to IgG2 and exhibit higher phagocytic
competence than polymorphonuclear leukocytes expressing the
R/R131 genotype (9, 40). Actually, it has been proposed that the
high affinity of FcgRIIA-H131 might contribute to a strong proinflam1190
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matory cytokine release by monocytes/macrophages on interaction
with IgG, possibly leading to an increased risk for chronic marginal periodontitis (14). The same theory might be applicable to post-treatment
apical periodontitis.
Although some studies have found the FcgRIIIB-NA2 allele associated with some forms of marginal periodontitis (11, 15, 42), this was
not observed in the present study for post-treatment apical periodontitis. Because FcgRIIa and FcgRIIIb receptors have been reported to act
synergistically in triggering neutrophils (40), we decided to investigate
the association of combinations of genotypes and alleles of the 2 receptors with disease. Our findings revealed that the combined carriage of
alleles FcgRIIA-H131 and FcgRIIIB-NA2 was highly associated with
post-treatment apical periodontitis. Other studies in the periodontal
literature have also reported that some composite genotypes of Fcg
receptor genes might be severity factors for marginal periodontitis
(12, 15). The combined carriage of FcgRIIIB-NA2 allele with
FcgRIIIA-V158 allele was strongly associated with severe periodontitis
(12). A significantly higher frequency of the FcgRIIA-H/H131 plus
FcgRIIIB-NA2/NA2 composite in generalized aggressive periodontitis
patients than in healthy controls has also been reported (15). The latter
findings are somewhat in agreement with ours and suggest that
composite genotypes involving alleles H131 from the FcgRIIa gene
and NA2 from the FcgRIIIb gene might have biologic importance to
the point of influencing disease susceptibility, severity, or response to
treatment.
In the present study, the allele carriage rates and genotype
frequencies for IL-1A and IL-1B were not different between diseased
and healthy/healing groups. The same was true for the IL-1 composite
genotype, characterized by combined carriage of the R-alleles of IL-1A
–889 and IL-1B +3954, which has been associated with the severity of
marginal periodontitis (23). A series of studies published so far only as
abstracts revealed that IL-1B polymorphism might influence the
response to endodontic treatment, because individuals homozygous
for the IL-1B-allele 2 were significantly associated with post-treatment
disease (28, 30). The same was not observed for tumor necrosis
factor–b and IL-6 (29, 30). Several studies have also reported on the
association of IL-1 gene polymorphism with a higher severity of periodontal diseases (23, 25, 26, 43), but there are also studies that failed
to confirm such association (37, 44–46). Similarly, our findings do not
confirm those from the early post-treatment apical periodontitis studies
(28, 30), although deeper comparisons cannot be performed because
those are available only as abstracts and only IL-1B polymorphism was
evaluated. Even so, differences might be expected when comparisons
are made between studies with small sample size in different ethnic
groups from different geographic locations. Further studies are needed
to address this issue.
Because of the need to include only teeth with root canal treatments that followed acceptable standards, studies evaluating the causative agents and susceptibility/severity factors of post-treatment apical
periodontitis are usually plagued by a small sample size. In this regard,
the present study was not an exception. Moreover, the fact that samples
were taken per individual and not per tooth contributed still more to
difficulties in selecting an adequate representative population sample.
This is because a given individual with opposite periradicular conditions in his/her mouth (eg, one adequate treatment associated with
health and another with disease) had to be excluded from the study.
Therefore, although the inclusion criteria related to quality of treatment
and periradicular status were rigid enough to increase the reliability of
our results, the tradeoff was a resultant low sample size, decreasing
statistics power. Another limitation of the present study was the utilization of radiographs to establish absence of disease, although radiographs at the time of treatment were available, and in the worst case
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scenario teeth classified as healthy might have been healing. This was
not expected to affect the analysis significantly because both healthy
and healing individuals were included in the same group (control).
All the individuals participating in the present study pertained to
the same geographic area (Brazil southeastern region) and socioeconomic status (low or middle low). Age was relatively well-balanced
between diseased patients and healthy/healing controls and along
with gender and race had neither significant influence on the outcome
nor significant association with any individual genetic pattern. Although
ethnicity is an important variable in studies of this nature, it must be
realized that the great difficulties in classifying Brazilian individuals
by color and race as a result of a high racial miscegenation of the population (47) make any comparisons in this regard unreliable. Diabetes
could be a confounding factor, because it has also been suggested to be
a disease modifier (5, 6). However, diabetic individuals were not
excluded from the study because they were in reduced numbers (4 individuals, all in the disease group). Although they were positively associated with disease, in spite of being in very low numbers for a reliable
statistic conclusion, diabetics were not found to influence the results
significantly because they were not associated with any specific genotype
or allele. Similar results and the same arguments are applicable to
smokers, for whom previous reports on association with disease
have been conflicting (48–51). Maintenance of diabetics and smokers
in the study was then justified by the difficulties to select individuals who
met our rigid inclusion criteria and because these conditions were not
significantly associated with any specific genetic pattern.
Although the influence of genetic polymorphism on treatment
outcome might be suggested, it would appear too simplistic to attribute
the cause of post-treatment apical periodontitis to an immunologic
failure. Apical periodontitis is apparently a complex disease, in which
microorganisms play a major role as causative factors. Genetic polymorphisms, possibly involving multiple genes, can be regarded as
disease modifiers, which can influence severity and/or response to
treatment, but not probably to the point of being responsible for treatment failure. Because this is a very incipient area in endodontic
research, further cross-sectional or case-control studies are required
to confirm or refute our findings and evaluate the association of other
gene polymorphisms with post-treatment diseases. Afterwards, as putative susceptibility/severity factors are identified, their role as genetic
markers influencing the treatment outcome can then be confirmed
by longitudinal studies. Because the carriage rate of polymorphic alleles
might vary substantially between different ethnic groups, validity of
certain genetic markers as predictors of treatment outcome might
need to be tested for different populations.
In conclusion, the current study of relatively small sample size
suggests that the FcgRIIA-H131 allele carriage and a combination of
this allele with the FcgRIIIB-NA2 allele might be putative susceptibility
or severity factors influencing the outcome of the endodontic treatment
in Brazilians. No other associations were observed for FcgR and IL-1
genotypes or alleles and post-treatment apical periodontitis. Further
studies are needed involving a larger sample size from different
geographic populations to corroborate the present findings. If they
are confirmed, future studies focusing on deciphering the role of the
Fcg receptors in the pathogenesis of post-treatment apical periodontitis
are required.
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