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ABSTRACT ARTICLE HISTORY
This is an observational epidemiological study to describe causes of bacterial meningitis among persons Received 2 May 2016
between 1 month and 18 y of age who are hospitalized with suspected bacterial meningitis in 7 Turkish Revised 14 June 2016
regions. covering 32% of the entire population of Turkey. We present here the results from 2013 and 2014. Accepted 29 June 2016
A clinical case with meningitis was defined according to followings: any sign of meningitis including fever, KEYWORDS
vomiting, headache, and meningeal irritation in children above one year of age and fever without any epidemiology; etiologic
documented source, impaired consciousness, prostration and seizures in those < 1y of age. Single tube agents; hospital surveillance;
multiplex PCR assay was performed for the simultaneous identification of bacterial agents. The specific Meningitis; Turkey
gene targets were ctrA, bex, and ply for N. meningitidis, Hib, and S. pneumoniae, respectively. PCR positive

samples were recorded as laboratory-confirmed acute bacterial meningitis. A total of 665 children were

hospitalized for suspected acute meningitis. The annual incidences of acute laboratory-confirmed

bacterial meningitis were 0.3 cases / 100,000 population in 2013 and 0.9 cases/100,000 in 2014. Of the 94

diagnosed cases of bacterial meningitis by PCR, 85 (90.4%) were meningococcal and 9 (9.6%) were

pneumococcal. Hib was not detected in any of the patients. Among meningococcal meningitis, cases of

serogroup Y, A, B and W-135 were 2.4% (n = 2), 3.5% (n = 3), 32.9% (n = 28), and 42.4% (n = 36). No

serogroup C was detected among meningococcal cases. Successful vaccination policies for protection

from bacterial meningitis are dependent on accurate determination of the etiology of bacterial meningitis.

Additionally, the epidemiology of meningococcal disease is dynamic and close monitoring of serogroup

distribution is comprehensively needed to assess the benefit of adding meningococcal vaccines to the

routine immunization program.

Introduction . o . . o
support, mortality rates in children with bacterial meningitis

Acute bacterial meningitis is an important condition associated range between 5 to 10 %, even in developed countries.*’
with a high fatality rate and disability worldwide, particularly = Among the survivors a proportion up to 20 % suffer of perma-
in infancy and childhood.'” Currently, although the improve- nent sequelae, including neurologic disabilities, seizures, mental
ments in antimicrobial treatments as well as intensive care retardation, or sensorineural deafness.®® Another aspect is
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linked to the high medical cost resulted from admission to
intensive care unit and long hospital stay in more than 40% of
children diagnosed with bacterial meningitis.” In pre-vaccine
era, the most common pathogens that caused acute bacterial
meningitis in infants and children are Haemophilus influenzae
type b (Hib), Streptococcus pneumoniae (S. pneumoniae), and
Neisseria meningitidis (N. meningitidis).>"°

With increasing use in infants and children of efficacious
conjugate vaccines against Hib and S. pneumoniae the inci-
dence of meningitis caused by either Hib'' or S. pneumoniae'
in those age groups has drastically decreased.

As a consequence, N. meningitidis has become the leading
cause of meningitis and septicemia in many regions of the
world.">'® There are 12 recognized serogroups of N. meningiti-
dis, however, 6 meningococcal serogroups including (Men) A,
B, C, W-135, X and Y are associated with the majority of inva-
sive disease with serogroups B and C are causing most cases in
industrialized countries and elsewhere.'®'” Before the wide-
spread use of a conjugate meningoccoccal group A vaccine, sea-
sonal meningitis epidemics caused by group A caused high toll
of morbidity and mortality in the African meningitis belt
countries.”’

Serogroup W-135 causes outbreaks in some parts of the
world, primarily in Saudi Arabia and Africa.'"*'>*' Since the
1990s, isolates of serogroup X have been reported in several
countries within the meningitis belt.”> Recently, an increase in
serogroup Y invasive meningococcal disease in some European
countries was reported based on the epidemiological data.”’

As the epidemiology and distribution of these disease-caus-
ing pathogens as well as serogroups varies widely by geographic
region and show time patterns since 2005 we have been per-
forming a hospital-based meningitis surveillance study across
several regions of Turkey. We present here the results from
2013 to 2014.

Results

During 2013-2014 a total of 665 children were hospitalized for
suspected acute meningitis in the 12 hospitals participating in
the study. Cerebrospinal fluid (CSF) sample was obtained from
all patients. The median age of the cases was 3.5 y (interquartile
range [IQR], 2-7) and the boy-to-girl ratio was 1.29:1.

Out of 665 subjects with CSF samples taken 94 had bacterial
meningitis confirmed by PCR (14.1%), 85 (90.4%) were N.
meningitidis spp. and 9 (9.6%) were S. pneumoniae. Hib was
not detected in any of the CSF sample. Among meningococcal
meningitis, N. meningitidis serogroup Y were 2.4% (n = 2),
serogroup A 3.5% (n = 3), of serogroup B 32.9% (n = 28), and
of serogroup W-135 42.4% (n = 36. No serogroup C was
detected among meningococcal cases (Table 1).

There were 3 deaths, all caused by N. meningitidis serogroup
B making the case fatality rate for the pathogen 10.7% (3/28)
and for all N. meningitidis isolates 3.2% (3/98). Two of the fatal
cases isolated serogroup B were < 6 months of age.

Age distribution

Among meningococcal meningitis, cases in subjects < 1 year, 1-
4 years, 5-9 years, 10-14 years, and 15-18 y old were 16.5%,
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Table 1. Distribution of causative agents of bacterial meningitis and meningococ-
cal serogroups during 2013-2014 in Turkey.

2013-2014
X 2013 2014 (2 years)

Study Period (Year)
Causative Bacteria n % n % n %
Serogroup W-135 7 36.8 29 439 36 424
Serogroup B 5 26.4 23 34.9 28 329
Serogroup A 0 0 3 45 3 35
Serogroup C 0 0 0 0 0 0
Serogroup Y 0 0 2 3.0 2 24
Nongroupable 7 36.8 9 13.7 16 18.8
N. meningitidis (Total) 19 86.4 66 91.7 85 90.4
S. pneumonia 3 13.6 6 83 9 9.6
H. influenzae type b 0 0 0 0 0 0
Total number of 22 100 72 100 94 100

Positive Samples

41.2%, 22.4%, 15.3%, and 4.6%, respectively. Pneumococcal
meningitis cases were reported in subjects 1-4 years, 5-9 years,
and 10-14 y old as 55.5%, 33.3%, and 12.2%, respectively (Fig. 1).

Incidence and regional distribution

The annual incidence of acute laboratory-confirmed bacterial
meningitis was 0.3 cases / 100,000 population in 2013 and 0.9
cases/100,000 in 2014 (Fig. 2).

The regional distribution of etiologic pathogens during
2013-2014 showed that bacterial meningitis was most preva-
lent in the Central Anatolia (n = 48, 51.1%) followed by Medi-
terranean (n = 15, 16.0%) and Marmara regions (n = 10,
10.6%). The prevalence of regional distribution of etiologic
pathogens in other regions of Turkey was Aegean (n = 7,
7.4%), East Anatolia (n = 6, 6.4%), South East Anatolia (n = 5,
5.3%), and Black Sea (n = 3, 3.2%), in decreasing order.

Discussion

Monitoring epidemiological trends of vaccine-preventable dis-
eases is critical for each country to efficiently implement and
evaluate regional and national immunization programs. There-
fore, since 2005 the incidence and pathogens causing bacterial
meningitis in Turkey have been monitored. Initially, the annual
incidence of acute bacterial meningitis in Turkey was 3.5 cases/
100,000 population.”* This annual incidence decreased to 0.9
cases/100,000 in 2014 in the present study. Hib vaccination for
infants was implemented in the Turkish National Immuniza-
tion Program (NIP) in 2006 leading to a dramatic decrease of
Hib meningitis. In fact, we did not observed any meningitis
cases caused by Hib in the present period. Pneumococcal con-
jugate 7-valent vaccine was included in the NIP in 2009, and
replaced by PCV-13 in 2011. At the beginning of the period
2005-2012, the annual incidence of acute bacterial meningitis
caused by S. pneumoniae in Turkey ranged from 0.7 to 0.8
cases/100,000 population and then the annual incidence
decreased to 0.2 cases/100,000 in 2012.**** There has been a
major decrease in pneumococcal meningitis incidence with the
lowest recorded in 2014 with 0.08 cases/100,000. Therefore,
the main contribution to the overall decrease in annual inci-
dence in Turkey can be attributed to the vaccination-induced
decrease in Hib and S. pneumoniae meningitis introduced in
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Figure 1. Age distribution of bacterial meningitis in children in Turkey (2013-2014).

2006 and 2009, respectively, and with coverage of 97% for both
(see: http://www.sgk.gov.tr).

We identified N. meningitidis as the most common cause of
bacterial meningitis (90.4%) in Turkey consistently with our
previous observations,”” particularly in young children. The
annual incidence of meningococcal meningitis was 0.9 cases/
100,000 and this incidence was relatively increased because of
the dramatic decrease in Hib and S. pneumoniae meningitis.
Serogroup W-135 is the dominating agent (42.4%) followed by
serogroup B (32.9%) in the study period. Serogroup A has
decreased; there were no serogroup C cases observed in this
study in spite no vaccination program is implemented in Tur-
key. These data are in contrast to those from many parts of
Europe, where serogroups B and C were the leading cause of
bacterial meningitis."> Although serogroup B was the second
most common agent in bacterial meningitis in our previous
study, serogroup B has tended to decrease during the last few
years. The reason for the fluctuation in serogroup B disease in
Turkey is unclear as there is no serogroup B vaccine currently
available, but the epidemiology of serogroup B has been
observed to vary with time in many countries without any
apparent reason.”” Additionally, there is no a possible explana-
tion about rarity of the serogroups C and Y in Turkey, as no
vaccine has been used against these serotypes.
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Figure 2. Annual incidence of causative agents of bacterial meningitis per 100,000.

Our previously published studies**® illustrated pilgrims

attending the Hajj may be a possible source for the acquisition
of meningococcal serogroup W-135 disease in Turkey. Similar
findings have been reported in some European countries
such as UK and France.”” Consequently, the Turkish National
Immunization Board has planned to implement a conjugated
quadrivalent meningococcal vaccine for pilgrims and Umrah
visitors, which may help to reduce carriage rates and decrease
the burden of W-135 in Turkey.”® Recently, around 2.7 million
Syrians refugees were registered by the Government of Turkey
(http://data.unhcr.org/syrianrefugees/country.php?id=224) with
an increasing of refugee population from other countries
including Afghanistan, Iran, Iraq, and Somalia (http://www.
unhcr.org.tr/?content=178). Meningitis cases were reported in
this refugee population living in Turkey,” highlighting the
importance of including displaced population in the meningitis
surveillance study.

Additionally, N. meningitidis was the leading cause of the
death in the present study. The case-fatality rate (3.2%) was
similar to our previous ratio® and still lower than that reported
in the literature (between 5.3% and 26.2% %).>° This result may
possibly be explained by our improved diagnostic and health
care facilities. All the fatal meningitis cases were caused by
serogroup B and 2 of them were under 6 months of age. Our
findings are consistent with the results of previous studies’'
and confirm that infants are at increased risk of severe menin-
gococcal disease.”*

This study has several limitations. First, laboratory confir-
mation of the etiology of acute bacterial meningitis is critical
for providing optimal patient therapy and to ensure appropri-
ate case contact management. In addition, case confirmation
provides epidemiological information necessary for making
decisions concerning immunization programs, and implemen-
tation of new available vaccines against the most common bac-
terial meningitis pathogens.”*** Of the non-culture diagnostic
tests, PCR is most commonly used and generates sufficiently
accurate and reliable results, especially when there is a history
of antimicrobial drug use before lumbar puncture.”* Although
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we used the PCR for the diagnosis of the patients, bacterial
meningitis was confirmed by PCR in only 14.1 % of the
patients. This might be the reason why our study likely missed,
thus underestimates many bacterial meningitis cases, particu-
larly among patients whose illnesses did not meet the case defi-
nition. Second, we really do not know the effect of the
subpopulations such as refugees to our epidemiological data.
Despite the limitations, this project has provided useful insights
into the incidence and epidemiology of bacterial meningitis in
Turkey.

In this study we observed a dramatic decrease of Hib and S.
pneumoniae meningitis in Turkish children since Hib and PCV
vaccines have been introduced in NIP. However, the epidemiol-
ogy and etiology of bacterial meningitis may change over time
and by regions in a way that cannot be predicted. Therefore,
ongoing active surveillance is needed to determine the true epi-
demiological data as well as the correct choice of vaccine type
and age for the vaccination to be implemented.” In our pro-
spective surveillance we showed that 90.4 % of meningitis was
caused by N. meningitides with a relative increase over time. In
Turkey, the leading cause of the meningococcal meningitis was
still serogroup W-135 followed by serogroup B. Consistent
with our previous results”> and with results from many other
countries infants seem to be at highest risk for fatal meningitis
caused by serogroup B. Vaccines that provide long-term pro-
tection early in life have the potential to reduce the burden of
meningococcal disease.'®** The epidemiology of meningococ-
cal disease is dynamic, and close monitoring of trends is needed
to accurately assess the benefit of adding meningococcal vac-
cines to the routine infant schedule as well as to vaccinate, chil-
dren, adolescents and displaced populations.

Materials and methods
Study design

Between January 2013 and December 2014 patients attending
the pediatric outpatient and inpatient clinics of 12 hospitals
across 7 regions of Turkey were included in this hospital-based
surveillance study. We estimate that approximately 34% of the
entire Turkish population refers to the 12 pediatric hospitals
and clinics participating the study. The study protocol was
approved by the ethics committee of the Hacettepe University
Institutional Ethics Committee as well as the other sites of local
ethic committees. Children aged between 1 month and 18 y
presenting with meningitis clinical findings during the study
period were screened. Newborns were excluded from the study
for the different pathogens present in the neonatal period.*
Inclusion criteria of suspected acute meningitis were the fol-
lowing: any sign of meningitis [ fever (>38°C), vomiting (>3
episodes in 24 h), headache, signs of meningeal irritation (bulg-
ing fontanel, Kernig or Brudzinski signs, or neck stiffness)] in
children above 1 y of age; fever without any documented
source; impaired consciousness (Blantyre Coma Scale < 4 if <
9 months of age and < 5 if > 9 months of age);>> prostration
(inability to sit unassisted if > 9 months of age or breastfeed if
< 9 months of age) in those < 1 y of age; and seizures (other
than those regarded as simple febrile seizures with full recovery
within 1 h). After written parental/legal guardians consent, CSF
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was collected and processed according pre-defined procedures.
Information regarding patient age, sex, clinical signs and symp-
toms at admission, prior clinical history including hospitaliza-
tion, underlying diseases and use of antimicrobial agents,
laboratory findings at admission, choice of treatment and out-
come were recorded on a standardized form for each patient.

Laboratory analyses

The CSF specimens were collected in a sterile tube and leuko-
cyte counts, protein levels and glucose levels were analyzed.
The following test were performed and evaluated: 1) > 10 leu-
kocytes/mm” in the CSF, and/or 2) higher CSF protein levels
than normal for the patient’s age, and/or 3) lower CSF glucose
levels than normal for the patient’s age. If positive, CSF culture,
polymerase chain reaction (PCR), Gram stain, or antigen detec-
tion test were performed. CSF cultures and Gram stain were
performed in the local hospitals, but CSF samples (minimum
of 0.5 mL) from each patient was stored at —20°C until trans-
portation to the Central Laboratory at Hacettepe University
Pediatric Infectious Diseases Unit, Ankara, Turkey for PCR
analysis. Available bacterial isolates were also sent to the Cen-
tral Laboratory and re-cultured on chocolate and blood agars
and grown at 37°C in 5% CO,. Suspected meningococcal colo-
nies were identified by Gram stain, oxidase test, and rapid car-
bohydrate utilization test Api (API NH Ref. 10400,
BioMerieux, Germany). The phenotypic determination, based
on the antigenic formula (serogroup: serotype: serosubtype) of
meningococcal isolates, was performed by standard methods in
the Meningococcal Reference Unit, Health Protection Agency,
Manchester, United Kingdom.*”*%>®

All samples transferred to the Central Laboratory were
stored at —80°C and melted immediately before each test.
DNA was isolated as previously reported.** Single tube, multi-
plex PCR assay was performed for the simultaneous identifica-
tion of bacterial agents. The specific gene targets were ctrA, bex,
and ply for N. meningitidis, Hib, and S. pneumoniae, respec-
tively.*** PCR was performed by using a DNA thermal cycler
(GeneAmp PCR System model 9700, Applied Biosystems, Fos-
ter City, CA, USA). In samples positive for N. meningitidis,
serogroup prediction (A, B, C, W-135, and Y) was based on the
oligonucleotides in the siaD gene for serogroups B, C, W-135,
and Y, and in orf-2 of a gene cassette required for serogroup
A.*>* All amplicons were analyzed by electrophoresis on stan-
dard 3% agarose gels and visualized using UV fluorescence. A
negative control consisting of distilled water and positive con-
trol consisting of an appropriate reference strain (S. pneumo-
nige ATCC 49613, Hib ATCC 10211, N. meningitidis
serogroup C L94 5016 also known as C11 [C:16:P1.7-1.1],
serogroup A M99 243594 [A:4,21:P1.20,9], serogroup Y MO05
240122 [Y:NT:P1.5], serogroup W-135 M05 240125 [W135:2a:
NST], serogroup B M05 240120 [B:NT:NST] were analyzed
simultaneously.

Statistical analysis

Statistical analyses were performed using the commercial pack-
age SPSS for Windows version 19.0 (SPSS, Inc., Chicago, IL,
USA). Values for numerical variables were provided as mean
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standard deviation or median (interquartile ranges), depending
on normality of distribution. Categorical variables were given
as numbers and total percentages.

Abbreviations
CSF Cerebrospinal fluid
DNA  Deoxyribonucleic acid

Hib Haemophilus influenzae type b

Men A  Neisseria meningitidis serogroup A

Men B Neisseria meningitidis serogroup B

Men C  Neisseria meningitidis serogroup C

Men X  Neisseria meningitidis serogroup X

MenY Neisseria meningitidis serogroup Y

NIP National Immunization Program

PCR Polymerase chain reaction

PCV13 Pneumococcal Conjugate Vaccine 13 valent
PCV7  Pneumococcal Conjugate Vaccine 7 valent
W-135 Neisseria meningitidis serogroup W-135
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