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Herpes Simplex Virus Meningitis in Children in South East of Caspian Sea, Iran
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Background: Herpes simplex virus (HSV) is a member of Herpesviridae and a leading cause of human viral diseases. Meningitis occurs as a 
complication of HSV-1 or HSV-2 primary infection.
Objectives: We aimed to evaluate HSV meningitis in children in Gorgan province, Iran.
Patients and Methods: Forty-five cerebrospinal fluid samples were taken from children referred with meningitis symptoms. Samples 
with negative bacterial culture results were tested for viral, biochemical and cytological assays. DNA extraction and PCR were performed.
Results: HSV-1 detected in 4 (8.8%) samples without any HSV-2 infections. Cases with positive results had fever and CSF pleocytosis. 
Vomiting, headache and higher count of WBC were observed in 3, 2 and 3 cases respectively. The cerebrospinal fluid (CSF) glucose and 
protein levels were normal and 3 cases showed positive C-reactive protein (CRP) results. Also erythrocyte sedimentation rate (ESR) was 
higher than normal in all positive cases.
Conclusions: Distribution of HSV types in children with meningitis in our area predominantly was type 1 compared with type 2, which 
has been reported more in other area.
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Implication for health policy/practice/research/medical education:
A few molecular studies on viral meningitis in Iranian children are available and no data have been published to date in North of Iran. It is the first de-
scribed viral meningitis in our area. On the other hand, our data reveals that the rate of HSV meningitis is higher than the global average rate and HSV-1 
is the only detected type instead of HSV-2. It shows that we may have to revise and change health prevention programs. Medical laboratory should set up 
and optimize fast and sensitive methods to overcome viral meningitis diagnosis.
Copyright ©  2014, Ahvaz Jundishapur University of Medical Sciences; Published by Kowsar Corp. This is an open-access article distributed under the terms of the Cre-
ative Commons Attribution License, which permits unrestricted use, distribution, and reproduction in any medium, provided the original work is properly cited.

1. Background
Meningitis is a widespread central nervous system dis-

eases especially in children and infants (1). Viruses are the 
most common cause of aseptic meningitis in children 
and the study on etiology, clinical manifestations and 
diagnosis of viral meningitis has priority. Viral meningi-
tis is generally similar to bacterial meningitis with less 
severity and differential diagnosis. In children, clinical 
manifestations of viral meningitis vary according to 
their age, immune status, and etiologic agents (2). 

Neonates are more at the increased risk of severe sys-
temic diseases, particularly nervous system involvement 
with Herpes simplex virus (HSV) (3). It has been reported 
that the herpes virus family collectively involved about 
4% of viral meningitis cases which more are cases caused 
by HSV-2. As HSV-2 is restricted to aseptic meningitis in 
CNS infections, HSV-1 is the most common cause of her-
petic encephalitis; however, some recent studies showed 
the diversion of common herpes virus meningitis causes 
from HSV-2 to HSV-1. Viral meningitis can occur at any age 
but is mostly common among young children. Currently, 

HSV is the second causes of viral meningitis in adoles-
cents and adults living in developing countries (4, 5). Ini-
tial laboratory evaluations of a child with suspected men-
ingitis included blood tests and lumbar puncture. The 
initial blood and CSF tests are essential for  and should 
be bacterial cultures or CBC with differential and platelet 
count should be performed. Lumbar puncture also may 
provide relief symptom in patients with viral meningitis 
(6, 7).

 The diagnosis of viral meningitis is based on culture re-
sults, direct fluorescent antibody (DFA), skin biopsy and 
molecular methods for detection of viral DNA. PCR is a 
method of choice for rapid, sensitive, and specific identi-
fication of HSV (8). Regarding to the importance of appli-
cation of new techniques for viral meningitis detection 
for understanding of feature of epidemiology, pathogen-
esis, management, prognosis, therapy and prevention of 
viral meningitis, molecular diagnosis are pioneer. 

2. Objectives 
The aim of this study was to show the distribution of 
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aseptic meningitis caused by herpes simplex viruses, 
using PCR in children with respect to clinical manifesta-
tions and cerebrospinal fluid (CSF) laboratory findings. 
As far as we know, this is the first report of molecular de-
tection of viruses in CSF from Gorgan, south east of Cas-
pian sea, Iran.

3. Patients and Methods 

3.1. Patients
In this study CSF samples were taken from children 

referred to Taleghani hospital with meningitis symp-
toms from June 2008 to September 2010. Demographic, 
clinical, biochemical and cytological data were collected. 
Children were clinically examined by the specialist and 
then from suspicious cases, samples were collected by 
lumbar puncture of spinal cord. Three separated tubes of 
CSF (3-5 mL) were transported to the laboratory for bac-
terial culture, biochemical analyses, cell count and mo-
lecular recognition. Blood and urine samples were taken 

for microscopic, biochemical assays, cell count and bac-
terial growth. PCR was performed on samples collected 
from patients with CSF pleocytosis and negative bacterial 
culture. Clinically, most of children had fever, vomiting, 
headache and fontanel.

3.2. Extraction
For DNA extraction, high pure viral nucleic acid kit 

(Roche, USA) was used according to manufacturer in-
struction. DNA was stored at -80°C until PCR performed. 

3.3. Polymerase Chain Reaction (PCR)
Glycoprotein D gene sequences were used as primers 

(Table 1) for PCR (9). 
For the reaction, optimized PCR amplifications of HSV-1 

and HSV-2 were performed in a solution with a total vol-
ume of 50 μL containing 1X PCR buffer, 1.5 mM MgCl2, 0.2 
mM each of deoxynucleotide triphosphate (dNTPs), 10 
pmol of each primers and 2.5 unit Taq DNA polymerase 
and nuclease free water (Fermentas, USA). 

Table 1.  Primer Sequences Used for PCR 

Virus Genome Region Amplified Primer Sequence

HSV-1 Glycoprotein D

5' CGA AGA CGT CCG GAA ACA AAC 3'

5' CGG TGC TCC AGG ATA AAA 3'

HSV-2 Glycoprotein D

5'GGA CGA GGC CCG AAA GCA CA3'

5' CGG TGC TCC AGG ATA AA 3'

For both HSV-1 and HSV-2, the PCR program was as fol-
low: 1 cycle at 94°C for 40 seconds followed by 33 cycles 
at 94°C for 20 seconds, 50 °C for 20 seconds and 72°C for 
20 seconds. 

Final extension was performed at 72°C for 1 minute. PCR 
product was loaded on 2 % w/v agarose gel and stained 
with ethidium bromide. The 298 bp product was visual-
ized under UV translumination. Negative and positive 
controls were used.

3.4. Statistical Analysis
 Data entered in SPSS (version 18) and statistical analysis 

performed with Chi Square test. All cases with P < 0.05 
were considered significant.

4. Results
Of forty-five patients, 27 cases (60%) were male and 18 

cases (40%) female. Children were between 1 month and 
10 years old. The mean age of patient was 3.08 years with 
range of 5 months to 7 years (Table 2). 

Table 2.  Distribution of HSV-Positive Cases Based on Their Gen-
der, Age and Residency

Cases No. (%)

Positive

HSV-1 4 (8.8)

HSV-2 0 (0)

Gender

Male 2 (50)

Female 2 (50)

Age, mo

0-24 2 (4/4)

25-48 1 (2.2)

49-72 0 (0)

72-96 1 (2.2)

Residency

Urban 2 (50)

Rural 2 (50)
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The same ratio of male to female, was seen in positive 
cases. Among samples considered for aseptic meningitis, 
only HSV-1 detected in 4 (8.8%) samples without any posi-
tive case for HSV-2. Clinical assay showed a 5-month infant 
(25%) was positive for fontanel. All of them (100%) showed 
0.5 - 1 degrees of fever. Three cases (75%) had vomiting. As 
only more than 2 years old children could express their 
clinical symptoms, 2 (50%) of them showed headache. Pa-
tients were negative for Kernig, Redor, Brudzinski, hepa-
tosplenomegaly, lymphadenopathy, pharyngitis and 
rash. 

Statistically, significant correlation was not found be-
tween clinical symptoms and positive cases. Biochemi-
cal evaluation in positive cases revealed higher ESR in 
all cases (100%). CRP was positive in three cases (75%). CSF 
glucose was normal in all cases (mean 58.25 mg/dL). CSF 
protein level was normal in three cases (75%), and high in 
one case (means 46.5 mg/dL). The mean WBC in CSF was 
466.5 and 14375 WBC in the blood. CSF cell analysis was 
preferred in three cases with lymphocytes and one case 
showed higher degree of PMN. The statistically signifi-
cant correlation was not found between data obtained 
from biochemical analysis and positive cases.

5. Discussion
There are a few studies in Iran that reporting the preva-

lence of HSV meningitis in children. This cross-sectional 
study was performed on children admitted to Taleghani 
hospital who were suspected to meningitis. In our study, 
4 cases showed HSV-1 (8.8%) with no positive HSV-2 infec-
tion result. This is higher than overall rate of HSV menin-
gitis (4%). On the other hand, our findings are different 
from previous reports showing HSV-2 being the most 
common cause of herpes simplex virus meningitis (5). 
Recent study in South of Iran revealed the 20% prevalence 
of HSV meningitis that about 7% belonged to HSV with no 
discrimination between type 1 and 2 (10). 

The prevalence of neonatal herpes differs among coun-
tries. It is rarely seen in the UK but has shown high inci-
dence in USA. Neonatal herpes can be resulted from in-
fection with either HSV-1 or HSV-2, with the latter being 
associated with a poorer prognosis (11, 12). Previous sero-
epidemiological studies in our area, only showed sero-
positivity against HSV-1 (13). It has been also similar with 
the study in Greece (14). HSV meningitis pattern is going 
to be changed in different studies that are showing the 
diversion of prevalent HSV meningitis from HSV-2 to HSV-
1. The HSV-2 is the most common cause of genital herpes 
in most of the countries (15), where it is responsible for 
approximately 85% of cases, and is involved in 70% of neo-
natal herpes (16, 17).

We report the detection of HSV- 4 cases (8.8%) in com-
parison with HSV-2 which was not detected in none of pa-
tients. However, we do not have enough data from Iran, 
in a previous study it was showed that the incidence of 
HSV-1 was four time more (40 %) than HSV-2 (10 %) in CNS 

infections (18). This pattern has also been shown in recent 
studies in Greece which determined HSV-1 instead of HSV-
2 in meningitis cases (8, 14, 19). Recent studies in Europe 
have been showed conversion of epidemiology of HSV-2 
meningitis to HSV-1. HSV-1 is more frequently associated 
with genital herpes than other countries in Japan (16).

 Seroepidemiological study in Japan showed that 40% of 
primary genital herpes results from HSV-1 infection, and 
is relatively common occurrence of neonatal HSV-1 infec-
tion (20). We believe this result may show different epi-
demiological pattern of HSV meningitis like Japan. While 
no clear reason has been established for this difference 
but there could be due to culture, lifestyle and health be-
havior of the people in this region. The rate of male sus-
pected cases in this report were more than female, but in 
positive cases the rate of both genders was equal. As most 
of meningitis cases belonged to children younger than 2 
years old (46 .7%), all positive cases of HSV meningitis had 
fever; this matter had been seen in 98-100% of cases (1, 21, 
22). 

According to our results it seems that clinical symp-
toms are nonspecific and cannot be studied in children 
under 2 years old (23-25). In biochemical analysis as blood 
WBC level is high in infected cases, we have not observed 
in one child however it is not the matter to rule out 
meningitis (26). It seems that the CSF and blood analysis 
could largely suggest the presence of a viral agent in the 
samples, but there are some exceptions. This means we 
need more assays as well as fast and sensitive molecular 
diagnostic methods of viral meningitis. 

In conclusion, as HSV meningitis is treatable and mo-
lecular methods provided a rapid diagnosis of viruses in 
CSF, it has to be considered for management of menin-
gitis patients. It may reduce the hospitalization rate and 
the use of unnecessary therapies and improve the health 
system.

Acknowledgements
The authors appreciate the financial support of the Re-

search Deputy of Golestan Medical University. This proj-
ect was extracted from an MSC thesis.

Authors’ Contribution
Alijan Tabarraei developed the original idea and proto-

col, abstracted and analyzed data, wrote the manuscript, 
and is guarantor. Somyeh Azadfar, Fatemeh Cheraghali, 
Abdolvahab Moradi and Naemeh Javid developed the 
protocol, abstracted data, and prepared the manuscript.

Financial Disclosure
None declared.

Funding/Support
This study was supported by Infectious Diseases Re-

search Center of Deputy of Research and Technology of 



Azadfar S et al.

Jundishapur J Microbiol. 2014;7(1):e85994

Golestan University of Medical Sciences.

References
1.       Logan Sarah AE, MacMahon Eithne. Viral meningitis. BMJ: British 

Med J. 2008;336(7634):36.
2.       Dagan Ron, Jenista Jerri A, Menegus Marilyn A. Association of 

clinical presentation, laboratory findings, and virus serotypes 
with the presence of meningitis in hospitalized infants with en-
terovirus infection. J Pediatr. 1988;113(6):975–978.

3.       Sawyer Mark H, Rotbart Harley A. Aseptic and viral meningitis. In: 
Principles and Practice of Pediatric Infectious Diseases. 2 ed. Long SS, 
Pickering, LK, Prober editor. New York: CG Churchill Livingstone; 
2008.

4.       Kupila L, Vuorinen T, Vainionpaa R, Hukkanen V, Marttila RJ, Ko-
tilainen P. Etiology of aseptic meningitis and encephalitis in an 
adult population. Neurology. 2006;66(1):75–80.

5.       Razonable RMeningitis. Essential update: Blood test successfully 
used to detect fungal meningitis in CFS. 2010. Available from: http://
emedicine.medscape.com/article/232915-overview.

6.       Cherry J.D. , Bronstein DE. Textbook of pediatric infectious diseases. 
6 ed. Feigin RD, Cherry, JD, Demmler-Harrison, GJ, Kaplan, SL edi-
tor. Philadelphia: aunders,; 2009.

7.       Jaffe M, Srugo I, Tirosh E, Colin AA, Tal Y. The ameliorating effect of 
lumbar puncture in viral meningitis. Arc Pediatr Adolescent Med. 
1989;143(6):682.

8.       Fatahzadeh M, Schwartz RA. Human herpes simplex virus infec-
tions: epidemiology, pathogenesis, symptomatology, diagnosis, 
and management. J Am Acad Dermatol. 2007;57(5):737–63.

9.       Read SJ, Kurtz JB. Laboratory diagnosis of common viral infec-
tions of the central nervous system by using a single multiplex 
PCR screening assay. J Clin Microbiol. 1999;37(5):1352–5.

10.       Hosseininasab A, Alborzi A, Ziyaeyan M, Jamalidoust M, Moeini 
M, Pouladfar G, et al. Viral etiology of aseptic meningitis among 
children in southern Iran. J Med Virol. 2011;83(5):884–8.

11.       Fleming DT, McQuillan GM, Johnson RE, Nahmias AJ, Aral SO, Lee 
FK, et al. Herpes simplex virus type 2 in the United States, 1976 to 
1994. N Engl J Med. 1997;337(16):1105–11.

12.       Prober CG, Corey L, Brown ZA, Hensleigh PA, Frenkel LM, Bryson 
YJ, et al. The Management of Pregnancies Complicated by 
Genital Infections with Herpes Simplex Virus. Clin Infect Dis. 
1992;15(6):1031–1038.

13.       Mofidi M, Saeedi M, Behnampoor N. Sero-epidemiologic investi-
gation of Herpes Simplex virus type II in Gorgan, 2005. Med Lab  

J. 2007;1(2):–.
14.       Vrioni G, Kalogeropoulos C, Gartzonika C, Priavali E, Levidiotou 

S. Usefulness of Herpes Consensus PCR methodology to routine 
diagnostic testing for herpesviruses infections in clinical speci-
mens. Virol J. 2007;4:59.

15.       Corey Lawrence, Stone EFranklin, Whitley RichardJ, Mohan Kath-
leen. Difference between Herpes Simplex Virus Type I and Type 
2 Neonatal Encephalitis in Neurological Outcome. The Lancet. 
1988;331(8575-8576):1–4.

16.       Kawana Takashi, Kawaguchi Takehiro, Sakamoto Shoichi. 
Clinical and Virological Studies on Genital Herpes. The Lancet. 
1976;308(7992):964.

17.       Whitley RJ. Neonatal herpes simplex virus infections. Clin Perina-
tol. 1988;15(4):903–16.

18.       Tafreshi NK, Sadeghizadeh M, Amini-Bavil-Olyaee S, Ahadi AM, 
Jahanzad I, Roostaee MH. Development of a multiplex nested 
consensus PCR for detection and identification of major human 
herpesviruses in CNS infections. J Clin Virol. 2005;32(4):318–24.

19.       Markoulatos P, Georgopoulou A, Siafakas N, Plakokefalos E, 
Tzanakaki G, Kourea-Kremastinou J. Laboratory diagnosis of 
common herpesvirus infections of the central nervous system 
by a multiplex PCR assay. J Clin Microbiol. 2001;39(12):4426–32.

20.       Hashido M, Lee FK, Nahmias AJ, Tsugami H, Isomura S, Nagata Y, 
et al. An epidemiologic study of herpes simplex virus type 1 and 
2 infection in Japan based on type-specific serological assays. Epi-
demiol Infect. 1998;120(2):179–86.

21.       Norbakhsh S, Tonwkaboni H, Asghayi M. Consider of herpes virus 
infections in children with aseptic meningoencephalitis were 
admitted to in Rasole akram and Mofid hospitals. J Med Sci Iran. 
2004;42:659–666.

22.       Shalabi M, Whitley RJ. Recurrent benign lymphocytic meningi-
tis. Clin Infect Dis. 2006;43(9):1194–7.

23.       Hatamian B, Fahimzad A. Aseptic meningitis in paediatrics. epi-
demiologic evaluation and cerebrospinal fluid changes. Iran J 
Child Neur. 2009;3(2):21–24.

24.       Norbakhsh S, Tabatabayi A, Parvaresh M. Incidence Caytomegalo 
virus infection in the CSF of children with meningoencephalitis: 
the PCR. J Med Tehran Univ Med Sci. 2009;66(10):734–739.

25.       Rorabaugh ML, Berlin LE, Heldrich F, Roberts K, Rosenberg LA, 
Doran T, et al. Aseptic meningitis in infants younger than 2 years 
of age: acute illness and neurologic complications. Pediatrics. 
1993;92(2):206–11.

26.       Purulent CSF. Cerebrospinal fluid analysis. Am Fam Physician. 
2003;68(6):1103–1109.


