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Abstract

Background: The State of Cear3, in Northeastern Brazil, suffers from a triple burden of arboviruses (dengue, Zika
and chikungunya). We measured the seroprevalence of chikungunya, dengue and Zika and its associated factors in
the population of Juazeiro do Norte, Southern Ceard State, Brazil.

Methods: A cross-sectional study of analytical and spatial analysis was performed to estimate the seroprevalence of
dengue, Zika and chikungunya, in the year 2018. Participants were tested for IgM and IgG against these three
viruses. Those with IgM and/or IgG positive tests results were considered positive. Poisson regression was used to
analyze the factors associated with positive cases, in the same way that the spatial analysis of positive cases was
performed to verify whether the cases were grouped.

Results: Of the 404 participants, 25.0% (103/404) were positive for CHIKV, 92.0% (373/404) for flavivirus (dengue or
Zika) and of these, 37.9% (153/404) samples were classified as probable dengue infection. Of those who reported
having had an arbovirus in the past, positive CHIKV cases had 58.7% arthralgia (PR = 4.31; 95% Cl: 2.06-9.03; p =
0.000) mainly in the hands, ankles and feet. Age over 60 years had a positive association with cases of flavivirus
(PR=1.29; 95% Cl: 1.09-1.54; p =0.000). Fever, muscle pain, joint pain and skin rash were the most reported
symptoms (46.1, 41.0, 38.3 and 28.41%, respectively). The positive cases of chikungunya and dengue or Zika were
grouped in space and the city center was most affected area.
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Conclusions: Four years after the introduction of CHIKV, where DENV has been in circulation for over 30 years, 1/4
of the population has already been exposed, showing the extent of the epidemic. The measured prevalence was
much higher than that reported by local epidemiological surveillance.

Keywords: Seroprevalence, Chikungunya virus, Dengue virus, Zika virus

Background

Dengue virus (DENV) has been endemic in the northeast-
ern region of Brazil for over 30 years, with circulation of the
four serotypes (DENV 1-4), causing a significant number
of cases and several outbreaks in all states of the region [1,
2]. The chikungunya virus (CHIKV) was detected in the
Americas in 2014 [3] and caused a major epidemic in 2017
with approximately 190,000 cases reported in Brazil, with
173 deaths, according the SINAN (Portuguese acronym for
Notifiable Diseases Information System, official epidemio-
logic suveilance). Of these, 137,424 (73%) cases were re-
ported in Ceard, Northeast Brazil [3-5]. In 2015, the Zika
virus (ZIKV) started to circulate in the Northeast region of
Brazil and, in the following years, caused an epidemic with
more than 200,000 reported cases. This virus has been
associated with many neurological disorders, including
congenital syndrome caused by the Zika virus and Guillain-
Barré syndrome [6, 7].

Aedes aegypti is the main transmitter of these three
viruses. They usually cause diseases with very similar clin-
ical characteristics at the beginning, which present them-
selves as a nonspecific and mild febrile illness, muscle
pain, arthralgia, with the addition of a rash, or conjunctiv-
itis / retroorbital pain. This fact can confuse the diagnosis
and clinical management of professionals [3, 8].

Juazeiro do Norte is a city located in the south of
Ceard, has the 3rd largest population in the state. The
city receives approximately 2.5 million people annually
due to religious tourism and has a history of dengue
transmission for over two decades [9, 10]. Between 2016
and 2017, 1047 cases of chikungunya (two deaths) were
reported in the city. Of these, only 173 were laboratory
confirmed [5, 7]. In the same period, the incidence of
dengue was 778.6/100,000 inhabitants and eight other
cases of Zika were reported. Of these, only 106 were la-
boratory confirmed for DENV and two for ZIKV [4, 11].

Due to passive surveillance in Brazil, only cases cases
that seek assistance are confirmed, as a result, it is diffi-
cult to estimate the magnitude of the epidemic. In
addition, Zika virus and the dengue virus are both flavi-
viruses and genetically related, which, can cause cross-
reaction of serological tests against these viruses [12,
13]. Therefore, establishing a final diagnosis of flavivirus
in an endemic area of ZIKV/DENV co-circulation is a
challenge, given the similarity of symptoms and the diffi-
culty of serological tests to identify the viruses. Besides,

other regional characteristics of Brazil, such as vaccin-
ation against the yellow fever virus (YFV), another mem-
ber of the Flaviviridae family, make it difficult to
determine the real impact caused by these viruses on
Brazilian population [14, 15].

Considering that the state of Ceard had one of the
worst chikungunya epidemics in Brazil, with an inci-
dence of 1460.6 cases / 100,000 inhabitants and 245 con-
firmed deaths in 2016/2017 [5, 11] and that there is a
lack of quality information on the real numbers of Zika
and dengue infections (the latter circulating for more
than 30years in the region) [9], the aim of this study
was to estimate the seroprevalence of chikungunya and
dengue or Zika in the population of Juazeiro do Norte,
Brazil. In addition, we aim to describe and analyze the
epidemiological profile and clinical manifestations asso-
ciated with serological positivity by viruses and to iden-
tify the spatial distribution patterns of positive cases due
to chikungunya and dengue or Zika.

Methods

Design and study site

This was an analytical and spatial analysis cross-
sectional survey study with data collected between June
and December 2018 in the city of Juazeiro do Norte,
Northeastern Brazil. The municipality has an estimated
population of 271,926 inhabitants, distributed in 37
neighborhoods [10] (Fig. 1).

Sampling for data collection
Random points were proportionally drawn using the
ArcGIS 9.2 software to the population of each neighbor-
hood to identify the collection sites. These points were
distributed under the cartographic base of the city, pro-
vided by the Brazilian Institute of Geography and Statis-
tics (IBGE); subsequently, all residents of selected house
were invited to participate in the study and those who
accepted were included. If the point drawn was not a
residence or if none resident from the selected residence
agreed to participate in the survey, the residence closest
to the selected location was selected. In neighborhoods
with a population of less than 1000 inhabitants, a mini-
mum of three residences were previously defined.
Sample size was calculated by estimating a prevalence
of 50%, with a sampling error of 5% and a confidence
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Fig. 1 Location of the city of Juazeiro do Norte, Ceard, Brazil
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level of 95%, using Epi Info 7.2 software, resulting in a
minimum sample of 384 individuals.

Household visit procedures

Houeshold visits were conducted by a trained team, co-
ordinated by a nurse. One venous blood (5ml) sample
was collected per each participant for serological diagno-
sis and a semi-structured questionnaire was adminis-
tered. The questionnaire was developed specifically for
this study and addressed questions related to sociode-
mographic factors (age, gender, self-reported skin color,
educational level, occupation/work, family income, num-
ber of individuals in the household), medical history
(cardiovascular diseases, diabetes, hypertension and pre-
vious arbovirus diagnosis during pregnancies), house-
hold environmental characteristics (type of habitation,
water storage, basic sanitation, regular garbage collec-
tion, number of toilets, running water) and mosquito
control related behaviors (use of mosquito nets or insect
repellent for insect protection, and prior knowledge re-
garding arboviruses).

Laboratory diagnosis
For serum separation, the collected blood samples were
transported to the local laboratory where they were centri-
fuged under 3000 rpm for 10 min in an EVLAB apparatus
(Macro EV model; 04). Subsequently, they were frozen at
—20°C and later transported to the Central Laboratory of
Public Health of Ceard (LACEN-CE) for the tests.

The samples were tested for dengue, chikungunya and
Zika using the method of Enzyme-Linked Immunosorb-
ent Assay (ELISA). All samples were tested for IgG

(immunoglobulin G) and IgM (immunoglobulin M): to
CHIKV detection was performed using the Euroimmun®
kits (Liibeck, Schleswig-Holstein, Germany). DENV IgM
and IgG detection was performed using the Panbio® kit
(Suwon city, Kyonggi province, Korea). Zika IgM detec-
tion was performed using the Novagnostic® (Siemens,
Berlim, Germany) kits and IgG using the Euroimmun®
kits. All tests were conducted according to manufac-
turers’ instructions.

Samples that showed inconclusive results were
retested. All samples with IgM reagents were tested by
reverse transcription polymerase chain reaction (RT-
PCR) to investigate possible recent infection or co-
detection (Table 4 in Appendix).

Case definition and symptomatic individuals

A case of CHIKV infection were defined as a case of an
individual with serum CHIKV IgM and/or IgG anti-
bodies detected using the enzyme-linked immunosorb-
ent assay method.

A case of flavivirus infection was defined as an individ-
ual who presented dengue and/or Zika positive serol-
ogies (IgM or IgG) detected using the ELISA (excluding
indefinite cases).

Probable dengue cases were defined as an individual
with positive serology for dengue (IgM or IgG), detected
by the ELISA, and negative for Zika (IgM and IgG), ex-
cluding undefined cases.

Probable Zika cases was defined as an individual with
positive Zika serology (IgM or IgG), detected by the
ELISA, and negative for dengue (IgM and IgQG), exclud-
ing undefined cases.
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A case of arbovirus infection was defined as an indi-
vidual who presented dengue and/or Zika and/or chi-
kungunya positive serologies (IgM or IgG) detected
using the ELISA (excluding indefinite cases).

To calculate the proportion of symptomatic persons,
we considered those who declared to have had any of
these diseases (with medical confirmation or not), which
showed suggestive symptoms for these three arbovirus
disease (body pain, joint pain, fever, conjunctivitis, rash),
between 2016 and 2018; and those who had IgM or IgG
positive tests. We considered asymptomatic those who
reported they had not any infection but who had positive
results for IgM, IgG, or both.

Data analysis

Data were entered into the Epi Info 7.2 software and an-
alyzed using Stata 15.1 software (Stata Corp LP, College
Station, TX, USA).

Absolute and relative frequencies were calculated, and
the chi-squared test was used to assess the association
associations between seropositive people and sociode-
mographic and clinical data. The magnitude of these as-
sociations was calculated through the crude prevalence
ratio (PR).

To adjust for confounding factors, all variables with
p<0.20 in the bivariate analysis were adjusted by age
group (model 1) by robust Poisson regression. After this
first adjustment, the variables that were associated with
the outcome were included in robust Poisson’s regres-
sion model (model 2). For this last stage of analysis, the
variables were categorized hierarchically, according to
the class to which they belonged: group 1, socioeco-
nomic and knowledge regarding arboviruses, and group
2, clinical features [16, 17]. All variables with p < 0.10 in
these latter models were selected as inputs to a final ro-
bust Poisson’s regression model to identify significant as-
sociations (p < 0.05).

To calculate the underreporting of cases, we multiplied
the seroprevalence of CHIKV found in the study, by the
population of the municipality, to estimate the number
of cases that should have been reported as suspect. This
number was later divided by the number of cases cap-
tured by local surveillance.

Spatial analysis

The latitude and longitude of each participant residence
was marked using a GPS device (Garmin model,
etrex30°).

For spatial analysis, the ArcGis 9.2 software was used.
Kernel density analysis was used to map CHIKV sero-
positive and DENV/ZIKV density within the geographic
limits of the study region.

Complementary to this analysis, the nearest neighbor
method was used [18], which allowed to measure the
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distance between each positive point and the location of
its nearest neighbor, identifying if the distribution of chi-
kungunya cases exhibited clustering or dispersion in
space.

Finally, the prevalence coefficient of each neighborhood
was calculated by summing the total number of positive
cases and dividing this value by the sample of each neigh-
borhood and multiplying this result by 100 [19].

Results

Characteristics of the population

Of the 412 volunteers recruited, eight were excluded due
to hemolysis of the collected blood, therefore 404
(98.1%) were included in the analysis. More women were
included (68.3%) in this study, the median age was of 45
years old (5-91), the most common self-reported ethni-
city was brown (or mixed race) (65.1%), low or no edu-
cation was present in 57.9%, and average family income
was below one minimum wage ($954.00 [1US$ =+
$4.00]). All households had a water supply and 97.7%
had access to sewage networks. More than half of the
participants (54.0%) stored water at home. Most of the
population (77.0%) reported knowing the main form of
transmission of arboviruses, citing the vector sting and
only 2 people mentioned the possibility of vertical or
person-to-person transmission (in the case of ZIKV).
72.8% of the participants reported knowing how to avoid
arboviruses, mainly citing the correct handling of stand-
ing water and waste. A total of 27.7% of the participants
reported that they had suffered previous dengue epi-
sodes, 22.8% chikungunya and 5.5% Zika. Moreover,
8.4% of the participants confirmed that they vaccinated
against Yellow fever (Table 1).

Seroprevalence of chikungunya infection and its
associated factors

Almost one-quarter (25.5%) of the samples were positive
for chikungunya. Of these, five (5%) were positive only
for IgM, 98 (95%) only for IgG, and five (4.8%) for both.

During the study period, 1047 suspected cases of
CHIKV were officially notified by epidemiological sur-
veillance. Based on the seroprevalence found (25.5%)
and considering the total population of Juazeiro do
Norte (271,926 inhabitants) we should have had approxi-
mately 69 thousand reported cases. Therefore, 66 times
as many cases that were caught by the health service
should have been reported.

Among the 103 participants with reactive samples,
58.3% were symptomatic (at some point during the past
3years). Among the 92 participants who reported to
have had the disease previously, only 68.9% were con-
firmed by serology. For participants who did not report
have symptoms, 43 (14.3%) had reactive antibodies
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Table 1 Sociodemographic and clinical characteristics of against the virus, and must be classified as asymptomatic

population in the City of Juazeiro do Norte, Brazil, 2018 or oligosymptomatic cases.

Variables (N°) Total % The proportion of seropositivity was higher in males

Sex (404) (66.1%), mixed race (64.1%), elementary schooling
Male 128 3168 (56.4%) as the educational level, 20—45-year age group
Female 276 683> (39.8%), and participants with family monthly income

lower than one minimum wage [(48.5%), minimum

Self-reported skin color (404) .
monthly wage = R$954,00 (U$$238,50), at the time of re-

White # 22 search], but a statistically significant difference was not
Mixed race 263 6310 observed between the groups (Table 2).
Black 47 1163 After adjusting for age, the following variables were
Educational level (404) still associated with CHIKV serological diagnosis: accu-
llliterate 234 5792  mulating water in drums (PR =1.43; 95% CIL: 1.02-2.01;
Elementary School 38 94 p =0.034), having asthma (PR =2.32; 95% CI: 1.31-4.11;
High School 12 5775 p=0.004) and arthritis (PR=1.77; 95% CI: 1.05-2.99;
University graduate 20 105 p=001 1). However, in model 2, by adding the socioeco-

nomic variables, only asthma was still associated with

Civil status (404) CHIKV serological diagnosis (PR = 1.81; 95% CL 1.03—

Married 184 45.54 317 p= 0.024).
Single 143 3540
Widower 46 1139 Seroprevalence of flavivirus infection and its associated
Divorced 31 767 factors
Occupation/work (404) More than 92% (373/404) of the samples were positive
Retired 97 sag; for flavivirus, of these 370 were positive for DENV (9
Informal work . 5054 1M DENV and 370 IgQ) and 216 for ZIKV (9 IgM and
216 IgG for ZIKV). None of the patient was considered
Unemployed 67 16.58 cpe .
to be acute due to the absence of positivity only for IgM.
Housewife 6> 1699 Of the people who reported the previous disease due to
Permanent job 36 1386 some flavivirus, 28.9% reported dengue and 5.6% Zika.
Student 36 891 The proportion of seropositivity was higher in females
Family income (404)° (67.8%), primary education (62.7%) and family income
Below RS 954.00 188 4653  below one minimum wage (46.9%), but with no statisti-
Between RS 955.00 and RS 1999.00 19 s04¢  cally significant difference between groups (Table 2).
Between RS 200000 and RS 4599.00 o 5104 Qlder age groups were s.ig:nificant.ly assqciated with pre-
86 500000 or more . L4  Vious exposure to flavivirus, this variable was more
prevalent between 20 and 45 years old (43.1%) (PR =
Did not answer 0 149 1.21; 95% CIL: 1.01-1.44; p = 0.000), and those over 60
Age group in years (404) years old (29.8%) (PR=1.29; 95% CL 1.09-1.54; p=
Below 9 03 0.74 0.000).
Between 9 and 19 41 10.15
Between 20 and 45 177 4381 Seroprevalence of dengue and Zika infection and its
Between 46 and 60 69 1708  associated factors
60 of more "4 582 Only 37,9% (153/404) of samples were classified as prob-

able dengue and 0.74% (3/404) as probable Zika. Prob-

Underlying diseases (404) able dengue patients were predominantly female (70%)

Hypertension 104 274 and 44.4% had family income below one minimum wage.
Diabetes 50 1238 The predominant age group was between 20 and 45
Cholesterol 47 1163 years old (44.4%). 47.7% of the people classified as prob-
Anxiety 20 495  able dengue were illiterate with a higher prevalence of
Arthritis 18 446 positivity (PR=1.92, 95% CI: 1.28-2.88, p =0.002). Re-
Depression 13 3,  tired people were also associated with greater positivity

for these cases, with a prevalence ratio 2.10 higher than
non-cases (95% CI: 1.29-3.42; p = 0.017). The other vari-
ables associated with the outcome were: having systemic

Subtitle: @ R$4,00 = 1 USS;
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arterial hypertension (PR =1.03; 95% CI: 1.01-1.06; p =
0.002) and knowing that care such as standing water and
garbage are protective factors against the proliferation of
the vector (PR=0.92; 95% CIL 0.87-0.97; p=0.007)
(Table 2).

Seroprevalence of arbovirus infection and its associated
factors

It is important to note that 92.82% (375/404) of the pa-
tients obtained positive serology for at least one of the
three types of virus. Of these, 63 (16,8%) patients were
IgG positive for the three viruses (DENV, ZIKV, CHIK
V), 36 patients were positive only for dengue and
chikungunya, and no patient was positive for only Zika
and chikungunya.

When corrected for age and multivariate regression,
only cholesterol was associated with seropositivity for
the presence of the three viruses (PR=1.04; 95% CI:
1.01-1.07; p=0.008) and having reported the presence
of previous chikungunya (PR =1.06; 95% CI: 1.01-1.11;
p =0.006).

Clinical manifestations of participants with any symptom
of arbovirus in the previous three years

The most prevalent symptom for CHIKV was arthralgia,
which was present in 60.2% of cases (62/103). This type
of arthralgia mainly affected the wrists (24%), fingers
(26%), knees and ankles (20%), and feet (17%); polyarti-
cular complaints were frequent (24%). The pain was
classified as severe in 59.7% of the cases reporting arth-
ralgia, and it was chronic in 41.7% of these cases (at the
time of data collection). Morning stiffness was present in
43.7% of cases, which persisted for more than 20 days.
Fever was the second most reported symptom among
the participants (56.3%) (58/103), with a mean duration
of 6.3 days (PR = 0.66; 95% CI: 0.42—1.03; p = 0.08).

After the adjustment by age, with Poisson regression, the
associated symptoms in the positive cases of chikungunya
were joint pain (PR=4.31; 95% CI: 2.06-9.03; p <0.001)
and back pain (PR=0.35; 95% CI: 0.18-0.66; p<0.001)
(Table 3).

The most prevalent symptoms for flavivirus cases by
those who previously reported any of these viruses were
fever (46.1%) with an average duration of 6 days (PR = 1.05;
95% CI: 1.00-1.11; p = 0.044), the muscle pain was present
in 41.0% of cases (PR =1.05; 95% CI: 1.01-1.11; p = 0.033),
joint pain in 38.3% (PR = 1.06; 95% CI: 1.01-1.12; p = 0.008)
and rash in 28.41% (Table 2). Of these, the only one that
remained associated in the final explanatory model was the
presence of a rash with PR=1.07 (95% CI: 1.02-1.13;
p =0.003), the same with positivity for arbovirus (PR =
1.08; 95% CI: 1.01-1.14; p=0.014). No symptoms
previously described were associated with positivity
for probable dengue.
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Spatial analysis

Analysis of the nearest neighbor indicated that CHIKV-
positive serologies were grouped in space, with an index
of 0.531 (p <0.001). Kernel analysis (Fig. 1A) showed the
central area of the city as the most affected area. Some
points were located in the peripheral areas, identifying
low-density areas in the northwest and south regions of
Juazeiro do Norte.

The distribution of the prevalence of CHIKV-positive
cases (Figs. 1 and 2B) showed that some peripheral
neighborhoods had high seroprevalence of infection,
with a percentage of cases ranging from 40 to 70%, and
others have shown a low or zero prevalence rate, show-
ing that the disease has spread heterogeneously. It is
noted a high seroprevalence of cases in the southeast re-
gion of the city in three neighborhoods and another in
the northern region in one neighborhood.

To flavivirus, the nearest neighbor analysis indicated
that positive serologies are grouped in space, with an
index of 0.275 (p <0.001). The kernel density analysis
(Fig. 2A) showed the central area of the municipality as
the most affected. However, in all neighborhoods, posi-
tive people were found for flavivirus. Regarding the
prevalence analysis, no region had a prevalence below
40%, reaching 100% in some regions (Fig. 2B).

Discussion

To out knowledge, this is the first seroepidemiological
survey carried out in the state of Ceard, which has an
arbovirus incidence of 410,0/100,000 inhabitants [11].
We found a 25.5% positivity for CHIKV with a strong
association with the presence of arthralgia. The preva-
lence was much higher for exposure to flavivirus (90%)
probably due to the prolonged exposure of the popula-
tion to the dengue virus [1]. These findings are very dif-
ferent when compared to the numbers reported to SINA
N between the years 2016 and 2017: 1047 cases of chi-
kungunya were reported, but only 173 were laboratory
confirmed, 2135 cases of dengue with 106 confirmed
and 08 of Zika, with only 02 confirmed [11]. This rein-
forces the importance of conducting serological and lon-
gitudinal research to estimative true incidence rate.

The seroprevalence of CHIKV found in this study was
lower compared to Feira de Santana (57.1%) and higher
than the one of Riachdo do Jacuipe (20%), other smaller
cities in Northeast, Brazil [20, 21]. Worldwide, a wide
range of seroprevalences after first epidemic was ob-
served between 12 and 76% [22-33]. Probably this wide
variation is associated with the local climatic differences
and the specific characteristics of the evaluated samples.
The virus has been known to circulate longer in African
and Asian countries, justifying the higher prevalence of
CHIKV-positive cases in these countries [3, 24]. In the
Americas, CHIKV was detected in late 2013 and the high
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prevalence of cases observed in some studies is due to an
appropriate climate for the presence and dispersion of the
vector and the susceptibility of people to the virus [3].

In this study, the prevalence of the people who did not
related any symptom, in the last 3 years, and was positive
to antibodies against CHIKV was less than 15%, this char-
acterizes the asymptomatic cases. Similar value was ob-
served in French Polynesia after the 2014 outbreak and
there is a large variation among reported asymptomatic
patients ranging from 4 to 82% [25]. This contradicts the
assumption that chikungunya is a disease with a consistent
clinical presentation, and the absence of symptoms may
be due to the genetic and immunological factors of the af-
fected individuals and the virus specificities [25, 26]. Fur-
thermore, it is important to emphasize that, even if the
population was previously exposed to DENV, the possibil-
ity of cross-reaction is much less, since it is an Alphavirus
and despite the enzootic transmission of the Mayaro virus
in the Brazilian Amazon, there is no presence of this
Alphavirus in the study area [27].

In Ceard state, DENV has been circulating since the
1980s [28], and a survey conducted in the city of

Fortaleza in 1998 found a prevalence of 44%. Increas-
ingly prevalence has been found over the years in large
Brazilian cities such as S&o Luis in the state of Maranhao
(41%), Salvador- capital of the state of Bahia (69%), in
Brasiléia and Epitacolincia- cities in the state of Acre -
North region of Brazil (60.3 to 67.2%) and Recife- capital
of the state of Pernambuco (74 to 91%) [28-32].
Worldwide, extensive variations in the seroprevalence of
Flaviviruses are reported, the lowest are in African coun-
tries (between 12 and 50%) and Asia (25%). Among Latin
America countries the prevalence reaches approximately
70% [25, 33-38]. On the other hand, the prevalence of
ZIKV it is more prominent where it caused major epi-
demics, such as in French Polynesia (66%) and Yap Islands
(73%) [25, 26]. This high prevalence may be attributed to
several factors, including ineffectiveness of the Aedes
aegypti control program, population growth, greater
urbanization and climate change, environmental charac-
teristics, mobility degree, among other factors [33, 37].
This study also found a prevalence of almost 40% of
probable cases of dengue and less than 1% as probable
Zika. This low detection of isolated antibodies may be
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due to cross reactions between these two viruses. There is
a lot of discussion about the cross reactions between flavi-
viruses, such as DENV, ZIKV or YFV. There are hypoth-
eses that previous infection by a flavivirus may provide
protection against subsequent infections by viruses from
the same family [14] or even generate an antibody
dependent enhancement (ADE), caused by the cross-
reaction between genetically similar viruses, such as
DENV and ZIKV [39]. Based on the ADE hypothesis, after
a previous DENV infection in an individual, a subsequent
ZIKV infection can be considered as a second infection
and lead to an elevated early IgG response against ZIKV.
This may cause a low or absent IgM ZIKV response, so
subsequent infections may be more serious due to these
past immune reactions [12, 40]. However, until now, none
of the hypotheses has been confirmed or ruled out. So, it
remains to work with the local reality, which is the prob-
ability of cross-reaction of tests based on searches for
antibodies, generating presumptive infections [38].

The low detection of ZIKV can be explained by these
mechanisms mentioned above. In Brazil and worldwide,
the detection of ZIKV has been a problem as it is difficult
to estimate the real number of people affected by the
virus, due to the similarity between the symptoms and the
possibility of cross-reaction between the tests [12].

No associations were found between positive cases for
chikungunya and factors such as sex, age, or race, a pat-
tern already suggested in other studies [21, 22]. How-
ever, the age was an important factor associated with
exposure to flavivirus and it is known as an important
characteristic related to the exposure to these diseases,
because the older the person is, the greater the probabil-
ity of being exposed to any of these viruses in their life-
time [25, 32, 34, 38]. Though, some studies have
reported that children are being exposed exposed earlier
and earlier, between 10 and 15years old [37, 38, 41].
This may indicate how high has been the prevalence of
these diseases.

The sociodemographic variables that were associated
with a higher prevalence of probable dengue cases were
the fact of being retired and also the group of illiterate
people. These aspects are confounded, since most re-
tirees in this study were illiterate. This might happen be-
cause retirees stay longer in their homes, providing a
greater probability of exposure to the vector. Among the
possible individual and family risk factors that predict
dengue infection, low socioeconomic status is included
[27, 32, 42, 43] and less education [44, 45]. Corroborat-
ing social vulnerability as a risk factor, we found in this
study a high level of misinformation about modes of
transmission or prevention of this diseases, especially of
the Zika virus, given the low proportion of people who
claimed to recognize the possibility of its transmission
through sexual contact or vertical [46].
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In relation to clinical variables, positive cases of chi-
kungunya reported a prevalence of polyarthralgia 4 times
higher than non-cases, this evidence how this symptom
has been considered as an important marker of the dis-
ease, and self-reported joint pain could be used to estab-
lish the diagnosis of the disease. Such association has
been observed in several studies, consistently confirming
arthralgia as the main symptom of CHIKV infection.
The main sites affected by arthralgia are the hands, feet,
and ankles [20, 26, 47, 48] and this arthralgia was
chronic in more than 40% of cases. The pathogenesis of
chronic chikungunya has not yet been fully elucidated.
However, there are already some factors potentially asso-
ciated with the chronic risk, such as age over 40 years,
female gender and immunological factors, such as a
higher concentration of some specific cytokines during
the acute phase [26, 47, 49, 50]. This data is important,
since the chronic pain generated by chikungunya consid-
erably reduce the quality of life of those affected, also
compromises family income and hence the local econ-
omy [20, 21]. We also found that previous arthralgia was
a factor associated with the positive cases of chikun-
gunya. This factor may be associated with a worse classi-
fication of pain during chikungunya infection and also
with chronic cases [48, 49]. Although asthma was a fac-
tor associated with positive cases of chikungunya, we
found no data to justify this association. In addition, a
recent study showed that patients who have asthma do
not show worse symptoms when infected with chikun-
gunya [51, 52].

Previous underlying diseases such as hypertension and
high cholesterol were more prevalent in people classified
as cases of flavivirus. We did not find any data in the lit-
erature to justify such an association, but this data may
be due to the high prevalence of hypertension in the
Brazilian population (around 30%) [53]. The only self-
reported symptom which remained associated with pre-
vious exposure to flavivirus was rash, which is much
more frequent in dengue and Zika cases than other ar-
boviruses such as chikungunya. Some studies have found
an association between skin rash and dengue infections
[35] and also with ZIKV infection [54].

A point to be emphasized in relation to the results is
the self-report of previous infections. 96% (108/112) of
the patients who reported having dengue had reactive
antibodies, 95.45% (21/22) of the patients who reported
having had Zika also had reactive antibodies (remember-
ing that there may be a cross-reaction between these
two viruses, so we cannot say with certainty whether it
was dengue or Zika in these cases, but the report of the
previous disease was sensitive in diagnosing the disease
for the patient). Like 69.6% (64/92) of the patients who
reported previous chikungunya, had antibodies against
CHIKV. Therefore, the referred symptoms can be used
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as sensitive markers by the population to identify these
diseases.

The spatial analysis showed that cases of chikungunya
were throughout the city, but they were observed in the
most populous regions, which is consistent with a more
recent introduction into the Americas. The same was
observed with the cases of flavivirus that spread hetero-
geneously, but were more concentrated in the central re-
gions of the city, where there is strong trade. The large
number of individuals circulating in these areas increases
population density and predisposes to a greater spread
of the disease, as the flow of individuals can serve as a
vehicle for vectors and viruses [55, 56]. A study carried
out in the city of Rio de Janeiro, a city with a high popu-
lation density, demonstrated the presence of clusters for
DENV and ZIKV, with simultaneous cases, suggesting
that exposure to flavivirus was general in the city and
and that there may be a predominance of one virus over
another [41, 57]. However, it is more likely that viruses
circulate concurrently [58].

Conclusions

The prevalence of chikungunya was 25% in the popula-
tion of Juazeiro do Norte, in 2018, with severe arthralgia
(60%) being a major factor in the recognition of the dis-
ease by patients (PR =4.75). Such cases tend to become
chronic (40%), which negatively impacts on the patient’s
life and also the public health system. These findings of
this study indicated that the magnitude of the outbreak
of CHIKV was significantly greater (66 times) than that
reported by the health service in the City of Juazeiro do
Norte, based on the number of cases reported through
passive surveillance used in Brazil. This low herd im-
munity maintains the risk of a new chikungunya epi-
demic for the next few vyears. The prevalence of
exposure to flavivirus was 92%, with age being the factor
most associated with exposure to these diseases. It is im-
portant to note that the self-report of previous arbovi-
ruses obtained an important association with the
reactive cases by serology, and can be used as an import-
ant marker. The high prevalence of these viruses, espe-
cially dengue, shows that arboviruses are a problem and
means must be found for better control and classifica-
tion of cases of these diseases, since the number of re-
ported cases was much lower than that found in the
study.

Limitations of the study

The study did not use other diagnostic tests to detect
antigens such as Plaque Reduction Test to distinguish
the specificity of antibodies, therefore we cannot affirm
whether the patient was specifically exposed to DENV,
ZIKV or both and also the DENV serotypes were not
identified. In addition, there may memory bias at the
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time when people were asked about previous exposures
to different viruses. Another important fact is that there
was less access to the population in neighborhoods with
higher family income than in neighborhoods with lower
family income. Therefore, low-income families may be
underrepresented. Additionally, the cross-sectional de-
sign of the study makes it difficult to accurately assess
the temporal association between this exposure and the
occurrence of infection.

Appendix

Table 4 Reverse transcription polymerase chain reaction for
chikungunya virus of the seroepidemiological survey
participants in the City of Juazeiro do Norte, Ceard, 2018

Sample N° RT-PCR 19G IgM
14 Negative (+) (+)
22 Negative -) (+)
29 Positive =) (+)
47 Negative (+) Inc
48 Positive (+) (+)
76 Negative (+) Inc
135 Positive (+) Inc
187 Negative -) (+)
213 Negative (+) (+)

Subtitle: (+) reactive, () nonreactive, Inc. Inconclusive
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