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Abstract
Multiple sclerosis (MS) is the prototypical inflammatory demyelinating disorder of the central nervous system (CNS) [23]. 

Although many advances have been made in the comprehension of its pathogenesis, the etiology is still unknown. Several prognostic 
factors have been suggested in large scale studies, but predictions in individual cases are difficult to make. The prognostic biomarkers 
of cerebrospinal fluid (CSF), such as 14-3-3 tau, and cystatin C, alpha-1 anti-chymotrypsin, cytokines, chemokines are promising 
sources of the information about MS with a good potential of quantitative measure, sensitivity, and reliability. However, none has 
shown sufficient reproducibility to be applied in a clinical practice. This review is addressing the above mentioned biomarkers as MS 
severity predictors at an early stage. Human tear offers high potential as a non-invasive diagnostic fluid (30). Little work has been 
done on the role of the secretory immune system (tear, saliva, mucus) in this disease. They infect the host through mucosal surfaces, 
one may hypothesize that antibodies (Ab) to specific viruses or other immunological markers should be present in the secretions 
of patients with MS. Since the viral agents (DNA,RNA or mobile genetic elements) implicated in neurodegenerative disease, it is 
believed that human immuno- deficiency virus (HIV) binds with the antibody so that it is crippled. Thus causes decline in number of 
T lymphocytes. Though presence of mobile genetic elements have already been accepted but we don’t know how to stop them from 
altering the bio-signaling pathways and causing severe incurable diseases [27].
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TNF-related apoptosis-inducing death ligand (TRAIL) [1], 
a member of the TNF family, has been shown to be involved in 
apoptosis during many neurodegenerative diseases. As one of the 
member of a death ligand family, TRAIL was originally thought 
to target only tumor cells and was not present in CNS. However, 
recent data showed that TRAIL was unregulated in HIV-1-infected 
and immune-activated macrophages, a major disease inducing 
cell during HIV-1-associated dementia (HAD) [24]. In this review, 
we summarize the possible common aspects that TRAIL involved 
those neurodegenerative diseases, TRAIL induced apoptosis 
signaling in the CNS cells, and specific role of TRAIL in individual 
diseases. 

Early and continuous neurodegeneration

In most patients, MS starts with a relapsing–remitting course 
(RRMS), with subacute episodes of neurological symptoms that 
subside spontaneously to apparently normal baseline function. 
After 15–25 years, however, the relapses typically shift into 
progressive neurodegeneration, which is termed secondary 
progressive MS (SPMS; Figure 1a). 10–15% of patients enter 
this neurodegenerative phase directly from the onset of clinical 

disease—a condition known as primary progressive MS (PPMS). 
The majority of patients with MS present in a relapsing-remitting 
fashion and their first attack presents as unilateral optic neuritis, 
a brainstem syndrome or partial myelitis. These presentations are 
known as clinically isolated syndrome (CIS) [19].

Figure 1a: Clinical correlates of neurodegeneration in MS. 1a | 
Rate of conversion to SPMS. In a population-based series of 806 

patients with RRMS with 28-year follow up, median time to  
conversion to SPMS (defined as at least 1 year of deterioration) 

was 15 years, shown here as a cumulative percentage in a  
Kaplan–Meier analysis. Part a adapted from BMJ Publishing 

Group Limited [13].
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Diagnosis

Diagnostic criteria for MS are mainly based on clinical 
evaluation, although this is facilitated by supportive laboratory 
and radiological investigations. In the beginning, the criteria were 
based on clinical evidence of two relapses that were separated in 

Biomarkers in multiple sclerosis

Cytokines: Cytokines are soluble glycoproteins that mediate the 
pathogenesis of MS. It is generally known that IFN-γ, TNF-α and 
IL-6 play an important role in MS pathogenesis. Elevated levels of 
IFN-γ have been detected in the CNS at the peak of EAE disease and 
treatment of patients with IFN-γ was deleterious to MS patients 

Figure 2: Clinical subtypes of MS. Redrawn from Lublin and Reingold 1996 [15].

space (lesions in the different locations in the CNS) and time (at 
least three months apart) [24]. These criteria were updated in 1983 
by the Poser criteria, which allow using also paraclinical evidence 
such as magnetic resonance imaging (MRI), oligoclonal band (OCB) 
analysis from cerebrospinal fluid (CSF) and visual evoked potential 
analysis [22]

Ligand Receptor Produced by Function

TNF-α
TNFR1
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Microglia,

Astrocytes,

T cells

Activates mononuclear cells, induces expression of adhesion 
molecules and Expressed in the active MS lesions and  

increased levels are associated with active disease

IFN-γ
IFNGR1

INFGR2

NK, CD8+,

Th1 CD4+

Activates mononuclear cells, induces MHC I and MHC II  
expression, influences antibody production and apoptosis 

 of T cells detect in MS lesions.

TRAIL TRAIL1, TRAIL2
NK,

NKT

Inhibits T-cell activation and mediate apoptosis of  
neurons and oligodendrocytes.

[21]. Also elevated levels of TNF- α have been detected within MS 
lesions [11]. TNF- α is also present in higher amount in the serum 
and CSF of MS patients compared to healthy controls and it also 
correlates with the severity of the lesions and disease progression 
[16]. IL-6 has been detected in chronic MS lesions and IL-6 deficient 
mice were resistant to EAE [21].

Table 1

Chemokines: Chemokines are small soluble (8-14 kDa) 
proteins that are classified into four main families based on the 
location of intramolecular disulphide bonds (CC, CXC, CX3C, CX) 
in the N-terminus. In the MS pathogenesis several chemokines 
and chemokines receptors have been shown to be important. For 

example, CCL2, CCL4, CCL5, CXCL10, CXCL12, and CXCL13 and their 
receptors including CCR1, CCR2, CCR5, CXCR3, and CXCR4 have 
been detected in the active MS lesions, as well as in CSF and blood 
where they were considered to reflect disease activity [29].
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In the MS pathogenesis several chemokines and chemokines 
receptors have been shown to be important. For example, CCL2, 
CCL4, CCL5, CXCL10, 40 CXCL12, and CXCL13 and their receptors 
including CCR1, CCR2, CCR5, CXCR3, and CXCR4 have been 
detected in the active MS lesions, as well as in CSF and blood where 
they were considered to reflect disease activity [23]. Recently, 
expression of CXCR3+ on circulating CD8+ cells was associated 
with MRI measurements of inflammatory activity and tissue 
destruction [4].

Figure 3: The role of the immune system in multiple sclero-
sis. The role of the immune systemin a possible autoimmune 
(panel A), and infectious (panel B), scenario. (CNS—central 

nervous system.). The role of the immune system in a primary 
neurodegenerative scenario. (CNS—central nervous system) 

(Panel c).

TRAIL and general apoptotic signaling leads to cell death

TRAIL (Apo2L, TNFRSF10) is abundantly expressed in immune 
cells, especially in the NK cells, NKT cells and macrophages [7]. 
TRAIL receptor mediated signaling events leading to apoptosis 
can be divided into two distinct pathways, involving either 
mitochondria (intrinsic) or death receptors (extrinsic) [8,9].

In the death receptor (extrinsic) pathway [26] it has been 
suggested that death receptors DR4 (TRAIL-R1) and DR5 
(TRAIL-R2) oligomerize upon TRAIL binding, the adapter protein 
Fas-associated death domain (FADD) is then recruited. The 
receptor-FADD complex then recruits procaspase-8, which forms 
the death-inducing signaling complex (DISC) where pro-caspase-8 
is activated. Depending on the cell type, active caspase-8 can 
directly lead to the activation of downstream effector caspases, 
including pro-caspase-3, 6 and 7.

The intrinsic apoptotic pathway [15] is regulated by the balance 
between pro apoptotic and anti apoptotic members of the B-cell 
lymphoma 2 (BCL-2) family [5], BCL-2 family protein BID, which 
interacts with BAX or BAK., activates apoptosome. These activates 
caspase-9 causing apoptosis as Lesion in MS [12,32]. During this 
process, Bcl-2 and Bcl-xL appear to directly or indirectly preserve the 
integrity of the mitochondrial membrane, preventing cytochrome C 
release and mitochondria mediated cell death initiation. The pro-
apoptotic proteins Bax and Bak promote cytochrome C release 
from mitochondria. Studies using Bax-deficient human colon 
cancer cells have provided direct evidence that Bax plays a key role 
in mediating apoptosis induced by certain anti-cancer agents [18].

A schematic diagram illustrating the TRAIL and apoptosis 
signaling. TRAIL, upon binding to its cognitive receptors, can 
recruit FADD and pro-caspase-8 to form DISC. DISC releases active 
caspase-8, two major pathways defined as mitochondria dependent 
(intrinsic) and mitochondria independent (extrinsic) pathway. Both 
pathways finally lead to the activation of effector caspases such 
as caspase-3, 6, or 7, cause chromatin condensation and the cell 
apoptosis.

c

Chemokines Receptors Target cells Role in MS

CCL2 CCR2
Monocytes,

T cells, NK

Detected in the MS 
lesions by

astrocytes and  
macrophages

CCL3
CCR1, 
CCR5

Monocytes

Increased  
expression of CCL3 
in the CSF during 

active disease

Table 2
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TRAIL in neurodegenerative diseases

TRAIL is not normally expressed in CNS, it is possible that in the 
neurodegenerative diseases TRAIL expressed on the macrophages 
which may infiltrate into the brain. Those macrophages may 
interact with different cell types in the CNS that possess TRAIL 
receptors causing cell injury or death [15].

TRAIL in HIV-1-associated dementia (HAD)

HAD manifests during the later stages of viral disease as a 
spectrum of neurological and psychiatric symptoms (17). Cognitive 
impairments predominate beginning with forgetfulness, loss of 
concentration, apathy, and may progress to include hallucinations, 
global cognitive dysfunction and coma. Highly active antiretroviral 
therapies (HAART) dramatically improved the survival of people 
living with AIDS and at least temporarily decreased the incidence 
of HAD. Once affecting 20-50% of adults and children respectively, 
now less than 10% of all HIV infected subjects develop 
neurological impairments [25]. Despite this decreased incidence, 
neurological. TRAIL is up-regulated on macrophages in response 
to lipopolysaccharide (LPS) [10]. and IFN-α or γ [8]. HIV infection 
also induces TRAIL [31]. The regulation of TRAIL by these factors, 
along with its ability to induce neuronal apoptosis, suggests that 
TRAIL may be involved in the pathogenesis of HAD [24]. TRAIL 
expressing HIV-1- infected macrophages could initiate neuronal 
injury.

Mobile genetic elements (DNA and RNA)

Retrovirus containing RNA genome and hexagonal head. 
Similarly bacteriophage ɸX174 contains single stranded covalently 

closed circle. Both retrovirus and ɸX174 need a living cell to 
multiply. Obviously their biochemical supplies come from their 
host cell. They have temperate and semi-temperate state. How do 
they differ from a lysogenic λ-bacteriophase? λ continues in two 
different states, either lytic or lysogenic. How about retrovirus? 
We think that retrovirus has similarly two states of existence. If 
we find a way, to induce retroviruses irreversibly then we have 
solve not only the disease HIV and other incurable neurological 
diseases even cancer. In basic science, many of us have spent years 
to learn bacteriophage Mu [32] with a conclusion that mobile DNA 
elements prevailed.

Conclusion

MS disease activity was associated with up regulation of serum 
MIF and, TRAIL, and disease progression was associated with 
increased TRAIL mRNA, MIF and sFas. These observations suggest 
that these molecules may be candidate biomarkers for disease 
activity and progression. Altered expression of immune profiles 
in MS subtypes was found in both protein and gene expression 
levels. In PPMS, elevated sFas, TNF-α and CCL2 concentrations 
is consistent with the presence of inflammatory activity in this 
subtype. gene expression profiles involving genes of Bcl-2 and 
NF-κB families and death receptor pathway were identified. Up 
regulation of these pro- and anti-apoptosis molecules indicate the 
regulatory effect of the immune system in maintaining peripheral 
homeostasis and thereby preventing pathogenetic events. The 
increase in sTRAIL was significantly smaller in the MS patients 
compared with the controls. Hence, activation of MS after delivery 
may be related to inadequate inhibition of T-cell reactivation after 
pregnancy in MS.

Figure 4

Bibliography
1.	 Aktas O., et al. “Neuronal damage in autoimmune 

neuroinflammation mediated by the death ligand TRAIL”. 
Neuron 46 (2005): 421-432.

2.	 Aktas O., et al. “Death Ligands and Autoimmune Demyelination”. 
Neuroscientist 12 (2006): 305-316.

3.	 Bartosik-Psujek H and Stelmasiak Z. “Correlations between 
IL-4, IL-12 levels and CCL2, CCL5 levels in serum and 
cerebrospinal fluid of multiple sclerosis patients”. Journal of 
Neural Transmission 112 (2005a): 797-803.

4.	 Batoulis H., et al. “Emerging concepts in autoimmune 
encephalomyelitis beyond the CD4/T(H)1 paradigm”. Annals 
of Anatomy 192 (2010): 179-193.

5.	 Chipuk JE., et al. “The BCL-2 family reunion”. Molecular Cell 37 
(2010): 299-310.

Citation: Sunil Palchaudhuri. “An Insight on a Neurodegenerative Disease". Acta Scientific Neurology 2.5 (2019): 23-27.

https://www.ncbi.nlm.nih.gov/pubmed/15882642
https://www.ncbi.nlm.nih.gov/pubmed/15882642
https://www.ncbi.nlm.nih.gov/pubmed/15882642
https://www.ncbi.nlm.nih.gov/pubmed/16840707
https://www.ncbi.nlm.nih.gov/pubmed/16840707
https://www.ncbi.nlm.nih.gov/pubmed/15480850
https://www.ncbi.nlm.nih.gov/pubmed/15480850
https://www.ncbi.nlm.nih.gov/pubmed/15480850
https://www.ncbi.nlm.nih.gov/pubmed/15480850
https://www.ncbi.nlm.nih.gov/pubmed/20692821
https://www.ncbi.nlm.nih.gov/pubmed/20692821
https://www.ncbi.nlm.nih.gov/pubmed/20692821
https://www.ncbi.nlm.nih.gov/pubmed/20159550
https://www.ncbi.nlm.nih.gov/pubmed/20159550


An Insight on a Neurodegenerative Disease

27

6.	 Compston A and Coles A. “Multiple sclerosis”. Lancet 359 
(2002): 1221-1231.

7.	 Deng Y., et al. “TRAIL-induced apoptosis requires Bax-
dependent mitochondrial release of Smac/DIABLO”. Genes 
Dev 16 (2002): 33-45.

8.	 Griffith TS., et al. “Monocyte-mediated tumoricidal activity via 
the tumor necrosis factor-related cytokine, TRAIL”. Journal of 
Experimental Medicine 189 (1999): 1343-1354

9.	 Green DR and Reed JC. “Mitochondria and Apoptosis”. Science 
281 (1998): 1309-1311.

10.	 Halaas O., et al. “Lipopolysaccharide induces expression of 
APO2 ligand/TRAIL in human monocytes and macrophages”. 
Scandinavian Journal of Immunology 51 (2000): 244-250

11.	 Hoffmann, O., et al. “Tumour necrosis factor-related 
apoptosis inducing ligand (TRAIL) in central nervous system 
inflammation”. Journal of Molecular Medicine 87 (2009): 753-
763.

12.	 Krammer PH., et al. “Life and death in peripheral T cells”. 
Nature Reviews Immunology 7 (2007): 532-542.

13.	 Scalfari A., et al. Journal of Neurology, Neurosurgery, and 
Psychiatry 85 (2013): 67-75.

14.	 Kobelt G., et al. “The burden of multiple sclerosis 2015: 
Methods of data collection, assessment and analysis of costs, 
quality of life and symptoms”. Multiple Sclerosis 23(2S) 
(2017): 4-16.

15.	 Lublin FD and Reingold SC. “Defining the clinical course of 
multiple sclerosis: results of an international survey. National 
Multiple Sclerosis Society (USA) Advisory Committee on 
Clinical Trials of New Agents in Multiple Sclerosis”. Neurology 
46 (1996): 907-911.

16.	 Maimone D., et al. “Cytokine levels in the cerebrospinal fluid 
and serum of patients with multiple sclerosis”. Journal of 
Neuroimmunology 32 (1991): 67-74.

17.	 Marder K., et al. “Clinical confirmation of the american 
academy of neurology algorithm for HIV-1-associated 
cognitive/motor disorder”. Neurology 47 (1996): 1247-1253.

18.	 Maria JS., et al. “Multiple Sclerosis Journal 23(2S) (2017): 143-
154.

19.	 Miller D., et al. “Clinically isolated syndromes suggestive 
of multiple sclerosis, part I: natural history, pathogenesis, 
diagnosis, and prognosis”. Lancet Neurology 4 (2005): 281-
288.

20.	 Panitch HS., et al. “Exacerbations of multiple sclerosis in 
patients treated with gamma interferon”. Lancet 1 (1987): 
893-895.

21.	 Okuda Y., et al. “Enhancement of Th2 response in IL-6-deficient 
mice immunized with myelin oligodendrocyte glycoprotein”. 
Journal of Neuroimmunology 105 (2000): 120-123.

22.	 Poser CM., et al. “New diagnostic criteria for multiple sclerosis: 
guidelines for research protocols”. Annual Neurology 13 
(1983): 227-231.

23.	 Pugliatti M., et al. “The epidemiology of multiple sclerosis in 
Europe”. European Journal of Neuroimmunology 13 (2006): 
700-722.

24.	 Ryan LA., et al. “TNF-related apoptosis inducing ligand 
mediates human neuronal apoptosis: links to HIV-1 associated 
dementia”. Journal of Neuroimmunology 148 (2004): 127-139.

25.	 Schumacker GA., et al. “Problems of Experimental Trials of 
Therapy in Multiple Sclerosis: Report by the Panel on the 
Evaluation of Experimental Trials of Therapy in Multiple 
Sclerosis”. Annals of the New York Academy of Sciences 122 
(1965): 552-568.

26.	 Secchiero P., et al. “TRAIL promotes the survival and 
proliferation of primary human vascular endothelial cells by 
activating the Akt and ERK pathways”. Circulation 107 (2003): 
2250-2256

27.	 Sacktor N., et al. “HIV-associated neurologic disease incidence 
changes: Multicenter AIDS Cohort Study, 1990-1998”. 
Neurology 56 (2001): 257-226

28.	 Summa V., et al. “Discovery of raltegravir, a potent, selective 
orally bioavailable HIV-integrase inhibitor for the treatment of 
HIV-AIDS infection”. Journal of Medicinal Chemistry 51 (2008): 
5843-55. 

29.	 Szczucinski A and Losy J. “Chemokines and chemokine 
receptors in multiple sclerosis. Potential targets for new 
therapies”. Acta Neurologica Scandinavica 115 (2007): 137-
146.

30.	 Trapp BD., et al. “Axonal transection in the lesions of multiple 
sclerosis”. The New England Journal of Medicine 338 (1998): 
278-285.

31.	 Zhang M., et al. “Identification of a potential HIV-induced source 
of bystander-mediated apoptosis in T cells: upregulation of 
trail in primary human macrophages by HIV-1 tat”. Journal of 
Biomedical Science 8 (2001): 290-296.

32.	 Zipp F. “Apoptosis in multiple sclerosis”. Cell and Tissue 
Research 301 (2000): 163-171.

Volume 2 Issue 5 May 2019
© All rights are reserved by Sunil Palchaudhuri.

Citation: Sunil Palchaudhuri. “An Insight on a Neurodegenerative Disease". Acta Scientific Neurology 2.5 (2019): 23-27.

https://www.ncbi.nlm.nih.gov/pubmed/18970977
https://www.ncbi.nlm.nih.gov/pubmed/18970977
https://www.ncbi.nlm.nih.gov/pubmed/11782443
https://www.ncbi.nlm.nih.gov/pubmed/11782443
https://www.ncbi.nlm.nih.gov/pubmed/11782443
http://jem.rupress.org/content/189/8/1343
http://jem.rupress.org/content/189/8/1343
http://jem.rupress.org/content/189/8/1343
https://www.ncbi.nlm.nih.gov/pubmed/10736093
https://www.ncbi.nlm.nih.gov/pubmed/10736093
https://www.ncbi.nlm.nih.gov/pubmed/10736093
https://www.ncbi.nlm.nih.gov/pubmed/19449143
https://www.ncbi.nlm.nih.gov/pubmed/19449143
https://www.ncbi.nlm.nih.gov/pubmed/19449143
https://www.ncbi.nlm.nih.gov/pubmed/19449143
https://www.ncbi.nlm.nih.gov/pubmed/17589543
https://www.ncbi.nlm.nih.gov/pubmed/17589543
https://www.ncbi.nlm.nih.gov/pubmed/28643592
https://www.ncbi.nlm.nih.gov/pubmed/28643592
https://www.ncbi.nlm.nih.gov/pubmed/28643592
https://www.ncbi.nlm.nih.gov/pubmed/28643592
https://www.ncbi.nlm.nih.gov/pubmed/8780061
https://www.ncbi.nlm.nih.gov/pubmed/8780061
https://www.ncbi.nlm.nih.gov/pubmed/8780061
https://www.ncbi.nlm.nih.gov/pubmed/8780061
https://www.ncbi.nlm.nih.gov/pubmed/8780061
https://www.ncbi.nlm.nih.gov/pubmed/2002092
https://www.ncbi.nlm.nih.gov/pubmed/2002092
https://www.ncbi.nlm.nih.gov/pubmed/2002092
https://www.ncbi.nlm.nih.gov/pubmed/8909438
https://www.ncbi.nlm.nih.gov/pubmed/8909438
https://www.ncbi.nlm.nih.gov/pubmed/8909438
https://www.ncbi.nlm.nih.gov/pubmed/15847841
https://www.ncbi.nlm.nih.gov/pubmed/15847841
https://www.ncbi.nlm.nih.gov/pubmed/15847841
https://www.ncbi.nlm.nih.gov/pubmed/15847841
https://www.ncbi.nlm.nih.gov/pubmed/2882294
https://www.ncbi.nlm.nih.gov/pubmed/2882294
https://www.ncbi.nlm.nih.gov/pubmed/2882294
https://www.ncbi.nlm.nih.gov/pubmed/10742553
https://www.ncbi.nlm.nih.gov/pubmed/10742553
https://www.ncbi.nlm.nih.gov/pubmed/10742553
https://www.ncbi.nlm.nih.gov/pubmed/6847134
https://www.ncbi.nlm.nih.gov/pubmed/6847134
https://www.ncbi.nlm.nih.gov/pubmed/6847134
https://www.ncbi.nlm.nih.gov/pubmed/16834700
https://www.ncbi.nlm.nih.gov/pubmed/16834700
https://www.ncbi.nlm.nih.gov/pubmed/16834700
https://www.sciencedirect.com/science/article/abs/pii/S0165572803005071
https://www.sciencedirect.com/science/article/abs/pii/S0165572803005071
https://www.sciencedirect.com/science/article/abs/pii/S0165572803005071
https://www.ncbi.nlm.nih.gov/pubmed/14313512
https://www.ncbi.nlm.nih.gov/pubmed/14313512
https://www.ncbi.nlm.nih.gov/pubmed/14313512
https://www.ncbi.nlm.nih.gov/pubmed/14313512
https://www.ncbi.nlm.nih.gov/pubmed/14313512
https://www.ncbi.nlm.nih.gov/pubmed/12668516
https://www.ncbi.nlm.nih.gov/pubmed/12668516
https://www.ncbi.nlm.nih.gov/pubmed/12668516
https://www.ncbi.nlm.nih.gov/pubmed/12668516
https://www.ncbi.nlm.nih.gov/pubmed/11160967
https://www.ncbi.nlm.nih.gov/pubmed/11160967
https://www.ncbi.nlm.nih.gov/pubmed/11160967
https://www.ncbi.nlm.nih.gov/pubmed/18763751
https://www.ncbi.nlm.nih.gov/pubmed/18763751
https://www.ncbi.nlm.nih.gov/pubmed/18763751
https://www.ncbi.nlm.nih.gov/pubmed/18763751
https://www.ncbi.nlm.nih.gov/pubmed/17295707
https://www.ncbi.nlm.nih.gov/pubmed/17295707
https://www.ncbi.nlm.nih.gov/pubmed/17295707
https://www.ncbi.nlm.nih.gov/pubmed/17295707
https://www.ncbi.nlm.nih.gov/pubmed/9445407
https://www.ncbi.nlm.nih.gov/pubmed/9445407
https://www.ncbi.nlm.nih.gov/pubmed/9445407
https://www.ncbi.nlm.nih.gov/pubmed/11385301
https://www.ncbi.nlm.nih.gov/pubmed/11385301
https://www.ncbi.nlm.nih.gov/pubmed/11385301
https://www.ncbi.nlm.nih.gov/pubmed/11385301
https://www.ncbi.nlm.nih.gov/pubmed/10928289
https://www.ncbi.nlm.nih.gov/pubmed/10928289

	_GoBack
	_GoBack
	_GoBack

