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Abstract

Background: Staphylococci has been implicated on bone infections and other infections worldwide. The increasing rate of these 
bacterial species to antibiotics is also alarming.

Introduction

Staphylococcus aureus causes diseases ranging from mild skin in-
fections (including boils, impetigo, carbuncles) to serious systemic 
diseases such as pneumonia, bacteremia, wounds, osteomyelitis [6]. 
Staph aureus especially MRSA is known for its ability to develop re-
sistance to several antibiotics, this is a major health care problem 
worldwide. Current estimate in the USA indicates that MRSA causes 
approximately 95000 invasive infections and 19000 mortality cases 
per year [7,8]. Multi-drug resistant MRSA are also prevalent in some 
African countries e.g. Nigeria, Morocco, Kenya and Cameroon [9]. 
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Objective: The aim of this study was to isolate Staphylococci from orthopaedic patients in a tertiary institution in Zaria, Kaduna State, 
Nigeria, and to compare the antibiotics susceptibility pattern of both the coagulase positive and coagulase negative Staphylococci.

Method: A total number of 104 Staphylococci isolates were collected from orthopaedic patients, biochemical tests were carried out 
to characterize these isolates into coagulase positive (Staphylococcus aureus) and coagulase negative Staphylococci. Disc agar dif-
fusion method was used to determine the antibiotics susceptibility while the resistance pattern was classified as either multidrug 
resistance (MDR), extended drug resistance (XDR) or pandrug resistance (PDR).

Results: Out of the 104 Staphylococci isolates, 40 (38.5%) were coagulase positive, out of which 25 (62.5%) were methicillin-re-
sistant Staphylococcus aureus (MRSA). Of the 64 (61.5%) coagulase negative Staphylococci, 49 (76.6%) were methicillin-resistant 
coagulase negative Staphylococci (MRCoNS).The coagulase positive isolates were more susceptible to antibiotics than the coagulase 
negative Staphylococci. Resistance pattern showed 11 (44%), 3 (12%) and 1 (4%) of the MRSA isolates were MDR, XDR, and PDR 
respectively while 14 (28.6%), 3 (6.1%) and 2 (4.1%) of MRCoNS were MDR, XDR, and PDR respectively.

Conclusion: High prevalence of MRSA and MRCoNS was observed and the isolates were generally resistant to beta lactam antibiotics 
used in this study.

Staphylococci are Gram positive cocci, non-motile, non-spore 
forming and aerobic or facultative anaerobic except Staphylococ-
cus saccharolyticus which is an obligate anaerobe. Staphylococci 
are members of the newly formed family, Staphylococcaceae 
[1]. They can be differentiated by coagulase production. An ex-
ample of coagulase producing Staphylococci is Staphylococcus 
aureus, examples coagulase negative Staphylococci (CoNS) are 
Staphylococcus epidermidis, Staphylococcus haemolyticus and 
Staphylococcus saprophyticus [2]. Staphylococcus epidermidis has 
been reported to cause various health care acquired or nosoco-
mial infections while Staphylococcus saprophyticus is associated 

with urinary tract infections especially in adolescent girls and young 
women, Staphylococcus haemolyticus is occasionally recovered in 
wounds, septicaemia and urinary tract infections [3-5].
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The aim of this study was to isolate Staphylococci from skin 
and beddings orthopaedic patients in Ahmadu Bello University 
Teaching Hospital, a tertiary institution in Zaria, Kaduna State, 
Nigeria, and to compare the antibiotics susceptibility pattern 
of both the coagulase positive and coagulase negative Staphylo-
cocci.

Materials and Methods

After obtaining patients’ consent, 179 clinical samples were 
collected from the wound, skin and beddings of orthopaedic pa-
tients in Ahmadu Bello University Teaching hospital, Zaria, Nige-
ria. Gram staining and other biochemical tests including catalase, 
coagulase and deoxyribonuclease tests were carried out using 
the methods described by Cheesbrough [13]. Isolates that were 
Gram positive cocci, catalase positive, coagulase positive and de-
oxyribonuclease positive were classified as coagulase positive 
Staphylococci while isolates that were Gram positive cocci, cata-
lase positive, deoxyribonuclease negative and coagulase negative 
were classified as coagulase negative Staphylococci.

Methicillin-resistance is also frequently observed with coagulase 
negative Staphylococci especially in surgical site infections and 
device associated infections [10,11]. 

In orthopaedics the genus Staphylococcus are the principal 
causative agents of septic arthritis and osteomyelitis which in-
volve inflammatory destruction of joint and bone, they are often 
difficult to manage and may cause serious morbidity [12].

Aim of the Study

Isolation and Classification of Staphylococci strains

Cefoxitin disc diffusion method was used according to Clini-
cal Laboratory Standards Institute (CLSI) recommendation [14].

Detection of Methicillin Resistance

Antibiotics susceptibility test of all the Staphylococci isolates 
were carried out using agar disc diffusion method on Mueller-
Hinton agar (Oxoid, Basingstoke) according to the Clinical and 
Laboratory Standards Institute (CLSI) [14]. The following anti-
biotics was used: Cefoxitin 30 μg, Ceftriaxone 30 μg, Vancomycin 
30 μg, Ampicillin 10 μg, Gentamicin 10 μg, Pefloxacin 5 μg, Cipro-
floxacin 5 μg, Amoxicillin-clavulanic acid 30 μg, Erythromycin 15 
μg and Clindamycin 2 μg (Oxoid Ltd. Basingstoke, London).

Antibiotics Susceptibility Test 

This was done in accordance with the standard given by Joint 
initiative by the European Centre for Disease Prevention and 
Control (ECDC), and the Centre for Disease Prevention and Con-

Determination of Resistance Pattern of MRSA and MRCoNS 
Isolates.

trol (CDC) for proper description of multidrug resistant (MDR), exten-
sively drug-resistant (XDR) and pandrug resistant (PDR) profiles, in 
their conclusion, acquired, non-susceptibility to at least one agent in 
three or more antimicrobial categories were considered MDR, while 
non-susceptibility to at least one agent in all but two or fewer anti-
microbial categories (i.e. bacterial isolates remain susceptible to only 
one or two antimicrobial categories) were considered XDR. PDR was 
considered as non-susceptibility to all agents in all antimicrobial cat-
egories [15,16].

Total number of Staphylococci isolates were 104, 40 (38.5%) were 
coagulase positive (Staphylococcus aureus) while 64 (61.5%) were 
coagulase negative Staphylococci. Methicillin resistance prevalence 
was high, out of the Staphylococcus aureus isolates, 25 (62.5%) were 
methicillin-resistant while 49 (76.6%) were methicillin- resistant co-
agulase negative Staphylococci.

Results 
Distribution of Staphylococci isolates and Methicillin  
resistance

The result of the antibiotics susceptibility testing of all the Staphy-
lococci isolates showed the highest activity with gentamicin (95.2%), 
ciprofloxacin (94.2%) and vancomycin (88.5%) as presented in table 
1. 

Antibiotics Susceptibility test

No of Staphylococci isolates (%) n = 104
Antibiotics Sensitive Intermediate Resistant
Ampicillin 10 µg 2 (1.92) - 102 (98.1)
Ceftriaxone 30 µg 26 (25.0) 23 (22.1) 55 (52.9)
Vancomycin 30 µg 92 (88.5) - 12 (11.5)
Cefoxitn 30 µg 30 (28.8) - 74 (71.2)
Amoxicillin-clavulan-
ic acid 30 µg

38 (36.5) - 66 (63.5)

Erythromycin 15 µg 38 (36.5) 32 (30.8) 34 (32.7)
Clindamycin 2 µg 26 (25.0) 27 (26.0) 51 (49.0)
Ciprofloxacin 5 µg 98 (94.2) 5 (4.8) 1(1.0)
Pefloxacin 5 µg 88 (84.6) 2 (1.9) 14 (13.5)
Gentamicin 10 µg 99 (95.2) 2 (1.9) 3 (2.9)

Table 1: Antibiotics susceptibility of all the Staphyloccoci isolates. 

The antibiotics susceptibility of Staphylococcus aureus and coagu-
lase negative Staphylococci isolates showed high level of resistance 
to ampicillin (95:96.9%), ceftriaxone (77.5:73.4%), clindamycin 
(67.5:79.7%), cefoxitin (62.5%:76.6%), erythromycin (50:70.3%). 
The detail is as shown in figure 1. However, higher level of resistance 
was observed with MRSA and MRCoNS isolates (Figure 2).
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Figure 1: Comparison of percentage antibiotic resistant 
 pattern of S. aureus and CoNS isolates.

Figure 2: Comparison of antibiotic resistance percentage 
 in MRSA and MRCoNS isolates.

Further analysis of the resistance pattern showed that 11 
(44%), 3 (12%) and 1 (4%) of the MRSA isolates were MDR, XDR, 
and PDR respectively while 14 (28.6%), 3 (6.1%) and 2 (4.1%) of 
MRCoNS were MDR, XDR, and PDR respectively (Table 2).

Resistance Level MRSA MRCoNS
Multi-drug resistant (MDR) 11 (44%) 14 (28.6%)
Extended –drug resistant XDR) 3 (12%) 3 (6.1%)
Pan-drug resistant (PDR) 1 (4%) 2 (4.1%)

Table 2: Resistance level of MRSA and MRCoNS isolates.

Staphylococci species especially Staphylococcus aureus has over 
the decades emerged as a very important human pathogen, a leading 
cause of nosocomial infections [17]. Both the Staphylococcus aureus 
and coagulase negative staphylococci species were isolated from the 
skin and beddings of the orthopaedic patients; this is a clear indica-
tion that staphylococci species are possible cause of nosocomial in-
fections. Several previous studies are also in support of this [18-20].

Discussion

In this study, the staphylococci isolates were generally susceptible 
to gentamicin (aminoglycosides) ciprofloxacin (fluoroquinolones) 
and vancomycin (glycopeptides) and highly resistant to beta lactam 
antibiotics used that is ampicillin, amoxycillin-clavulanic acid and cef-
triaxone. The difference in the mechanism of action of these various 
classes of antibiotics might be responsible for the various activities 
observed. Beta lactams inhibit bacteria cell wall synthesis while ami-
noglycosides and fluoroquinolones inhibit protein synthesis and DNA 
synthesis respectively [21,22]. Staphylococcus aureus produces beta 
lactamase enzymes which hydrolyses the beta lactam ring rendering 
the antibiotics ineffective [23]. This might be responsible for high lev-
el of resistance to beta lactam antibiotics observed in this study which 
is in correlation with a previous study [19]. In Nigeria, beta lactam 
antibiotics are generally prescribed and may even be obtained over 
the counter without prescription and this gives room for its being 
abused. Also inability to follow a complete dosage regimen can lead 
to antibiotic resistance all these may have also contributed to the high 
level of resistance to beta lactams and other antibiotics observed. 
High prevalence of MRSA and MRCoNS was observed in this study 
this is in accordance with previous in some parts of Nigeria [24-27]. 
Methicillin-resistant Staphylococcus are now major problem in hos-
pitals and the rate of their incidence is rising considerably in recent 
years [28]. Comparing the resistance pattern of MRSA and MRCoNS, 
a higher percentage MDR was observed in MRSA (44%) this shows 
a possibility that MRSA isolates may be more virulent than MRCoNS 
even though this is beyond the scope of our study; however a previous 
study reported higher mortality rate in MRSA than MRCoNS infection 
[29]. The increasing rate of prevalence of MRSA and MRCoNs isolates 
is alarming especially in developing countries like Nigeria where this 
study was carried out. Increase rate of drug (antibiotics) abuse and 
misuse in our society might have also contributed to high level of mul-
tidrug resistance observed.

Gentamicin was highly active against the MRSA and MRCoNS iso-
lates followed by ciprofloxacin and vancomycin; the dosage form for 
gentamicin is injection this may make its abuse difficult.

Conclusion

There was high prevalence of MRSA and MRCoNS isolates in this 
study; the isolates were generally resistant to beta lactam antibiot-
ics. There is a great need for intensive campaign against misuse and 
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abuse of antibiotics in our society, in like manner the govern-
ment should enforce restricting the prescribing and dispensing 
of antibiotics to professionals alone. Infection control measures 
is highly recommended in our hospitals and community in order 
to reduce the incidence of methicillin resistance.

1. Harris LG., et al. “An introduction to Staphylococcus aureus 
and techniques for identifying and quantifying Staphylococ-
cus aureus adhesins in relation to adhesion to biomaterials: 
review”. European Cells and Materials 4 (2002): 39-60. 

2. Jin M., et al. “Development of a large-scale HPLC-based puri-
fication for the urease from Staphylococcus leei and deter-
mination of sub unit structure”. Protein Expression and Puri-
fication 34.1 (2004): 111-117. 

3. Karsten Becker., et al. “Coagulase-negative Staphylococci”. 
Clinical Microbiology Reviews 27.4 (2014): 870-926. 

4. Innes A., et al. “Treatment of resistant peritonitis in con-
tinuous ambulatory peritoneal dialysis with intraperitoneal 
urokinase: a double-blind clinical trial”. Nephrology Dialysis 
Transplantation 9.7 (1994): 797-799. 

5. Peters DH and Clissold SP. “Clarithromycin: A review of its 
antimicrobial activity, pharmacokinetic properties and ther-
apeutic potential”. Drugs 44.1 (1992): 117-164. 

6. Chandrasekar PH and Brown WJ. “Clinical issues of blood 
cultures”. Archives of Internal Medicine 154.8 (1994): 841-
849. 

7. Hoyert DL and Xu JQ. “Deaths: Preliminary data for 2011”. 
National Vital Statistics Reports 61.6 (2012): 1-52. 

8. Centre for Disease Control and Prevention: Antibiotic resis-
tance threats in the United States, 2013. Atlanta: CDC (2013).

9. Kesah C., et al. “Prevalence of methicillin-resistant Staphylo-
coccus aureus in eight African hospitals and Malta”. Clinical 
Microbiology and Infection 9.2 (2003): 153-156.

10. Huebner J and Goldmann DA. “Coagulase negative staphy-
lo-cocci: role as pathogens”. Annual Review of Medicine 50 
(1999): 223-236.

11. Zong ZY., et al. “Diversity of SCCmec elements in methicillin-resis-
tant coagulase-negative staphylococci clinical isolates”. PLoS One 
6.5 (2011): e20191.

12. Berendt T and Byren I. “Bone and joint infections”. Clinical Medi-
cine 4.6 (2004): 510-518.

13. Cheesbrough M. “District Laboratory Practice in Tropical Coun-
tries, Part 2”. Cambridge University Press (2002): 135-142.

14. Clinical and Laboratory Standards Institute. “Performance stan-
dards for antimicrobial susceptibility testing approved standard. 
M100-S23”. Clinical and Laboratory Standards Institute, Wayne, 
PA (2013). 

15. Magiorakos AP., et al. “Multidrug-resistant, extensively drug resis-
tant and pandrug-resistant bacteria: An international expert pro-
posal for interim standard definitions for acquired resistance”. 
Clinical Microbiology and Infection 18.3 (2012): 268-281.

16. Silpi B., et al. “Multidrug resistant and extensively drug resistant 
bacteria: A study”. Journal of Pathogens (2016): 4065603.

17. Yassin MA., et al. “Antibiograming profiles of Staphylococcus au-
reus isolated from various clinical specimens in Duhok city Iraq”. 
Advance Tropical Medicine and Public Health International 3.1 
(2013): 25-31.

18. Idu UM., et al. “Nosocomial infections in post operative wounds 
due to Staphylococcus aureus andPs. aeruginosa in Benue State, 
Nigeria”. African Journal of Microbiology Research 9.36 (2015): 
1989-1996.

19. Nsofor CA., et al. “Prevalence and antibiotic susceptibility pat-
tern of Staphylococcus aureus isolated from various clinical 
specimens in South East Nigeria”. MOJ Cell Science and Report 3.2 
(2016): 00054. 

20. Morgenstern M., et al. “Antibiotic resistance of commensal Staph-
ylococcus aureus and coagulase negative Staphylococci in an In-
ternational Cohort of Surgeons: A prospective point prevalence 
study”. PLoS ONE 11.2 (2016): e0148437. 

21. Aldred KJ., et al. “Mechanism of quinolone action and resistance”. 
Biochemistry 53.10 (2014): 1565-1574.

25

Citation: Obajuluwa AF., et al. “Antibiogram of Staphylococci Isolates from Orthopaedic Patients”. Acta Scientific Pharmaceutical Sciences 2.7 (2018):  

22-26.

Antibiogram of Staphylococci Isolates from Orthopaedic Patients

https://www.ncbi.nlm.nih.gov/pubmed/14562246
https://www.ncbi.nlm.nih.gov/pubmed/14562246
https://www.ncbi.nlm.nih.gov/pubmed/14562246
https://www.ncbi.nlm.nih.gov/pubmed/14562246
https://www.ncbi.nlm.nih.gov/pubmed/14766306
https://www.ncbi.nlm.nih.gov/pubmed/14766306
https://www.ncbi.nlm.nih.gov/pubmed/14766306
https://www.ncbi.nlm.nih.gov/pubmed/14766306
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC4187637/
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC4187637/
https://www.ncbi.nlm.nih.gov/pubmed/7970121
https://www.ncbi.nlm.nih.gov/pubmed/7970121
https://www.ncbi.nlm.nih.gov/pubmed/7970121
https://www.ncbi.nlm.nih.gov/pubmed/7970121
https://www.ncbi.nlm.nih.gov/pubmed/1379907
https://www.ncbi.nlm.nih.gov/pubmed/1379907
https://www.ncbi.nlm.nih.gov/pubmed/1379907
https://www.ncbi.nlm.nih.gov/pubmed/8154947
https://www.ncbi.nlm.nih.gov/pubmed/8154947
https://www.ncbi.nlm.nih.gov/pubmed/8154947
https://www.ncbi.nlm.nih.gov/pubmed/24984457
https://www.ncbi.nlm.nih.gov/pubmed/24984457
https://www.cdc.gov/drugresistance/pdf/ar-threats-2013-508.pdf
https://www.cdc.gov/drugresistance/pdf/ar-threats-2013-508.pdf
https://www.ncbi.nlm.nih.gov/pubmed/12588338
https://www.ncbi.nlm.nih.gov/pubmed/12588338
https://www.ncbi.nlm.nih.gov/pubmed/12588338
https://www.ncbi.nlm.nih.gov/pubmed/10073274
https://www.ncbi.nlm.nih.gov/pubmed/10073274
https://www.ncbi.nlm.nih.gov/pubmed/10073274
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC3102682/
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC3102682/
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC3102682/
https://www.ncbi.nlm.nih.gov/pubmed/15656476
https://www.ncbi.nlm.nih.gov/pubmed/15656476
https://reflab.yums.ac.ir/uploads/clsi_m100-s23-2013.pdf
https://reflab.yums.ac.ir/uploads/clsi_m100-s23-2013.pdf
https://reflab.yums.ac.ir/uploads/clsi_m100-s23-2013.pdf
https://reflab.yums.ac.ir/uploads/clsi_m100-s23-2013.pdf
https://www.ncbi.nlm.nih.gov/pubmed/21793988
https://www.ncbi.nlm.nih.gov/pubmed/21793988
https://www.ncbi.nlm.nih.gov/pubmed/21793988
https://www.ncbi.nlm.nih.gov/pubmed/21793988
https://www.ncbi.nlm.nih.gov/pubmed/26942013
https://www.ncbi.nlm.nih.gov/pubmed/26942013
https://academicjournals.org/journal/AJMR/article-full-text-pdf/DCAF22755568
https://academicjournals.org/journal/AJMR/article-full-text-pdf/DCAF22755568
https://academicjournals.org/journal/AJMR/article-full-text-pdf/DCAF22755568
https://academicjournals.org/journal/AJMR/article-full-text-pdf/DCAF22755568
https://medcraveonline.com/MOJCSR/MOJCSR-03-00054.php
https://medcraveonline.com/MOJCSR/MOJCSR-03-00054.php
https://medcraveonline.com/MOJCSR/MOJCSR-03-00054.php
https://medcraveonline.com/MOJCSR/MOJCSR-03-00054.php
https://www.ncbi.nlm.nih.gov/pubmed/26840492
https://www.ncbi.nlm.nih.gov/pubmed/26840492
https://www.ncbi.nlm.nih.gov/pubmed/26840492
https://www.ncbi.nlm.nih.gov/pubmed/26840492
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC3985860/
https://www.ncbi.nlm.nih.gov/pmc/articles/PMC3985860/


Volume 2 Issue 7 July 2018
© All rights are reserved by Obajuluwa AF., et al.

22. Mingeot-Leclercq MP., et al. “Aminoglycosides: activity and 
resistance”. Antimicrobial Agents and Chemotherapy 43.4 
(1999): 727-737.

23. Drawz SM and Bonomo RA. “Three decades of beta lacta-
mase inhibitors”. Clinical Microbiology Reviews 23.1 (2010): 
160-201.

24. Udobi CE., et al. “Prevalence and antibiotic resistance pat-
tern of methicillin – resistant Staphylococcus aureus from 
an orthopaedic hospital in Nigeria”. BioMed Research Inter-
national (2013): 860467. 

25. Owolabi Joshua B and Olorioke Ronke. “Prevalence and an-
timicrobial susceptibility of methicillin-resistant Staphy-
lococcus aureus and coagulase negative staphylococci iso-
lated from apparently healthy university students in Ota, 
Nigeria”. Journal of National Sciences Research 5.24 (2015): 
40-48.

26. Ekrami A., et al. “Methicillin-resistant staphylococci: Prev-
alence and susceptibility patterns in a burn centre in Ah-
vaz from 2013-2014”. Iranian Journal of Microbiology 7.4 
(2015): 208-213.

27. Ephraim Ehidiamen Ibadin., et al. “Prevalence of mecA 
gene among staphylococci from clinical sample of a tertiary 
hospital in Benin city, Nigeria”. African Health Services 17.4 
(2017): 1000-1010.

28. Palavecino E. “Clinical, epidemiological and laboratory as-
pects of Methicillin-resistant Staphylococcus aureus MRSA 
infections”. Methods in Molecular Biology 391 (2007): 1-19.

29. Tashiro Masato., et al. “Clinical significant of Methicillin-
resistant coagulase negative Staphylococci obtained from 
sterile specimens”. Diagnostic Microbiology and Infectious 
Disease 81.1 (2015): 71-75.

26

Citation: Obajuluwa AF., et al. “Antibiogram of Staphylococci Isolates from Orthopaedic Patients”. Acta Scientific Pharmaceutical Sciences 2.7 (2018):  

22-26.

Antibiogram of Staphylococci Isolates from Orthopaedic Patients

https://www.ncbi.nlm.nih.gov/pubmed/10103173
https://www.ncbi.nlm.nih.gov/pubmed/10103173
https://www.ncbi.nlm.nih.gov/pubmed/10103173
https://www.ncbi.nlm.nih.gov/pubmed/20065329
https://www.ncbi.nlm.nih.gov/pubmed/20065329
https://www.ncbi.nlm.nih.gov/pubmed/20065329
https://www.hindawi.com/journals/bmri/2013/860467/
https://www.hindawi.com/journals/bmri/2013/860467/
https://www.hindawi.com/journals/bmri/2013/860467/
https://www.hindawi.com/journals/bmri/2013/860467/
https://citeseerx.ist.psu.edu/viewdoc/download?doi=10.1.1.734.9485&rep=rep1&type=pdf
https://citeseerx.ist.psu.edu/viewdoc/download?doi=10.1.1.734.9485&rep=rep1&type=pdf
https://citeseerx.ist.psu.edu/viewdoc/download?doi=10.1.1.734.9485&rep=rep1&type=pdf
https://citeseerx.ist.psu.edu/viewdoc/download?doi=10.1.1.734.9485&rep=rep1&type=pdf
https://citeseerx.ist.psu.edu/viewdoc/download?doi=10.1.1.734.9485&rep=rep1&type=pdf
https://citeseerx.ist.psu.edu/viewdoc/download?doi=10.1.1.734.9485&rep=rep1&type=pdf
https://www.ncbi.nlm.nih.gov/pubmed/26697160
https://www.ncbi.nlm.nih.gov/pubmed/26697160
https://www.ncbi.nlm.nih.gov/pubmed/26697160
https://www.ncbi.nlm.nih.gov/pubmed/26697160
https://www.ajol.info/index.php/ahs/article/view/164351
https://www.ajol.info/index.php/ahs/article/view/164351
https://www.ajol.info/index.php/ahs/article/view/164351
https://www.ajol.info/index.php/ahs/article/view/164351
https://www.ncbi.nlm.nih.gov/pubmed/18025665
https://www.ncbi.nlm.nih.gov/pubmed/18025665
https://www.ncbi.nlm.nih.gov/pubmed/18025665
https://www.ncbi.nlm.nih.gov/pubmed/25312009
https://www.ncbi.nlm.nih.gov/pubmed/25312009
https://www.ncbi.nlm.nih.gov/pubmed/25312009
https://www.ncbi.nlm.nih.gov/pubmed/25312009

	_GoBack
	_GoBack
	_GoBack

