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Abstract

Background: Excessive wound healing following glaucoma filtration surgery is the main determinant of surgical
failure, resulting from the activation of human Tenon’s capsule fibroblasts (HTFs). To mitigate the excessive wound
healing, the topicall use of antiproliferative agents, such as mitomycin C (MMC) and 5-fluorouracil (5-FU), has
increased the surgery success rate, but the traditional administration of these agents can result in a variety of
toxicities with nonspecific damage. However, modulation of the wound healing process to prevent excessive
fibroblast proliferation and scar formation can play a major role in improving the outcome of surgery. Therefore,
the search for alternative modes of drug delivery and new agents is needed to minimize the ocular complications
and improve the success of surgery. We have shown that there is a postoperative overexpression of the LDL
receptor (LDLr) in the activated HTFs may provide a novel target for drug delivery systems.

Presentation of the Hypothesis: We hypothesize that antifibrotic agents (MMC) encapsulated in LDLr targeting
drug delivery system (LDL-MMC-chitosan nanoparticles) may be proposed in anti-scarring therapy to increase the
safety and effectiveness and to reduce toxicity.

Testing the Hypothesis: A chitosan-based polymeric predrug of MMC was synthesized and its cytotoxicity was
proved to be low. In addition, we propose hyaluronic acid film as a container to release LDL-MMC-chitosan
nanoparticles gradually at subconjunctival filtering site after glaucoma filtration surgery to eliminate the LDL-MMC-
chitosan nanoparticles.

Implications of the Hypothesis and discussion: This strategy can be applicable to anti-scarring therapy during
excessive conjunctival wound healing. This hypothesis integrates advantages of the targeting drug delivery and
antifibrotic agents, such as high efficiency, convenience, and lower the toxicity.

Background
The most common cause of glaucoma filtration sur-
gery failure is excessive scar formation at the surgical
site[1,2]. The activation of HTFs is believed to be
responsible for this problem[3,4], and local use of
antiproliferative agents, such as mitomycin C (MMC)
and 5-fluorouracil (5-FU), has improved the surgical
success by preventing HTFs proliferation and scar for-
mation. The traditional administration of these agents
maintain the patency of the new filtration pathway.
However, filtering blebs treated with these agents can

still fail through scarring and because of their nonspe-
cific mechanisms of action[5,6], these agents can cause
widespread cell death and apoptosis. Thus, the tradi-
tional administration of these agents topically can
result in a variety of complications, including blebitis,
endophthalmitis, corneal epithelial defects, and hypot-
ony with accompanying vision loss[7,8]. It is clinically
well known that chronic tissue effects of antifibrotics
(ie, to the conjunctiva) can occur for many years after
a single topical application. Some authors argued that
the toxicity of MMC to the ciliary epithelium might be
an important contributor to its IOP lowering effect[9].
Because the antifibrotic agents are relatively nonspeci-
fic and react with cells in every phase in the cell cycle,
they cause cytotoxicity by lipid peroxidation and DNA
and protein damages[10].
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These problems have stimulated the search for alter-
native modes of drug delivery and new agents to mini-
mize the ocular complications[11]. Numerous implants
that release MMC continuously have been investigated
to avoid the naturally occurring scarring but cannot
localize the side effects of the agent[12-14], for they can-
not lower the toxicity to non-proliferating cells.
Recently, studies have shown that constant nanoparticle
drug delivery to targeted tissues and cells may offer a
greater therapeutic effect than traditional dosing meth-
ods[15,16]. The results of other studies suggested that
photosensitizer accumulates mainly inside the activated
HTFs via the overexpressed LDLr to absorbs light and
generates cytotoxic reactive oxygen species leading to
cellular damage[17]. This result is confirmed in vivo by
an investigation, using the photodynamic therapy (PDT)
for anti-scarring after glaucoma filtering surgery [18].
Perhaps the most successful approval of PDT is with
photosensitizer for injection (Visudyne) to treat age-
related macular degeneration (AMD).
LDLr is a single-chain transmembrane glycoprotein

that specifically mediates binding and endocytosis of
LDL. Receptor-mediated endocytosis is a highly specific,
high capacity process that can absorb a large amount of
LDL into the cell within a relatively short time. Once
internalized, LDLr dissociates from LDL and is recycled
back to the cell surface where it is available to interact
with many more LDL over its lifetime[19]. Then LDL
are retained and accumulated in the sorting endosome.
Therefore, any agent that can be attached to LDL can
also be internalized and accumulate within LDLr expres-
sing cells. In fact, the expression of the LDL receptors
on the cell surface is regulated by the need of the cell
for cholesterol[20]. It is known that rapidly proliferating
tissues have a high demand for cholesterol for cell mem-
brane synthesis. Increases of 3- to 100-fold in expression
of LDLr over corresponding non-malignant tissues have
been reported in acute myelogenous leukemia, colon
cancer, adrenal adenoma, lung carcinoma, breast cancer,
and prostate cancer[19,21].
Our previous study have shown that the LDLr are

overexpressed in the activated HTFs[22]. As we showed,
the LDLr protein in activated HTFs is 8-fold higher
than that of normal HTFs, and the fluorescence of Dio-
labeled LDL particles uptaked by activated HTFs is
3.73-fold higher than that of the normal HTFs. There-
fore, we propose that the LDLr is a potential molecular
target for the selective delivery of anti-scarring therapy
during excessive conjunctival wound healing.

Presentation of hypothesis
We propose that MMC encapsulated into LDL-chitosan
nanoparticles (LDL-MMC-chitosan nanoparticles) will
be an effective way to deliver MMC specifically to

HTFs. The MMC-chitosan nanoparticles will be made
as reports[23,24]. The nanocontainers are synthesized by
well biodegradable, biocompatible, nonimmunogenic
chitosan. Chitosan and its derivatives draw attention as
a drug delivery vehicle. Especially, ordinary chitosan can
be dissolved in acidic water but not in alkaline, that
means the nanocontainers would degrade in the sorting
endosome and release the MMC. Chitosan can easily
react with many kinds of agents due to having -NH2

and -COOH groups in its structure, which is valuable
for the drug carrier to readily prepare its conjugates
with various drugs to avoid vexatious complications.
That is possible to deal with the application of chitosan
as a carrier for water-insoluble and water-soluble drug
conjugates in anti-scarring therapy. Izume summarized
the toxicity of chitosan including a skin sensitization
study, temporal skin irritation study, ophthalmic sensiti-
zation test, mutagenicity test and patch test for humans;
every study and test showed low toxicity of chitosan,
which can function well as a drug carrier due to long
systemic retention, low toxicity and accumulation in the
target tissue[24-26].
In addition, firstly, nanoparticles increase uptake into

activated HTFs that overexpressed LDLr, and steady
release MMC. Secondly, chitosan nanoparticles confine
and protect the enclosed MMC which may be hydrophi-
lic until they bind to the outer membrane of the tar-
geted HTFs, and lower effective dose of MMC. Thirdly,
chitosan nanoparticles have the capability of keeping
stability in human body. And finally, the scale dimen-
sions of nanoparticles are between 1 and 100 nm, which
favor endocytosis via LDLr.
The LDL particle is a naturally occurring nanostruc-

ture typically with a diameter of 22 nm. It contains a
lipid core of some 1500 esterified cholesterol molecules
and triglycerides. A shell of phospholipids and unesteri-
fied cholesterol surrounds this highly hydrophobic core.
The shell also contains a single copy of apoB-100, which
is recognized by the LDLr[25]. As reported that there
are three ways to interact with LDL[19]: (1) via attach-
ment to the apoB-100 protein on the surface of LDL,
(2) via intercalation into the phospholipid monolayer of
LDL, and (3) via substitution of the agent in the lipid
core of LDL. Therefore, we can combine LDL and
MMC-chitosan nanoparticle by one of the three strate-
gies above.

Testing the hypothesis
To test this hypothesis, a chitosan-based polymeric pre-
drug of MMC was synthesized and the drug release
rates were controlled by the aldehyde degree of chitosan
and the mass ratios of periodate-oxidized chitosan (CS-
CHO) to MMC (mCS-CHO/mMMC). When the mCS-CHO/
mMMC was 5/1, 10/1 and 25/1, the initial release amount
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of MMC was 65%, 50% and 45%. There was an obvious
initial release within the initial 8 h, and the concentra-
tion of MMC in dialysis medium remained unchanged
during the following 60 h. Furthermore, the cytotoxicity
study on chitosan-based polymeric predrug encapsulated
fibroblast indicated that the maximum non-toxic con-
centration of CS-CHO was 8.3, 42.3 and 54.7 mg/ml in
the 24, 48 and 72 h[26]. Therefore, the concentration of
CS-CHO in the practical application should be lower
than the corresponding concentration. In vitro, chito-
san-based polymeric predrug of MMC was a low cyto-
toxic controlled delivery system.
In addition, we plan to insert LDL-MMC-chitosan

nanoparticles into hyaluronic acid film (80 μm

thickness) (Figure 1), which has no toxicity[27]. In glau-
coma filtration surgery, the conjunctival wound is
sutured with subconjunctival implantation of the hya-
luronic acid film at the filtering site. In terms of physical
characteristics, hyaluronic acid film changes from solid
form into gel form within 24 to 48 hours in the tissue
and stays within the tissue for about 7 to 14 days. How-
ever, it has been generally reported that fibroblasts
increase the most at 4 to 7 days postoperatively.
Furthermore, this film material functions as a barrier to
contact between separated tissues by which the post-
operative formation of adhesions is reduced and delayed,
and no subsequent removal procedure is required. With
the gradual degradation of hyaluronic acid film in the

Figure 1 LDL-MMC-chitosan nanoparticles release from hyaluronic acid film. The hyaluronic acid film is implanted into subconjunctival
space at the filtering site, with conjunctival wound is sutured, and LDL-MMC-chitosan nanoparticles release constantly from the hyaluronic acid
film. LDL-MMC-chitosan nanoparticles is made by chitosan nanocontainer encapsulating MMC, and then combined with LDL.
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body, the LDL-MMC-chitosan nanoparticles will be
released into the subconjunctival space, and endocytosed
mainly by activated HTFs at wound site.
We will observe the validity of creating a long-term

effective filtering bleb and decrease of the ocular com-
plications, compared with the control. The encapsula-
tion allows constant release rather than a burst of drugs
so that a high therapeutic efficiency can be achieved
without side effects. The LDL-MMC-chitosan nanoparti-
cles drug delivery system is proposed based on the LDL
receptor endocytosis pathway. The receptor-mediated
uptake mechanism is an interesting aspect of the LDLr
system. Receptor-mediated endocytosis is a highly speci-
fic, high capacity process that can absorb a large amount
of LDL-MMC-chitosan nanoparticles into the activated
HTFs within a relatively short time. Once internalized,
LDLr dissociates from LDL-MMC-chitosan nanoparti-
cles and is recycled back to the cell surface where it is
available to interact with many more LDL-MMC-chito-
san nanoparticles over its lifetime. With a recycle time
of approximately 10 min and a lifetime of about 24 h,
one can assume that each receptor mediates the trans-
port of about 144 LDL-MMC-chitosan nanoparticles
into the activated HTFs per day. Assuming about 1,000
receptors per cell, this provides an extremely efficient
system for delivering its MMC. Therefore, LDL-MMC-
chitosan nanoparticles accumulate mainly within the
activated HTFs instead of bring nonspecific toxicity to
both proliferating and non-proliferating cells.

Implications of the Hypothesis and discussion
In this article, we propose LDL-MMC-nanoparticles as a
consistent drug delivery system that specifically bind to
LDLr mainly in activated HTFs. This may achieve a
long circulation time, low immunogenicity, good bio-
compatibility, highly selective targeting, lower drug dose,
reduced toxicity to normal cells, and increased safety
and effectiveness of anti-scarring therapy during exces-
sive conjunctival wound healing.

Acknowledgements and funding
This study was supported by grants from the National Basic Research
Program (973) of China (No. 2007CB512207) and the National Natural
Science Foundation of China (No.30672275, No. 30400486).

Author details
1Department of Ophthalmology and Vision Science, Eye and Ear Nose Throat
Hospital, Shanghai Medical School, Fudan University, No. 83, Fenyang Road,
Shanghai, PR China. 2State Key Laboratory of Ophthalmology, Zhongshan
Ophthalmic Center, Sun Yat-sen University, 54 Xian Lie Nan Road, 510060
Guangzhou, Guangdong, PR China.

Authors’ contributions
TS conceived the hypothesis and drafted the manuscript; XL carried out the
study of MMC-chitosan nanoparticles synthesis; JG revised the manuscript
critically and gave final approval of the version to be published. All authors
read and approved the final manuscript.

Competing interests
The authors declare that they have no competing interests.

Received: 21 April 2011 Accepted: 8 July 2011 Published: 8 July 2011

References
1. Khaw PT, Chang L, Wong TT, Mead A, Daniels JT, Cordeiro MF: Modulation

of wound healing after glaucoma surgery. Current opinion in
ophthalmology 2001, 12:143-148.

2. Chang L, Crowston JG, Cordeiro MF, Akbar AN, Khaw PT: The role of the
immune system in conjunctival wound healing after glaucoma surgery.
Survey of ophthalmology 2000, 45:49-68.

3. Mearza AA, Aslanides IM: Uses and complications of mitomycin C in
ophthalmology. Expert opinion on drug safety 2007, 6:27-32.

4. Wong TT, Mead AL, Khaw PT: Prolonged antiscarring effects of ilomastat
and MMC after experimental glaucoma filtration surgery. Investigative
ophthalmology & visual science 2005, 46:2018-2022.

5. Kanamoto T, Souchelnytskyi N, Kiuchi Y: Functional proteomics of failed
filtering blebs. Molecular vision 2009, 15:2762-2770.

6. Memarzadeh F, Varma R, Lin LT, Parikh JG, Dustin L, Alcaraz A, Eliott D:
Postoperative use of bevacizumab as an antifibrotic agent in glaucoma
filtration surgery in the rabbit. Investigative ophthalmology & visual science
2009, 50:3233-3237.

7. Georgoulas S, Dahlmann-Noor A, Brocchini S, Khaw PT: Modulation of
wound healing during and after glaucoma surgery. Progress in brain
research 2008, 173:237-254.

8. Shigeeda T, Tomidokoro A, Chen YN, Shirato S, Araie M: Long-term follow-
up of initial trabeculectomy with mitomycin C for primary open-angle
glaucoma in Japanese patients. Journal of glaucoma 2006, 15:195-199.

9. Mansouri K, Ravinet E: Effect of different application depths of
mitomycin-C in deep sclerectomy with collagen implant: a randomized
controlled trial. Clinical & experimental ophthalmology 2009, 37:286-292.

10. Abraham LM, Selva D, Casson R, Leibovitch I: Mitomycin: clinical
applications in ophthalmic practice. Drugs 2006, 66:321-340.

11. Hsu WC, Ritch R, Krupin T, Chen HS: Tissue bioengineering for surgical
bleb defects: an animal study. Graefe’s archive for clinical and experimental
ophthalmology = Albrecht von Graefes Archiv fur klinische und experimentelle
Ophthalmologie 2008, 246:709-717.

12. Blake DA, Sahiner N, John VT, Clinton AD, Galler KE, Walsh M, Arosemena A,
Johnson PY, Ayyala RS: Inhibition of cell proliferation by mitomycin C
incorporated into P(HEMA) hydrogels. Journal of glaucoma 2006,
15:291-298.

13. Zimmerman C, Drewe J, Flammer J, Shaarawy T: In vitro release of
mitomycin C from collagen implants. Current eye research 2004, 28:1-4.

14. Adjadj E, Roy S, Zimmermann C, Shaarawy T, Flammer J, Mermoud A,
Drewe J: Dosage and kinetics of MMC release of a collagen implant
used as a delivery device in glaucoma surgery in the rabbit eye. Journal
francais d’ophtalmologie 2006, 29:1042-1046.

15. Jin S, Ye K: Nanoparticle-mediated drug delivery and gene therapy.
Biotechnology progress 2007, 23:32-41.

16. Broz P, Benito SM, Saw C, Burger P, Heider H, Pfisterer M, Marsch S,
Meier W, Hunziker P: Cell targeting by a generic receptor-targeted
polymer nanocontainer platform. J Control Release 2005, 102:475-488.

17. Chen HY, Ge J, Guo Y, Jin CJ, Lan YQ, Lin MK: The inhibition effect of
photodynamic on human Tenon capsule fibroblast cells. Chinese journal
of ophthalmology 2003, 39:160-162.

18. Jordan JF, Diestelhorst M, Grisanti S, Krieglstein GK: Photodynamic
modulation of wound healing in glaucoma filtration surgery. The British
journal of ophthalmology 2003, 87:870-875.

19. Li H, Gray BD, Corbin I, Lebherz C, Choi H, Lund-Katz S, Wilson JM,
Glickson JD, Zhou R: MR and fluorescent imaging of low-density
lipoprotein receptors. Academic radiology 2004, 11:1251-1259.

20. Konan YN, Gurny R, Allemann E: State of the art in the delivery of
photosensitizers for photodynamic therapy. Journal of photochemistry and
photobiology 2002, 66:89-106.

21. Nikanjam M, Blakely EA, Bjornstad KA, Shu X, Budinger TF, Forte TM:
Synthetic nano-low density lipoprotein as targeted drug delivery vehicle
for glioblastoma multiforme. International journal of pharmaceutics 2007,
328:86-94.

22. Shao T, Gao Q, Jiang R, Duan Y, Sun X, Ge J: Dynamic alteration of low-
density lipoprotein receptor after exposure to transforming growth

Shao et al. Diagnostic Pathology 2011, 6:64
http://www.diagnosticpathology.org/content/6/1/64

Page 4 of 5

http://www.ncbi.nlm.nih.gov/pubmed/11224722?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11224722?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10946081?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10946081?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17181449?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17181449?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21609224?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21609224?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20019882?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20019882?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21609224?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21609224?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18929113?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18929113?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16778640?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16778640?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16778640?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21739672?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21739672?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21739672?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16526821?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16526821?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21736550?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21736550?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16865005?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16865005?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/14704907?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/14704907?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21658048?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21658048?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17269667?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15653165?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15653165?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12880573?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12880573?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12812889?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12812889?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15561572?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15561572?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16959446?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16959446?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20028258?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20028258?dopt=Abstract


factor-beta2 in human Tenon’s capsule fibroblasts. J Ocul Pharmacol Ther
2009, 25:499-506.

23. Song Y, Onishi H, Nagai T: Synthesis and drug-release characteristics of
the conjugates of mitomycin C with N-succinyl-chitosan and
carboxymethyl-chitin. Chemical & pharmaceutical bulletin 1992,
40:2822-2825.

24. Kato Y, Onishi H, Machida Y: N-succinyl-chitosan as a drug carrier: water-
insoluble and water-soluble conjugates. Biomaterials 2004, 25:907-915.

25. Li H, Marotta DE, Kim S, Busch TM, Wileyto EP, Zheng G: High payload
delivery of optical imaging and photodynamic therapy agents to tumors
using phthalocyanine-reconstituted low-density lipoprotein
nanoparticles. Journal of biomedical optics 2005, 10:41203.

26. Duan Lihong, Zheng Qiongjuan, Li Xiaoning, Quan Daping, Ge Jian:
Synthesisi and controlled release of a chitosan-based polymeric prodrug
of mitomycin C [abstract]. Symposium on innovative polymers for controlled
delivery 2010, 99-101.

27. Takeuchi K, Nakazawa M, Yamazaki H, Miyagawa Y, Ito T, Ishikawa F,
Metoki T: Solid hyaluronic acid film and the prevention of postoperative
fibrous scar formation in experimental animal eyes. Archives of
ophthalmology 2009, 127:460-464.

doi:10.1186/1746-1596-6-64
Cite this article as: Shao et al.: Target drug delivery system as a new
scarring modulation after glaucoma filtration surgery. Diagnostic
Pathology 2011 6:64.

Submit your next manuscript to BioMed Central
and take full advantage of: 

• Convenient online submission

• Thorough peer review

• No space constraints or color figure charges

• Immediate publication on acceptance

• Inclusion in PubMed, CAS, Scopus and Google Scholar

• Research which is freely available for redistribution

Submit your manuscript at 
www.biomedcentral.com/submit

Shao et al. Diagnostic Pathology 2011, 6:64
http://www.diagnosticpathology.org/content/6/1/64

Page 5 of 5

http://www.ncbi.nlm.nih.gov/pubmed/20028258?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21739681?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21739681?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21739681?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/14609679?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/14609679?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16178627?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16178627?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16178627?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16178627?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19365025?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19365025?dopt=Abstract

	Abstract
	Background
	Presentation of the Hypothesis
	Testing the Hypothesis
	Implications of the Hypothesis and discussion

	Background
	Presentation of hypothesis
	Testing the hypothesis
	Implications of the Hypothesis and discussion
	Acknowledgements and funding
	Author details
	Authors' contributions
	Competing interests
	References

