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Abstract

Cats are the main reservoirs of zoonotic Bartonella henselae which are the causative agents of Cat Scratch Disease (CSD). The aim of this
study is to compare three diagnostic methods including culture followed by PCR from whole blood, nested-PCR from oral swab and whole
blood, and IFA from serum samples. The diagnosis of B. henselae was compared with the bacteriological methods following conventional
PCR and by two separate nested PCR from blood, and oral cavity swabs which were collected from 81 pet and stray cats in Istanbul,
Turkey. Also the seroprevalence was determined by indirect fluorescent antibody (IFA) technique in the same animals. Bartonella spp. was
determined in 26 (32%) of the blood samples by culture. Twenty of them were identified as B. henselae and 6 of them were B. clarridgeiae
by following conventional PCR assay. Of 81 whole blood samples subjected to PCR, 29 (36%) were positive in the nested reaction. Of these,
20 were identified as B.henselae and 8 were B. clarridgeiae. However, one of the samples was found to be positive for both B. henselae and B.
clarridgeiae DNA by the nested reaction. Of 81oral swab samples subjected to PCR, 25 (31%) were positive in the nested reaction. Of these,
19 were identified as B. henselae and 6 were B. clarridgeiae. B.henselae IgG antibody seroprevalence was detected as 67% (54/81). Using the
combination of blood and oral samples by Nested-PCR simultaneously may increase the sensitivity of the test. Also, the combination of the
blood culture with nested- PCR and serology is likely to give the most definitive information in the diagnosis of bartonellosis in cats.
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Bartonella henselae Infeksiyonunun Saptanmasinda Kiiltiir Sonrasi PCR,
Nested-PCR ve IFA Yontemlerinin Karsilagtirilmasi

Ozet

Kediler kedi tirmalama hastaliginin etkeni olan zoonoz Bartonella henselae bakterisinin ana rezervuaridir. Bu ¢alismanin amaci tam
kandan kultlr sonrasi PCR, tam kan ve oral svaptan nested-PCR ve serum 6rneklerinden IFA yontemlerini iceren 3 farkl teshis yontemini
karsilastirmaktir. B. henselae tanisi icin istanbul, Tirkiye'de yasayan 81 ev ve sokak kedilerinden toplanan kan érneklerinden bakteriyolojik
kiltura takiben yapilan konvansiyonel PCR, tam kan 6rnekleri ve agiz boslugundan alinan svaplarin 2 farkli nested PCR'l ile karsilastirildi.
Ayrica ayni hayvanlarda indirect floresan antikor (IFA) teknigi ile seroprevalance belirlendi. Kiltiir sonucunda 26 (32%) kan &rneginde
Bartonella spp saptandi. Konvansiyonel PCR testleri sonucunda bunlarin 20 adeti B. henselae, alti adeti B. clarridgeiae olarak identifiye edildi.
Nested PCR sonucu, 81 tam kan érneginin 29'u (36%) pozitifti. Bunlarin 20 adeti B. henselae, sekiz adeti B. clarridgeiae olarak identifiye edildi.
Ayni zamanda, 1 ornekte hem B. henselae hem de B. clarridgeiae identifiye edildi. PCR"l yapilan 81 oral svabin 25'i (31%) nested PCR ile
pozitif bulundu. Bunlarin 19 adeti B. henselae, alti adeti B. clarridgeiae olarak identifiye edildi. B.henselae’ya karsi olusmus IgG antikorlarinin
varligi incelenen serum 6rneklerinde seroprevalans %67 (54/81) olarak belirlendi. Sonug olarak kan ve oral svap 6rneklerinden Nested-PCR
kombinasyonunun kullanimi testlerin sensitivitesini arttirabilmektedir. Ayrica kan kiiltlrinin nested-PCR ve seroloji ile kombinasyonu
kedilerde bartonellosis tanisinda muhtemelen en kesin bilgiyi vermektedir.
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INTRODUCTION

Cat scratch disease (CSD) which can be found in many
species including humans is a worldwide zoonosis. Agent
of the disease, Bartonella henselae which is classified in
the family Bartonellaceae, is an intraerythrocytic, slightly
curved Gram negative bacteria ['. The confirmatory
diagnosis in cats cannot be determined based on clinical
signs. Infected cats are usually asymptomatic, but can
still present recurrent bacteraemia, which may last from
months to years. Currently, the laboratory diagnosis of
bartonellosis in cats is based on direct methods (bacterial
isolation and PCR) and indirect methods (Serological tests:
IFA, ELISA, Western Immunobloot) . Because of their
fastidious nature, standard biochemical methods are
not convenient for identification ® and cannot be used
in differentiation of the species in the genus, therefore
molecular methods are commonly used for this purpose “.
The aim of this study was to compare three diagnostic
methods including culture followed by PCR from whole
blood, nested-PCR from oral swab and whole blood, and
IFA from serum samples.

MATERIAL and METHODS

Sample Collection

The samples objected in the study were collected
from 81 cats which stay or visit private clinics and streets
of Istanbul, Turkey. Five of the cats have lesions on their
gingiva while 76 of have no lesions.

Blood samples (3 mL) collected by aseptic procedure
from the jugular vein of the cats, were placed in serum
separator tubes and tubes with EDTA. In the laboratory,
the blood with EDTA was divided into two parts. One part
was used for blood culture immediately; the other part
was stored at -80°C for nested PCR. The sera were stored at
-20°C until analysed.

Dry cotton swab was rolled over the gums or oral
lesions if exists, and swab specimens were collected into
specimen transport media. They were stored in cooling
boxes for transport to the laboratory. They were stored at
-20°C until tested.

The present study was approved by the Animal Care
Committee of Istanbul University, Faculty of Veterinary
Medicine, Approval no: 2012/182.

Bacterial Isolation

The samples in tubes with EDTA kept at -80°C were
thawed at room temperature, vortexed and then
centrifuged at 3800 rpm for 70 min. Upon pouring away the
supernatant, the pellet was suspended in 125 puL Medium
199 Broth and finally mixed by vortex. 250 pL from the
acquired suspensions were inoculated onto Heart Infusion

Agar (HIA) supplemented with 5% defibrinated rabbit
blood, and the suspension in the medium were diffused on
the surface of the medium using their own viscosity. The
plates were incubated at 35°C with 5% CO, in an incubator
for 5 weeks. The presumptive identification of suspected
gram negative bacteria was performed by conventional
biochemical methods as a genus level P!,

From the isolates, DNAs were extracted by using
DNeasy Tissue Kit (Qiagen, Valencia,CA, USA) according
to the manufacturer’s instructions. The PCR assay was
performed as described by Jensen et al.®. PCR products
were separated on a 3% agarose gel, stained with ethidium
bromide and visualized under UV light. The fragments of
172 and 145 bp were evaluated as positive for B. henselae
and B. clarridgeiae, respectively.

Nested-PCR Assay from Whole Blood and
Oral Swab Samples

DNAs were extracted from whole blood by using DNeasy
Tissue Kit (Qiagen, Valencia, CA, USA) according to the
manufacturer’s instructions. The oral swabs were immerged
for 15 min in 400 mL of PBS and vortexed. Then, DNA was
extracted by using DNeasy Tissue Kit (Qiagen, Valencia, CA,
USA) according to the manufacturer’s instructions.

Primary reactions were performed in a 25 pL of volume
as follows: 5 pL extracted DNA, 0.2 mM each dNTP, 0.5
mM each primer (P-bhenfa and P-henr1), 3 mM MgCl,,
10X PCR buffer (50 mM KCL, 10 mM Tris-HCL pH 8.8), 0.5 U
Tag DNA polymerase. DNA amplification was obtained
with pre denaturation at 94°C for 10 min, followed by
40 cycles of denaturation at 94°C for 15 s, annealing
at 48.2°C for 30 s and synthesis at 72°C for 30 s. A final
extension step at 72°C for 5 min was included at the end
of the cycles. The PCR mixtures were cooled at 4°C until
using for nested reactions.

Nested reactions were performed in a 25 pL of volume
as follows: 1 pL primary amplicon, 0.2 mM each dNTP, 0.5
mM each primer (N-bhenfla and N-henr), 1.5 mM MgCl,,
10X PCR buffer (50 mM KCL, 10 mM Tris-HCL pH 8.8), 0.5
U Taq DNA polymerase. DNA amplification was obtained
with predenaturation at 94°C for 10 min, followed by 40
cycles of denaturation at 94°C for 15 s, annealing at 56°C
for 30 s and synthesis at 72°C for 30 s. A final extension step
at 72°C for 5 min was included at the end of the cycles.

Positive controls, consisting of purified B. henselae and
B. clarridgeiae DNAs, and a negative control (water blank)
were included with each run. PCR amplification products
were separated on 3% agarose gel, stained with ethidium
bromide and visualized under UV light. Bands of 152 and
134 bp were evaluated as positive for B.henselae and
B.clarridgeiae, respectively 7.

IFA

The presence of IgG antibodies against to B. henselae
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was measured by indirect fluorescence assay (IFA)
using commercial slides coated with B. henselae (Fuller
Laboratories, California, USA). IFA was performed according
to the instructions of the manufacturer. For detection of
antibodies against to B. henselae, the serum samples were
initially screened at 1: 64 dilutions in phosphate-buffered
saline with goat anti-cat IgG marked with fluorescein
isothiocyanate conjugate (Fuller Laboratories, California,
USA). Positive and negative controls were run in each test.
The intensity of the fluorescence was scored subjectively
from 1 to 4, and a fluorescence score of 2 at a dilution
of 1:64 was considered to be positive.

Statistical Analyses

The sensitivity, specificity, positive and negative
predictive values and diagnostic values for IFA and nested
PCR assays were determined for diagnostic effectiveness
compared to the culture followed by PCR considered as
a gold standard ¥,

RESULTS

Culture

Bartonella spp. was determined in 26 (32%) of the blood
samples by culture. Twenty of them were identified as B.
henselae and 6 of them were B. clarridgeiae by following
conventional PCR assay.

Nested-PCR from Whole Blood

Of 81 whole blood samples subjected to PCR, 29 (36%)
were positive in the nested reaction. Of these, 20 were
identified as B. henselae and 8 were B. clarridgeiae. However,
one of the samples was found positive for both B. henselae
and B. clarridgeiae DNA by the nested reaction.

Nested-PCR from Oral Swabs

Of 81oral swab samples subjected to PCR, 25 (31%)
were positive in the nested reaction. Of these, 19 were
identified as B. henselae and 6 were B. clarridgeiae.

IFA

B. henselae 1gG antibody seroprevalence was detected
as 67% (54/81).

Number of the positive cats are comparatively
summarised according to sampling and test methods on
Table 1.

Results of the cats with oral lesions are summarized
on Table 2.

Statistical Analyses

In this study, the specificity and sensitivity of the nested-
PCR assay from blood (81.8% and 73.1%, respectively) and

oral swab samples (87.3% and 69.2%, respectively) were
found relatively high. On the contrary, the sensitivity of
the IFA test (80.8%) was found the highest of all when the
specificity (40%) was the lowest.

The results are showed on Table 3.

Table 1. Number of the positive cats according to sampling and test
methods

Culture Nested-PCR from | Nested-PCR from IFA Number of
Whole Blood oral samples Positives
+ - - - 1
- + - - 1
- - + - 0
- - - + 27
+ + - - 2
+ - + - 1
+ = = + 2
- + + - 4
- + - + 3
- - + + 1
+ + + - 1
+ A = + 3
+ = + + 3
- + + + 2
+ + + + 13
+: Bartonella spp positive, - : Bartonella spp negative

Table 2. Results of the cats with oral lesions according to sampling and test
methods

Investigated Methods
No of the

gt | Cultre N lood | oratSamples | ™A
1 - + _ +
2 - - - +
3 4 = = +
4 + + + -
5 = = = +

+ : Bartonella spp positive, - : Bartonella spp negative

Table 3. Diagnostic effectiveness for nested-PCR assays and IFA

Diagnostic Nested-PCR from | Nested-PCR from IFA
Effectiveness Whole Blood Oral Samples

Sensitivity 73.1% 69.2% 80.8%
Spesifity 81.8% 87.3% 40%
Positive predictivity 65.5% 72% 38.9%
Negative pedictivity 86.5% 85.7% 81.5%
Diagnostic value 79% 81.5% 53.1%
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DISCUSSION

Bartonella organisms need special growth medium and
they grow very slowly. Some researchers recommended
that isolation of the bacterium was the gold standard
and they indicated that the most successful method to
detect Bartonella species from cat blood was culture and
characterization of the isolate by PCR “?, But, because of
the high prevalence of infection in healthy cats in endemic
areas, Pennisi et al"” determined that the positive culture
was not corroboratory and other compatible diagnoses
must be ruled out. Jensen et al.® presented a single-step
PCR which was suited for the detection of B. henselae and B.
clarridgeiae from culture and blood. However, Rampersad
et al” and Engvall et al."" reported that this method has
questionable sensitivity and show less sensitivity than
culture for the detection of B. henselae and B. clarridgeiae
in blood. Therefore, Rampersad et al.”? recommended
enhancement methods such as a nested-PCR from blood.

Nasoiu et al.? indicated that sequencing and analysis
of bacterial DNA by PCR was a sensitive test to amplify
Bartonella spp. However, they pointed that because of the
bacteria circulates only intermittently, PCR was not offered
many advantages over culture. Bai et al' explained the
overall low success of culture with the observation of low
concentrations of Bartonella bacteria in cat blood and
they pointed that molecular approach does not provide
evidence of viable bacteria in animal samples. In this study,
the results of the nested-PCR from blood were 24.6% for
B. henselae while 11.1% for B. clarridgeiae, and the results
of the blood culture were 24.6% for B. henselae while 7.4%
for B. clarridgeiae. Our detection rates by Nested-PCR and
culture were quite similar. It has been considered that
the detection limit of the bacteria in bacteriological and
molecular methods might be varied. Bartonella species
are very fastidious and the culture processes take longer
time. In some samples, these bacteria might not survive
and could not be cultured; despite of that, the DNA of the
bacterium might be detected by the molecular methods.
Therefore, nested-PCR from blood may be able to an
opportunity for diagnosis of bacteraemia.

Pennisi et al.'"¥ indicated that the oral swab was an
easier procedure than taking blood and testing both blood
and oral samples may easily enhance the sensitivity of PCR
testing, although their positive results of the nested-PCR
from blood more than the rate of the nested-PCR from
oral swabs. Furthermore, Kim et al.'¥ reported that the
results of nested-PCR from saliva (44.1%) were more than
the results of nested-PCR from blood (41.8%). In our study,
the results of nested-PCR from blood (36%) were higher
than the results of nested-PCR from oral swabs (31%).
These results have supported the results of Pennisi et al.'%,
Despite the sensitivity of nested-PCR from oral swabs was
relatively high, positive results might not show the current
infection. In the current study, there have been some cases

that positive nested-PCR from oral swabs without positive
results for culture and nested-PCR-from blood. It was been
thought that, these might be developed due to ingestion
of Bartonella bacteria in flea dirt when the cats acting
grooming behaviour and the infection may be absent.
Also, because of the bacteraemia can be intermittent ©,
nested-PCR from blood can give negative results.

Quimby et al.™ described for the first time for presence
of microbial DNA from oral swabs collected from cats with
and without gingivostomatitis (GS) and they reported that
of the five Bartonella positive samples, only one was from
a cat with GS. Namekata et al.'® indicated that cats with
oral lesions (bacteremic or not) had more frequently PCR
positive oral swabs than cats without oral lesions. In our
study, only one sample of the five cats with oral lesion was
PCR positive. On the other hand, four (two of were culture
positive while two of were blood PCR positive) of the five
cats with oral lesion had bacteraemia while four cats were
seropositive.

The positive results on the serological tests in cats
only document exposure to infection '3 Therefore, the
serological test results are not be used to determine the
Bartonella spp. infection status of individual cats "7, Park
et al."® emphasized that serology has only a retrospective
value, and the cats might have been infected during
some period of their life. Pennisi et al."” determined that
IFAT is more useful for exclusion than for confirmation of
the infection because of the low positive predictive value
compared with the good negative predictive value. In
our study, the diagnostic value of the IFA test was found
that the positive predictive value was only 38.9% and the
negative predictive value was 81.5%. These results were in
parallel with the results of the authors indicated above.

Serologic tests results do not strictly correlate to PCR
analysis and culture. Fabbi et al.® indicated the lack of
the association between seropositivity and the level of
bacteraemia. Lappin and Hawley ' emphasized that
Bartonella species serum antibody test results cannot be
used to accurately predict bacteraemia in cats as some cats
with Bartonella species DNA in blood were seronegative
and some cats with Bartonella species IgG in serum were
negative for Bartonella species DNA in blood. Beside
these, Nasoiu et al.? indicated that compared to the
bacterial isolation, which lasts between 4 and 6 weeks, the
serological tests have the advantage that they are easier to
use, and have duration of 1-2 days, while being economic.
In this study, 28 cats with serum IgG to B. henselae were
negative for B. henselae DNA in blood while 6 cats with
B.henselae DNA in blood were seronegative. These results
have supported the results of Lappin and Hawley ' and
Nasoiu et al.lZ,

It is clear that the clinicians should focus on cats
which are reservoir of the CSD and on preventing this
zoonotic disease. Using the combination of blood and oral
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samples by Nested-PCR simultaneously may be increased
the sensitivity of the test. Also, the combination of the
blood culture with nested- PCR and serology is likely to
give the most definitive information in the diagnosis of
bartonellosis in cats.

REFERENCES

1. Kordick DL, Breitschwerdt EB: Intraerythrocytic presence of Bartonella
henselae. J Clin Microbiol, 33, 1655-1656, 1995.

2. Nasoiu L, Mitrea |, lonita M: Advanced diagnostic methods as tools to
investigate the exposure to bartonella infections in cats. Proc Rom Acad
(Series B, Suppl. 1): 145-150, 2015.

3. Sander A, Buhler C, Pelz K, von Cramm E, Bredt W: Detection and
identification of two Bartonella henselae variants in domestic cats in
Germany. J Clin Microbiol, 35, 584-587, 1997.

4. Zanutto MdS, Mamizuka EM, Raiz-Junior R, Diogo CL, Okay TS,
Hagiwara MK: Experimental infection and horizontal transmission of
Bartonella henselae in domestic cats. Rev Inst Med Trop Séo Paulo, 43, 257-
261,2001. DOI: 10.1590/50036-46652001000500004

5. Koehler JE, Quinn FD, Berger TG, LeBoit PE, Tappero JW: Isolation
of Rochalimaea species from cutaneous and osseous lesions of bacillary
angiomatosis. N Engl J Med, 327, 1625-1631, 1992. DOI: 10.1056/
NEJM199212033272303

6. Jensen WA, Fall MZ, Rooney J, Kordick DL, Breitschwerdt EB: Rapid
identification and differentiation of Bartonella species using a single-step
PCR assay. J Clin Microbiol, 38, 1717-1722, 2000.

7. Rampersad JN, Watkins JD, Samlal MS, Deonanan R, Ramsubeik S,
Ammons DR: A nested-PCR with an internal amplification control for the
detection and differentiation of Bartonella henselae and B. clarridgeiae:
an examination of cats in Trinidad. BMC Infect Dis, 5, 63, 2005. DOI:
10.1186/1471-2334-5-63

8. Jekel JF, Katz DL, Elmore JG, Wild D: Epidemiology, biostatistics and
preventive medicine. Elsevier Health Sciences, Philadelphia, 2007.

9. Fabbi M, De Giuli L, Tranquillo M, Bragoni R, Casiraghi M, Genchi
C: Prevalence of Bartonella henselae in Italian stray cats: evaluation of
serology to assess the risk of transmission of Bartonella to humans. J Clin
Microbiol, 42, 264-268, 2004. DOI: 10.1128/JCM.42.1.264-268.2004

10. Pennisi MG, Marsilio F, Hartmann K, Lloret A, Addie D, Belak S,

Boucraut-Baralon C, Egberink H, Frymus T, Gruffydd-Jones T, Hosie
MJ, Lutz H, Méstl K, Radford AD, Thiry E, Truyen U, Horzinek MC:
Bartonella species infection in cats: ABCD guidelines on prevention
and management. J Feline Med Surg, 15, 563-569, 2013. DOI: 10.1177/
1098612X13489214

11. Engvall EO, Brandstrom B, Fermer C, Blomqvist G, Englund L:
Prevalence of Bartonella henselae in young, healthy cats in Sweden. Vet
Rec, 152, 366-369, 2003. DOI: 10.1136/vr.152.12.366

12. Bai Y, Rizzo MF, Alvarez D, Moran D, Peruski LF, Kosoy M: Coexistence
of Bartonella henselae and B-clarridgeiae in populations of cats and
their fleas in Guatemala. J Vector Ecol, 40, 327-332, 2015. DOI: 10.1111/
jvec.12171

13. Pennisi MG, La Camera E, Giacobbe L, Orlandella BM, Lentini
V, Zummo S, Fera MT: Molecular detection of Bartonella henselae and
Bartonella clarridgeiae in clinical samples of pet cats from Southern Italy.
Res Vet Sci, 88, 379-384,2010. DOI: 10.1016/j.rvsc.2009.11.005

14. Kim YS, Seo KW, Lee JH, Choi EW, Lee HW, Hwang CY, Shin NS,
Youn HJ, Youn HY: Prevalence of Bartonella henselae and Bartonella
clarridgeiae in cats and dogs in Korea. J Vet Sci, 10, 85-87, 2009. DOI:
10.4142/jvs.2009.10.1.85

15. Quimby JM, Elston T, Hawley J, Brewer M, Miller A, Lappin MR:
Evaluation of the association of Bartonella species, feline herpesvirus 1, feline
calicivirus, feline leukemia virus and feline immunodeficiency virus with
chronic feline gingivostomatitis. J Feline Med Surg, 10, 66-72, 2008. DOI:
10.1016/}.jfms.2007.05.007

16. Namekata DY, Kasten RW, Boman DA, Straub MH, Siperstein-
Cook L, Couvelaire K, Chomel BB: Oral shedding of Bartonella in cats:
Correlation with bacteremia and seropositivity. Vet Microbiol, 146, 371-
375,2010. DOI: 10.1016/j.vetmic.2010.05.034

17. Ficociello J, Bradbury C, Morris A, Lappin MR: Detection of
Bartonella henselae IgM in serum of experimentally infected and naturally
exposed cats. J Vet Intern Med, 25, 1264-1269, 2011. DOI: 10.1111/j.1939-
1676.2011.00820.x

18. Park HJ, Lee SE, Hong SH, Lee WJ, Seo KW, Song KH: Seroprevalence
of Toxoplasma gondii and Bartonella henselase infection in stray cats of
the Daejeon City, Korea. Korean J Vet Res, 54, 87-89, 2014. DOI: 10.14405/
kjvr.2014.54.2.87

19. Lappin MR, Breitschwerdt E, Brewer M, Hawley J, Hegarty B,
Radecki S: Prevalence of Bartonella species antibodies and Bartonella
species DNA in the blood of cats with and without fever. J Feline Med Surg,
11, 141-148, 2009. DOI: 10.1016/}.jfms.2008.06.005


http://jcm.asm.org/content/33/6/1655.short
http://www.acad.ro/sectii2002/proceedingsChemistry/doc2015-3s/art39_145.pdf
http://jcm.asm.org/content/35/3/584.short
http://www.scielo.br/scielo.php?script=sci_arttext&pid=S0036-46652001000500004&lng=en&nrm=iso&tlng=en
http://www.nejm.org/doi/full/10.1056/NEJM199212033272303
http://jcm.asm.org/content/38/5/1717.short
http://bmcinfectdis.biomedcentral.com/articles/10.1186/1471-2334-5-63
http://jcm.asm.org/content/42/1/264
http://journals.sagepub.com/doi/abs/10.1177/1098612X13489214
http://journals.sagepub.com/doi/abs/10.1177/1098612X13489214
http://veterinaryrecord.bmj.com/content/152/12/366
http://onlinelibrary.wiley.com/doi/10.1111/jvec.12171/abstract
http://www.sciencedirect.com/science/article/pii/S0034528809002604
https://synapse.koreamed.org/DOIx.php?id=10.4142/jvs.2009.10.1.85
http://journals.sagepub.com/doi/abs/10.1016/j.jfms.2007.05.007
http://www.sciencedirect.com/science/article/pii/S0378113510002907
http://onlinelibrary.wiley.com/doi/10.1111/j.1939-1676.2011.00820.x/abstract
http://koreascience.or.kr/article/ArticleFullRecord.jsp?cn=TSSOBU_2014_v54n2_87
http://journals.sagepub.com/doi/10.1016/j.jfms.2008.06.005

