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Abstract

Background: Several surveys have been conducted on the seroprevalence of viral infections caused by Chikungunya and West Nile
viruses in humans. However, there is a paucity of studies on the seroprevalence and spread of these viruses in children.
Objectives: We aimed to investigate the seropositivity of IgG antibodies against Chikungunya and West Nile viruses in a group of
Iranian children aged one month to 14 years.

Methods: A cross-sectional study was performed on blood samples collected from children aged one month to 14 years in Tehran
who attended the outpatient clinics of a children’s hospital from March to December 2018. The serum IgG levels against Chikun-
gunya and West Nile viruses were assessed using the ELISA technique.

Results: Of 180 serum samples assessed for positivity, four (three from boys and one from girls) had positive IgG for Chikungunya
and 11 (seven from boys and four from girls) had positive IgG for West Nile, causing overall seropositivity of 2.2% and 6.1% for Chikun-
gunya and West Nile infections, respectively. Moreover, Chikungunya and West Nile viruses showed no significant association be-
tween seropositivity and sex. High seropositivity was observed predominantly in the age groups of below two years and over 10
years in Chikungunya and West Nile infections, respectively. However, the difference was not significant (P-value > 0.05). In the age
group of one month to two years, all cases with positive IgG were less than six-month-old.

Conclusions: The results of the seroprevalence of Chikungunya and West Nile viruses among children in Tehran showed the preva-
lence of these viral infections in this region. Therefore, these infections should be considered in the differential diagnosis for chil-

dren with clinical symptoms of viral diseases.
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1. Background

Chikungunya is a transmissible viral disease through
the bite of Aedes aegypti and Aedes albopictus mosquitoes.
This disease is essentially a form of acute illness with fever,
rash, and debilitating arthralgia (1). Chikungunya infec-
tion occurs predominantly in Africa, Asia, and the Indian
subcontinent. Following the inoculation of the Chikun-
gunya virus (CHIKV) through the bite of insects, the virus
directly enters the subcutaneous capillaries and then en-
ters into macrophage cells, fibroblasts, and endothelial
cells to propagate in these cells (2). In terms of clinical
manifestations, Chikungunya infection fever is associated
with febrile illness with polyarthralgia and maculopapular
rash. Three types of laboratory tests are available to diag-
nose Chikungunya, including virus isolation, genetic test-
ing by RT-PCR, and serology.

The West Nile virus (WNV), a member of the genus

Flavivirus that has been endemic to many countries in
the world, was reported in nearly all of the United States
and throughout Canada in 1999 (3). The virus can cause
three invasive neurological diseases, including encephali-
tis, meningitis, and acute flaccid arthritis. According to
studies, the high level of human infection with bird hosts
is mainly reported in warm seasons, especially in the mid-
dle or late summer (4). The West Nile virus has a wide dis-
tribution across Africa, the Middle East, Eastern Europe,
Western Russia, Southwest Asia, and Australia. Insect bites
are the main causes of transmission of infection to hu-
mans. Infection is also transmitted through the injection
of platelets, blood, or FPP, as well as the transplantation of
the heart, liver, and kidney (5). Symptoms are mostly sud-
den and include headaches, anemia, fever, myalgia, chills,
vomiting, rash, fatigue, and eye pain. However, fever may
or may not occur, and the rash is usually observed in the
extremities (6). Diagnostically, the level of IgM antibody in
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serum or CSF is completely diagnostic for West Nile infec-
tion using MAC-ELISA.

2. Methods

A cross-sectional study was performed on blood sam-
ples taken from children with the age range of one month
to 14 years, attending the outpatient clinics of Mofid Chil-
dren’s Hospital in Tehran from March to December 2018.
In this analytical descriptive study, the sample size of WNV
was estimated at 11%, based on a study in Iran (7), while
the sample size of CHIKV was estimated at 0.4% based on
a study in Turkey (8). The sample size calculation was per-
formed based on the confidence interval estimation using
the Wilson score interval method with a type I error of
0.05 to obtain acceptable precision (9). The final sample
size was considered as180 to estimate the presumed preva-
lence of 5% with a 95% confidence interval of 2.65 - 9.23.

According to the codes registered on the samples, the
telephone numbers of subjects were obtained from the
laboratory admission system. In the second stage, after
telephone contacts with the children’s parents, the study
checklist concerning age, gender, and place of residence
was completed. In this stage, children with a history of
blood transfusion, blood products, or IVIG injection and
those notliving in Tehran were excluded. In the third stage,
180 samples were categorized according to the age groups
of children. Accordingly, the specimens were divided into
subgroups of one month to two years, two to five years, five
to 10 years, and 10 to 14 years of age. Finally, serum samples
were tested using ELISA to determine the level of serum
IgG against WNV and CHIKV. The ELISA method was used to
identify WNV and CHIKV IgG. To this end, a special ELISA kit
with a cutoff was selected. The cutoff value was defined by
the manufacturer (Shanghai Crystal Day Biotech Co.).

Descriptive analysis was performed to describe the
data, including mean =+ standard deviation (SD) for quan-
titative variables and frequency (percentage) for categori-
cal variables. The Fisher exact test was used to compare the
seroprevalence frequency between the viruses in terms of
sex and age groups. For this purpose, we used the statis-
tical software IBM SPSS Statistics for Windows version 22.0
(IBM Corp. Released 2013, Armonk, New York).

3. Results

A total of 180 serum samples (100 males and 80 fe-
males) were evaluated for the detection of IgG antibody
against WNV and CHIKV. Forty-five specimens were col-
lected from infants aged one month to two years, 45 from
toddlers aged two to five years, 45 from children aged five
to 10 years, and 45 from youngsters aged 10 to 14 years.

In total, of the 180 serum samples, four (three from
boys and one from girls) had positive IgG for Chikungunya
and 11 (seven from boys and four from girls) had positive
IgG for WNV, causing an overall seroprevalence of 2.2% and
6.1% for Chikungunya and WNV infections, respectively.
Four children, including three boys (75%) and one girl
(25%), were seropositive for CHIKV while in the case of West
Nile infection, 63.6% (seven cases) were males and 36.4%
(four cases) were females. Concerning the age groups, 6.6%
of children in the age range of one month to two years were
seropositive for Chikungunya and 11.1% for WNV. In the age
ranges of two to five years and five to 10 years, the seropos-
itivity was 0.0% for Chikungunya and 2.2% for WNV. In the
age range of 10 to 14 years, 2.2% of the samples had IgG an-
tibody against CHIKV and 8.8% against WNV (Tables 1 and

2).

4. Discussion

In the present study, the prevalence of antibodies
against CHIKV and WNV in children aged less than 14 years
residing in Tehran was found to be 2.2% and 6.1%, respec-
tively. Although the cross-reaction IgG antibody can oc-
cur with other arbovirus infections and vaccination (yel-
low fever, Japanese encephalitis, dengue, and Zika), none
of our samples had a history of these diseases or vaccina-
tion.

Numerous studies have been conducted regarding the
prevalence of these two arboviruses in various parts of the
world, mostly in adults, with widely varying results. In
2010, Moro et al. (10) found the frequency of infection with
CHIKVas10.2% (33 out of 325)ina study conducted in north-
eastern Italy on individuals up to 80 years of age. Balasub-
ramaniam from Chennai in India reported a prevalence of
223% in 2011 (from a total of 1,589 people with fever and
joint pain). These rates are much higher than those in our
study; however, around 56% of the subjects in their survey
were between 15 and 44 years of age, while we tested chil-
dren less than 14-years-old (11). In a study carried out by Ka-
jeguka et al. (12) in Tanzania on 1,100 individuals ranging
from two to 70 years of age, IgG antibodies against CHIKV
were found in 3.7%. In a recent study of testing the pres-
ence of the abovementioned virus using the Indirect Im-
munofluorescence test (IIFT) in 2017, Ataly et al. (8) from
Turkey reported a rate of 0.4% (two out of 500 serum sam-
ples from healthy people were positive). Based on the lit-
erature search, we found only one study from Iran carried
out in 1974 by Saidi (13) on the prevalence of arboviruses in
100 children aged one to six years in the Caspian Sea area.
In their study, no evidence of infection by arboviruses was
found in the specified age group. Wide variations in the re-
ports of the prevalence of these viruses may be due to the
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Table 1. Sex and Age Distribution of Chikungunya Infection Among Children®

Chikungunya Seropositive Cases According to Age Groups

b

PValue
One Month to Two Two to Five Years Five to 10 Years (N 10 to 14 Years (N = Total (N=180)
years (n=45) (N=45) 45)
Gender
Male (n= 2/29(6.9); 95% CI: 1.9 0/21(0.0); 95% CI: 0/26 (0.0); 95% CI: 1/24 (4.2); 95% CI: 3100 (3); 95% CI: 1.0 0.55
100) -21.9 0.0-15.4 0.0-12.8 0.4-20.2 -84
Female (n= 1/16 (6.2); 95% CI:1.1- 0/24(0.0); 95% CI: 0/19 (0.0);95% CI: 0/21(0.0); 95% CI: 1.80 (1.2); 95% CI: 0.2 0.20
80) 283 0.0-13.8 0.0-16.8 0.0-15.4 -6.7
Total 3/45 (6.6); 95% CI: 0/45(0.0); 95% CI: 0/45 (0.0); 95% CI: 1/45(2.2);95% CI: 0.4 4180 (2.2); 95% CI: 0.20
23-17.8 0.0-7.8 0.0-7.8 -11.6 0.8-5.5
*Values are expressed as No. (%).
PFisher exact test.
Table 2. Sex and Age Distribution of West Nile Infection Among Children®
West Nile Seropositive Cases According to Age Groups b
PValue
One Month to Two Two to Five Years Five to 10 Years (N 10 to 14 Years (N= Total (N=180)
Years (N =45) (N=45) 45)
Gender
Male (n= 2/29(6.9); 95% CI: 1.9 0/21(0.0); 95% CI: 1/26 (3.8); 95% CI: 0.7 4[24 (16.6); 95% CI: 7/100 (7); 95% Cl:3.4 0.17
100) -21.9 0.0-15.4 6.0-35.8 -13.7
Female (n= 3/16 (18.7); 95% Cl: 124 (4.2);95% CI: 0.7 0/19(0.0); 95% CI: 0/21(0.0); 95% CI: 4/80(5);95% CI:1.9- 0.04
80) 6.5-43.0 -20.2 0.0-16.8 0.0-15.4 121
Total 5/45 (11.1); 95% CI: 1/45(2.2); 95% Cl: 0.4 1/45(2.2);95% CI: 0.4 4/45(8.8);95% CI: 11/180 (6.1); 95% CI: 0.26

4.8-23.5 -115

3.5-20.7 3.4-10.6

?Values are expressed as No. (%).
PFisher exact test.

age difference in the studied subjects, different geograph-
ical conditions, varying climates, differences in the ubig-
uity of Aedes aegypti as the vector responsible for the dis-
ease, and the methods utilized for testing the presence of
the virus.

Another arbovirus transmitted by mosquito Aedes ae-
gypti is WNV, the leading cause of mosquito-borne disease
in the continental United States. Although most people in-
fected with this virus do not feel sick, about one in five de-
velops a fever, and about one in 150 infected individuals
may develop a serious or even a fatal illness (13). The preva-
lence of WNV has been reported to range between 4.2% and
19.7% in different areas of the United States (14). However,
studies from the African continent reported a significantly
higher prevalence of WNV in the decades from the 1950s to
1970s, viz. 13% to 24% from South Africa, 60% to 74% from
Egypt, and 3% to 65% from Kenya (15). In 2009, Wang et al.
found 4.8% of children suspected with WNV fever to be pos-
itive for specific IgG against the virus (16). Studies from the
Middle East have reported varying incidence rates accord-
ing to the studied region and also based on the method
of investigation. For example, Erguanay et al. (17) tested
the sera of 181 people in southeast Turkey using IIFT and
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found 16% of the tested individuals to be seropositive for
IgG against WNV.

The earliest study in this regard from Iran was carried
out in 1976 by Saidi et al. (18) After testing the sera of 698
individuals, mostly children from 13 different provinces,
they found a prevalence of 6.26% for antibodies against
WNV. However, there was a wide difference between differ-
ent regions in terms of seropositivity. In Diji from Khuzis-
tan,100% of children between the ages of five and 10 years
were seropositive, while all individuals from Tabriz were
seronegative; moreover, the prevalence of seropositivity
in Rasht was only 1.8% (18). They attributed this differ-
ence to the fact that areas with high virus activity were
major agricultural regions with widespread systems of ir-
rigation canals that provided suitable breeding places for
mosquitoes, serving vectors for WNV and other mosquito-
borne diseases. In addition, warmer climates in those re-
gions provided longer seasons of mosquito traffic. In 2005,
Sharifi etal. (19) found 5% of 500 samples from adult blood
donors in Tehran to be positive for IgG antibodies against
WNV. These results are comparable to our findings in chil-
dren and may indicate a marginal rise in WNV infection
with increasing age. A study from Chahbahar carried out
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by Aghaie et al. (20) on 540 healthy volunteer adult blood
donors discovered antibodies against WNV in 8.2% of the
participants. However, studies by Chinikar et al. (2010,
2012) in five provinces in North and Central Iran on 300
serum samples from asymptomatic adults showed that the
seroprevalence rate of WNV IgG antibody was 1.3% (20, 21).
In the northeast of Iran, the prevalence of WNV appears to
be higher, asastudy done by Mishkatetal. (7) on182 asymp-
tomatic participants with the age range between 15 and 65
years revealed the IgG seropositivity in 11% of the studied
subjects. However, these findings need to be confirmed by
further studies. As stated above, variations in the preva-
lence of arboviruses in different regions may be attributed
to different factors, including the season during which the
survey was done, as mosquito activity is highest in warm
rainy seasons.

In our study, although the seroprevalence of both types
of viral infections was more common in boys than in girls,
the difference was notsignificant. Regarding differences in
age groups, the infection was found to be more common in
age groups of less than two years (all less than six-months-
old) and over 10 years than in children between two and 10
years of age. Higher levels of IgG antibody in infants less
than six-months-old indicate the transfer of maternal anti-
bodies through the placenta, while higher levels in older
children may be attributed to increasing age, the wider
range of outdoor activities, and more frequent exposure
to mosquitoes. However, considering the limited sample
size and short-time span of the study (nine months), it was
not possible to accurately assess seroprevalence through-
out the year and to determine the seasonal incidence of
these viruses. However, given that the study is the first re-
port of the seroprevalence of these infections in children
in Iran, the information obtained should prove to be valu-
able.

As a conclusion, the positive seroprevalence of Chikun-
gunya and West Nile viruses in a sizeable percentage of the
studied children indicates a notable incidence of these vi-
ral infections in this region of the country. Therefore, these
infections should be considered in the differential diagno-
sis for children with clinical symptoms of viral diseases.
To obtain more accurate statistics on the prevalence and
distribution of seasonal infections among children of vari-
ous gender and age groups in Iranian society, more studies
with larger sample sizes and longer follow-up times are re-
quired.

Acknowledgments

The authors would like to appreciate the staff of the
Infectious Diseases Research Laboratory and Center, Mofid
Children’s Hospital.

Footnotes

Authors’ Contribution: Abdollah Karimi contributed to
the study design. Abas Solgi drafted the manuscript. Shah-
naz Armin was involved in the drafting and critical revision
of the manuscript. All authors read and approved the final
manuscript.

Conflict of Interests: There is no conflict of interest in
this study.

Ethical Approval: The present study was approved by
the Pediatric Infections Research Center, Research Insti-
tute for Children’s Health, Shahid Beheshti University of
Medical Sciences. The Ethics Committee’s approval code is
IR.SBMU.MSP.REC.1397.730.

Funding/Support: The Pediatric Infections Research Cen-
ter supported this project.

References

1. Vu DM, Jungkind D, Angelle Desiree LB. Chikungunya virus. Clin
Lab Med. 2017;37(2):371-82. doi: 10.1016/j.cl.2017.01.008. [PubMed:
28457355]. [PubMed Central: PMC5469677].

2. Kumar R, Sharma MK, Jain SK, Yadav SK, Singhal AK. Cutaneous man-
ifestations of Chikungunya fever: Observations from an outbreak at
a Tertiary Care Hospital in Southeast Rajasthan, India. Indian Derma-
tol Online J. 2017;8(5):336-42. doi: 10.4103/id0j.IDOJ_429_16. [PubMed:
28979866]. [PubMed Central: PMC5621193].

3. Petersen LR, Brault AC, Nasci RS. West Nile virus: Review of the litera-
ture. JAMA. 2013;310(3):308-15. doi: 10.1001/jama.2013.8042. [PubMed:
23860989]. [PubMed Central: PMC4563989].

4. Paz S. Climate change impacts on West Nile virus transmission in
a global context. Philos Trans R Soc Lond B Biol Sci. 2015;370(1665).
doi: 10.1098[rstb.2013.0561. [PubMed: 25688020]. [PubMed Central:
PMC4342965].

5. Nett R, Kuehnert MJ, Ison MG, Orlowski JP, Fischer M, Staples JE. Cur-
rent practices and evaluation of screening solid organ donors for
West Nile virus. Transpl Infect Dis. 2012;14(3):268-77. doi: 10.1111/j.1399-
3062.2012.00743.x. [PubMed: 22606990].

6. Lindsey NP, Staples JE, Lehman JA, Fischer M, Centers for Disease C;
Prevention. Surveillance for human West Nile virus disease - United
States, 1999-2008. MMWR Surveill Summ. 2010;59(2):1-17. [PubMed:
20360671].

7. Meshkat Z, Chinikar S, Shakeri M, Manavifar L, Moradi M, Mirshahabi
H, et al. Prevalence of West Nile virus in Mashhad, Iran: A population-
based study. Asian Pac ] Trop Med. 2015;8(3):203-5. doi: 10.1016/S1995-
7645(14)60315-1. [PubMed: 25902161].

8. Atalay T, Kaygusuz S, Azkur AK. A study of the chikungunya virus in
humans in Turkey. Turk | Med Sci. 2017;47(4):1161-4. doi: 10.3906/sag-
1604-36. [PubMed: 29156857|.

9. Wilson EB. Probable inference, the law of succession, and sta-
tistical inference. | Am Statistic Assoc. 1927;22(158):209-12. doi:
10.1080/01621459.1927.10502953.

10. Moro ML, Gagliotti C, Silvi G, Angelini R, Sambri V, Rezza G, et al.
Chikungunya virus in North-Eastern Italy: A seroprevalence survey.
Am]Trop Med Hyg. 2010;82(3):508-11. doi: 10.4269/ajtmh.2010.09-0322.
[PubMed: 20207883]. [PubMed Central: PMC2829919].

11. Balasubramaniam SM, Krishnakumar |, Stephen T, Gaur R, Appavoo
N. Prevalence of chikungunya in urban field practice area of a pri-
vate medical college, Chennai. Indian | Community Med. 2011;36(2):124-

Arch Pediatr Infect Dis. 2020; 8(2):94416.


http://dx.doi.org/10.1016/j.cll.2017.01.008
http://www.ncbi.nlm.nih.gov/pubmed/28457355
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC5469677
http://dx.doi.org/10.4103/idoj.IDOJ_429_16
http://www.ncbi.nlm.nih.gov/pubmed/28979866
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC5621193
http://dx.doi.org/10.1001/jama.2013.8042
http://www.ncbi.nlm.nih.gov/pubmed/23860989
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC4563989
http://dx.doi.org/10.1098/rstb.2013.0561
http://www.ncbi.nlm.nih.gov/pubmed/25688020
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC4342965
http://dx.doi.org/10.1111/j.1399-3062.2012.00743.x
http://dx.doi.org/10.1111/j.1399-3062.2012.00743.x
http://www.ncbi.nlm.nih.gov/pubmed/22606990
http://www.ncbi.nlm.nih.gov/pubmed/20360671
http://dx.doi.org/10.1016/S1995-7645(14)60315-1
http://dx.doi.org/10.1016/S1995-7645(14)60315-1
http://www.ncbi.nlm.nih.gov/pubmed/25902161
http://dx.doi.org/10.3906/sag-1604-36
http://dx.doi.org/10.3906/sag-1604-36
http://www.ncbi.nlm.nih.gov/pubmed/29156857
http://dx.doi.org/10.1080/01621459.1927.10502953
http://dx.doi.org/10.4269/ajtmh.2010.09-0322
http://www.ncbi.nlm.nih.gov/pubmed/20207883
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC2829919

SolgiAetal.

14.

15.

16.

7.doi: 10.4103/0970-0218.84131. [PubMed: 21976797]. [PubMed Central:
PMC3180937].

. Kajeguka DC, Kaaya RD, Mwakalinga S, Ndossi R, Ndaro A, Chilongola

]JO, et al. Prevalence of dengue and chikungunya virus infections in
north-eastern Tanzania: A cross sectional study among participants
presenting with malaria-like symptoms. BMC Infect Dis. 2016;16:183.
doi: 10.1186/512879-016-1511-5. [PubMed: 27112553]. [PubMed Central:
PMC4845349)].

. Saidi S. Viral antibodies in preschool children. Iran | Public Health.

1974:89-91.

Schweitzer BK, Kramer WL, Sambol AR, Meza JL, Hinrichs SH, Iwen
PC. Geographic factors contributing to a high seroprevalence of West
Nile virus-specific antibodies in humans following an epidemic. Clin
Vaccine Immunol. 2006;13(3):314-8. doi: 10.1128/CVI.13.3.314-318.2006.
[PubMed: 16522771]. [PubMed Central: PMC1391969].

Darwish MA, Ibrahim AH. Survey for antibodies to arboviruses in
Egyptian sera. . West Nile virus antihemagglutinins in human and
animal sera. | Egypt Public Health Assoc. 1971;46(2):61-70. [PubMed:
5094710].

Wang W, Sarkodie F, Danso K, Addo-Yobo E, Owusu-Ofori S, Allain
JP, et al. Seroprevalence of west nile virus in ghana. Viral Immunol.

Arch Pediatr Infect Dis. 2020; 8(2):e94416.

18.

20.

21

2009;22(1):17-22. doi: 10.1089/vim.2008.0066. [PubMed: 19210224].

. Ergunay K, Ozer N, Us D, Ozkul A, Simsek F, Kaynas S, et al. Sero-

prevalence of West Nile virus and tick-borne encephalitis virus
in southeastern Turkey: First evidence for tick-borne encephali-
tis virus infections. Vector Borne Zoonotic Dis. 2007;7(2):157-61. doi:
10.1089/vbz.2006.0574. [PubMed: 17627432].

Saidi S, Tesh R, Javadian E, Nadim A. The prevalence of human infec-
tion with West Nile virus in Iran. Iran ] Public Health. 1976:8-13.

. Sharifi Z, Mahmoodian Shooshtari M, Talebian A. A study of West Nile

virus infection in Iranian blood donors. Arch Iran Med. 2010;13(1):1-4.
[PubMed: 20039761].

Aghaie A, Aaskov |, Chinikar S, Niedrig M, Banazadeh S, Moham-
madpour HK. Frequency of West Nile Virus Infection in Iranian
Blood Donors. Indian | Hematol Blood Transfus. 2016;32(3):343-6. doi:
10.1007/s12288-015-0567-5. [PubMed: 27429528]. [PubMed Central:
PMC4930752].

Chinikar S, Shah-Hosseini N, Mostafavi E, Moradi M, Khakifirouz S,
Jalali T, et al. Seroprevalence of West Nile virus in Iran. Vector Borne
Zoonotic Dis. 2013;13(8):586-9. doi: 10.1089/vbz.2012.1207. [PubMed:
23697768].


http://dx.doi.org/10.4103/0970-0218.84131
http://www.ncbi.nlm.nih.gov/pubmed/21976797
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC3180937
http://dx.doi.org/10.1186/s12879-016-1511-5
http://www.ncbi.nlm.nih.gov/pubmed/27112553
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC4845349
http://dx.doi.org/10.1128/CVI.13.3.314-318.2006
http://www.ncbi.nlm.nih.gov/pubmed/16522771
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC1391969
http://www.ncbi.nlm.nih.gov/pubmed/5094710
http://dx.doi.org/10.1089/vim.2008.0066
http://www.ncbi.nlm.nih.gov/pubmed/19210224
http://dx.doi.org/10.1089/vbz.2006.0574
http://www.ncbi.nlm.nih.gov/pubmed/17627432
http://www.ncbi.nlm.nih.gov/pubmed/20039761
http://dx.doi.org/10.1007/s12288-015-0567-5
http://www.ncbi.nlm.nih.gov/pubmed/27429528
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC4930752
http://dx.doi.org/10.1089/vbz.2012.1207
http://www.ncbi.nlm.nih.gov/pubmed/23697768

	Abstract
	1. Background
	2. Methods
	3. Results
	Table 1
	Table 2

	4. Discussion
	Acknowledgments
	Footnotes
	Authors' Contribution: 
	Conflict of Interests: 
	Ethical Approval: 
	Funding/Support: 

	References

