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Purpose: Drusen are deposits located between the retinal pigment epithelium and Bruch’s membrane in age-related
maculopathy. They are believed to be photoreceptor byproducts that are incompletely metabolized by the retinal pigment
epithelium. This study therefore compares the lectin histochemistry of drusen, photoreceptors, retinal pigment epithelium,
and Bruch’s membrane.

Methods: Semithin sections of three eyes with age-related maculopathy were studied using 19 biotinylated lectins and
an avidin-peroxidase-revealing system with and without neuraminidase pretreatment.

Results: High mannose, bi and tri-antennary nonbisected and bisected complex N-glycan, N-acetyl glucosamine and
galactose were expressed by drusen, retinal pigment epithelium, Bruch’s membrane, and photoreceptors while N-acetyl
galactosamine and fucose were absent; treatment with neuraminidase exposed subterminal galactose in both sites and
sparse N-acetyl galactosamine residues in drusen alone. Overall, there were striking similarities between the lectin binding
of drusen, retinal pigment epithelium, and the photoreceptor outer segments, though cone outer segments were distinct in
some features of their O-linked glycosylation.

Conclusions: The results suggest that the pathogenesis of drusen is a combined mechanism, involving photoreceptors,
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Bruch’s membrane, and the retinal pigment epithelium.

Drusen are yellowish extracellular deposits between the
retinal pigment epithelium (RPE) and the inner collagenous
zone of Bruch’s membrane in the aging eye [1,2].
Ultrastructurally, the material in early drusen resembles
components of the aging Bruch’s membrane, both containing
membrane-bound bodies that rupture to release vesicular and
granular material [3]. Previous studies have suggested the role
of photoreceptors and RPE in the formation of drusen [4].

Bishop and coworkers [5] have detected complex
bisected and non-bisected bi and tri-antennary N-glycans in
the human interphotoreceptor matrix and photoreceptor inner
and outer segments as well as sialic acid in 2,3 and to a lesser
extent 2,6 linkage with subterminal N-acetyl galactosamine
(GaINAc) in interphotoreceptor matrix. In their study, rod and
cone outer segments bound mannose while rod outer segments
bound N-acetyl glucosamine (GlcNAc). Fong and colleagues
[6] have previously described interphotoreceptor retinol
binding protein binding to Canavalia ensiformis (CON-A),
Lens culinaris (LCA), and wheatgerm (WGA) agglutinins and
after pretreatment with neuraminidase and Ricinus communis
agglutinin (RCA). The cone matrix sheath binds the lectin
Arachis hypogaea (AHA) while the rod matrix binds WGA,
LCA, and AHA after neuraminidase pretreatment. Uehara and
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colleagues [7] have identified sialylated and nonsialylated
Jacalin binding protein in association with rod and cone cells
respectively. They postulate that this protein is synthesized
and acts locally. The hypothesis of this study is that drusen
pathogenesis is a combined mechanism, involving
photoreceptors, Bruch’s membrane, and RPE. We have
therefore compared the saccharide composition of Bruch’s
membrane, RPE, and photoreceptors with that of drusen using
lectins as a tool. Lectins are glycoproteins with a high affinity
for specific saccharides. As the lectin binding specificities are
known, the presence of particular saccharides can be inferred.
Semithin, resin-embedded tissue sections were used to
enhance resolution at the light microscope level

METHODS

Three paraffin-embedded eyeball specimens were obtained
from the pathology archives of the Manchester Royal Eye
Hospital for this study. The histological diagnosis in all three
cases was age-related macular degeneration. The clinical
diagnosis for two of these cases, and the reason for
enucleation, was blind painful eyes due to coexistent
glaucoma. The third case was a blind eye in which the patient
developed a corneal abscess. In all cases, drusen were an
associated finding on histopathological examination.

Small pieces (5x3 mm) of tissue were excised from wax
blocks. These were dewaxed in vials of xylene then rehydrated
and washed in 0.1 M sodium cacodylate buffer, pH 7.3, before
fixation in 2.5% glutaraldehyde (Agar Scientific Ltd.,
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TABLE 1. BIOTINYLATED LECTINS USED AND THEIR MAJOR SPECIFICITES

Lectin Source

Mannose

CON A Canavalia ensiformis

PSA Pisum sativum

e-PHA Phaseolus vulgaris (erythroagglutin)
I-PHA Phaseolus vulgaris (leukoagglutinin)
Sialic acid

SNA-1 Sambucus nigra

MAA Maackia amurensis

LFA Limax flavus

N-acetyl glucosamine oligomers

WGA Triticum vulgaris

DSA Datura stramonium
STA Solanum tuberosum
SBA Glycine max

DBA Dolichos biflorus

WFA Wisteria floribunda
Galactose

AHA Arachis hypogaea

MPA Maclura pomifera
Jacalin Artocarpus integrifolia (Jacalin)
BSA-1B4 Bandeiraea simplicifolia
ECA Erythrina cristagalli
Fucose

UEA-1 Ulex europaeus

Major specificity

aD-man,a-D-Glc, terminal or al,2 N-linked sequences, high mannose, intermediate and small
complex structures [10].

a-D-man in non-bisected bi and tri antennary complex N glycan [10].

Bisected bi and tri-antennate complex N glycan [10]

Tri and tetra-antennate nonbisected complex N glycan [10].

Neu5Aca2,6Gal/GalNAc- [10].
NeuSAca2,3Galbl [10]
Sialyl terminals [11]

(—4GIcNAc b1,4GlcNAcb1-)n,
(-Galb1,4GIcNAcb1-)n [10]
-GlecNAcb1,4GlcNAc- [10]

b1,4GIcNAc oligomers [10]

N-Acetyl galactosamine

Terminal GalNAcal-[10]
GalNAcal,3(Fucl,2)Galb1,4GlcNAc- [10]
GalNAcal,6GalBl-, bGalNAc [12]

Galbl,3GalNAca->Galb1,4GlcNAcal [10]
Galbl,3GalNAcal->GalNAcal-[10]
Galbl,3GalNAc-, Galal,6—[10]
Galal,3Galb1l,4GIcNAcb- [10]
Galbl,4GlIcNAc- [10]

Fucal,2Galb1,4GlcNAc- [10]

The biotinylated lectins used in the study are listed grouped by major specificity; source references are provided in parentheses.

Stansted, UK) in 0.1 M sodium cacodylate buffer, pH 7.3, for
2-4 h. Afterwards, samples were rinsed in buffer and
processed in TAAB epoxy resin (TAAB Laboratories
Equipment Ltd., Aldermaston, UK) the next day.

Suitable areas containing drusen from blocks of all 3
specimens were identified on light microscopy using 0.5 pm
thick sections stained with 1% (w/v) toluidine blue in 1% (W/
v) aqueous sodium tetraborate. Following identification of
appropriate areas, further sections 0.75 um in thickness were
cut and mounted on 3'aminopropyltriethoxysilane-coated
slides, dried at 50 °C for 48 h and stained with lectins as
previously described [8]. Resin was removed with saturated
sodium ethoxide diluted 1:1 with absolute ethanol for 15 min
and, after washing in ethanol followed by distilled water;
endogenous peroxidase was blocked with 10% (v/v) hydrogen
peroxide (100 volumes, BDH, Poole, UK) before exposure to
0.03% (w/v) trypsin (Type II-S, Sigma, Poole, UK) in 0.05 M
Tris buffered saline (TBS), pH 7.6, for 4 min at 37 °C. The
trypsin was used at 37 °C for 4 min. For relevant lectins
(SNA-1, MAA. LFA, WGA, AHA, ECA, Jacalin, and SBA)
the terminal sialic acid was removed by pretreatment with
neuraminidase (Sigma, type VI from Clostridium
perfringens), 0.1units/ml in 0.2 M sodium acetate buffer, pH
5.5 containing 1% calcium chloride for 1 h at 37 °C to expose
the subterminal sugar [9]. After washing in distilled water
followed by a 0.05 M TBS wash, sections were incubated with
10 pg/ml biotinylated lectin in 0.05 M TBS containing 1 mM
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calcium chloride for 1 h at 37 °C. A panel of 19 biotinylated
lectins (Table 1 and references [10-12]) known to bind
saccharides present in mammals was used. After washing in
TBS with calcium chloride buffer, the sections were treated
with 5 pg/ml avidin peroxidase (Sigma) in 0.125 M TBS, pH
7.6, with 0.347 M sodium chloride for 1 h at 37 °C [13].
Sections were washed and sites of lectin binding revealed with
0.05% (w/v) diaminobenzidine tetrahydrochloride dihydrate
(Aldrich Chemical Co., Gillingham, UK) in 0.05 M TBS, pH
7.6, and 0.015% (v/v) hydrogen peroxide (100 volumes) for
5 min at 18 °C=x0.5 °C. Sections were rinsed, air-dried, and
mounted in neutral synthetic mounting medium (BDH)
without counterstaining.

Kidney tissue from a bank of normal control tissues held
in the archives of the Histopathology Department, Manchester
Royal Infirmary was used as a positive control while negative
controls were obtained by substitution of the lectin with buffer
alone. Confirmation that the lectins were binding via their
binding sites was obtained by incubating the lectin in the
presence of 0.2 M of the appropriate competing sugar, while
reduction or abolition of staining by sialic acid-binding lectins
following neuraminidase predigestion was taken as
confirmation of lectin specificity for sialyl residues. Sections
were examined using an Olympus BX51 (Olympus UK Ltd,
Watford, UK) light microscope by two coauthors (YD and
REB), and a semiquantitative ranking system was used to
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score the intensity of staining: no staining (0), weak (1),
moderate (2), strong (3), and intense (4).

RESULTS

Eleven lectin probes (CON A; PSA; (Figures 1A,B); ePHA;
WGA, DSA, STA, MPA (Figures 1C,D), Jac, LFA, SNA-1,
and MAA) bound drusen, RPE, Bruch’s membrane and
photoreceptors. All the abbreviations used are standard
nomenclature for lectins and are listed in Table 1. IPHA, DBA,
UEA-1, BSA-1B4, ECA, and SBA did not bind any of the
structures. AHA (Figures 1E,F) and WFA bound cone outer
segments but not drusen (Table 2). Similar binding patterns
were noted in hard, soft, and confluent drusen. It was difficult
to comment on the interphotoreceptor matrix with accuracy
due to lack of resolution at the light microscopic level.

Pretreatment with neuraminidase did not affect SNA-1
binding to drusen, RPE, and Bruch’s membrane but
eliminated binding to photoreceptors; MAA binding to drusen
and RPE was reduced after neuraminidase pretreatment, but
photoreceptor binding persisted. Neuraminidase pretreatment
eliminated LFA and reduced Jac binding while SBA, AHA
(Figures 1G,H), and ECA bound or showed increased binding
after neuraminidase pre-treatment to drusen, RPE, Bruch’s
membrane and photoreceptors. No binding was detected when
the lectin was replaced by 0.05M TBS with added calcium
with 1 mM calcium chloride (Figure 2A; negative control).
Normal kidney glomerulus and tubular epithelial cells stained
with CON A (Figure 2B; positive control).

DISCUSSION

This study demonstrates there are similarities among the lectin
binding properties of drusen, RPE, Bruch’s membrane, and
photoreceptors, both rods and cones. Lectins with an affinity
for high mannose and intermediate structures (CON A) and
non-bisected (PSA) and bisected (ePHA) bi and tri-antennary
complex N-glycan bound drusen, RPE, Bruch’s membrane
and the cell membrane and outer segments of both the rods
and cones. Binding of more heavily branched non-bisected
complex N-glycan was absent (IPHA). Sialic acid in 02,6
linkage (SNA-1) was detected in drusen, RPE, Bruch’s
membrane, and outer segments of rods and cones while sialic
acid in 02,3 linkage (MAA) was found in the cores of drusen,
RPE, and both the cell membranes and the outer segments of
the rods and cones. Other sialic acids, bound by LFA, had a
more restricted distribution, being limited to drusen and the
outer segments of rods and cones; weak staining was,
however, found elsewhere. GIcNAc oligomers (DSA and
STA) were present in drusen, RPE, Bruch’s membrane and
photoreceptors. Subterminal aGalNAc shown by the binding
of SBA after neuraminidase was localized to drusen, RPE,
Bruch’s membrane, and outer segments but not to the cell
membranes of the photoreceptors. GalNAc in more complex
linkages (DBA) and fucose (UEA-1) were not detected in any
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of the above structures, studied though B—linked galactose
bound by MPA, and subterminal to sialic acid (AHA and ECA
after neuraminidase) was present in all. Occasional terminal
galactosyl residues were also found—for example in the cone
outer segments and cell membranes (AHA); this specific
feature was abolished with neuraminidase treatment and has
also previously been described by Kivela [14]. Cone outer
segments were also the only structures that expressed
aGalNAc bound by WFA. This study thus shows that, overall,
there are striking similarities between the lectin binding of
drusen, RPE cells, and the photoreceptor outer segments,
though cone outer segments were somewhat distinct in some
features of their O-linked glycosylation.

These results are similar to those of Bishop et al. [5] and
also correlate with those of Fong et al. [6]. In our study, Jacalin
bound drusen and photoreceptors with moderate to strong
intensity; removal of sialic acid resulted in reduction in
intensity of binding, consistent with Uehara’s findings [7]. We
believe that the associated comorbidity does not affect the
findings. We have previously shown that drusen associated
with various pathologies including AMD, glaucoma, and
inflammation, have a similar glycoconjugate distribution. The
lectin binding pattern of drusen detected in our study was
similar to that observed by Mullins and colleagues [15] in a
study of 40 donor eyes ranging from 45 to 96 years. No other
ocular or systemic pathology was described in their study.

Visual pigment rhodopsin is embedded in the lipid
membranous discs of rod outer segments while cone outer
segments contain three different opsins with different peak
absorption spectra. Cone pigments are unstable and in low
concentration and therefore difficult to isolate. Chicken
iodopsin has been isolated and has been shown to contain N-
acetyl galactosamine [16]. However there are species
variations in the glycosylation patterns of photoreceptors.
Human rhodopsin is known to be a glycoprotein containing
mannose, N-acetyl glucosamine, and galactose [17].
Rhodopsin is a constituent of over 70% of the rod outer
segment protein [18] and thus may account for much of the
lectin binding described here; it is broken down by enzymes
normally present in the RPE [19]. However, age-related
decreases in a-mannosidase, N-acetyl-B-glucosaminidase,
and B-galactosidase activity in the RPE [20] would result in
incomplete degradation of the outer segments of discs
resulting in accumulation of the material as drusen.

With aging, the outer segments of photoreceptors become
convoluted and lipofuscin accumulates in the inner segment.
RPE cells reduce in number, become pleomorphic, undergo
atrophy, hypertrophy, hyperplasia, and cell migration.
Bruch’s membrane becomes thickened, basophilic, hyaline
and the lipid content increases. The RPE is unable to cope with
the phagocytosis of outer segments as well as its own high
metabolic needs. Debris accumulates between the RPE and
Bruch’s membrane as drusen, which further interfere with the


http://www.molvis.org/molvis/v15/a94

Molecular Vision 2009; 15:906-911 <http://www.molvis.org/molvis/v15/a94> © 2009 Molecular Vision

A — \
- o .
A2

U PO § : Rt ) g RN

Figure 1. Comparison of the lectin-binding pattern of drusen, RPE, Bruch’s membrane, and photoreceptors. A: PSA binds outer segments and
cell membranes of both cones (dotted arrow) and rods (solid arrow) strongly. B: PSA binds drusen (white arrow) and Bruch’s membrane
(yellow arrow) strongly. C: MPA binds outer segments and cell membranes of both cones (dotted arrow) and rods (solid arrow) with moderate
intensity. D: MPA binds drusen (white arrow) and Bruch’s membrane (yellow arrow) with moderate intensity. E: AHA without pretreatment
with neuraminidase binds outer segments and cell membranes of cones (dotted arrow) but not rods. F: AHA without pretreatment with
neuraminidase does not bind drusen (arrow) or Bruch’s membrane. G: After pretreatment with neuraminidase, AHA binds outer segments
and cell membranes of both cones (dotted arrow) and rods (solid, black arrow) strongly and (H) drusen (white arrow) with moderate intensity.
Arrowhead indicates RPE. Original magnification is 600x 909
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TABLE 2. COMPARISON OF LECTIN BINDING OF DRUSEN, RPE, BRUCH’S MEMBRANE, AND PHOTORECEPTORS IN AMD

Lectin Drusen RPE Bruch’s
CON A 3 3 3
PSA 3 3 3
ePHA 3 3 3
IPHA 0 0 0
SNA-1 44 44 44
MAA 3(D) 3(0) 0(0)
LFA 3(0) 1(0) 0(0)
WGA 2(2) 2(0) 2(0)
DSA 4 4 4
STA 4 4 4
SBA 0(2) 0(2) 0(2)
DBA 0 0 0
WFA 0 0 0
AHA 0(2) 0(2) 0(1)
MPA 2 0 0
Jac 3(2) 3(2) 3(2)
BSA-1B4 0 0 0
ECA 0(3) 0(2) 0(2)
UEA-1 0 0 0

RC cc RodOS  Cone OS RM M
2 0 3 3 3 3
1 0 3 3 3 3
1 0 3 3 3 3
0 0 0 0 0 0
1 (0) 0 (0) 4 (0) 4 (0) 0 (0) 0 (0)
1(0) 0 (0) 3(3) 3(3) 3(3) 3(3)
1.(0) 1(0) 3(0) 3(0) 1(0) 1 (0)
0 (0) 0 (0) 2(0) 2 (0) 2(0) 2(0)
0 0 3 3 2 2
1 1 3 3 1 2
0 (0) 0 (0) 0(1) 0(1) 0 (0) 0 (0)
0 0 0 0 0 0
0 0 0 3 0 0
0(1) 0 (0) 0(3) 2(3) 0(3) 203)
1 1 2 2 3 3
3(2) 3(2) 4(3) 4(3) 4(3) 4(3)
0 0 0 0 0 0
0 (0) 0(0) 0(3) 0(3) 0(3) 0(3)
0 0 0 0 0 0

Key: 0 indicates no binding, lindicates weak, 2=moderate, 3=moderately strong and 4=intense binding; results in brackets
indicate intensity of binding after neuraminidase pretreatment. Abbreviations: RC is rod cytoplasm, CC is cone cytoplasm, RM
is rod cell membrane, CM is cone cell membrane, OS is outer segments.
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Figure 2. Controls. Panel A is negative control. Drusen (indicated by arrow in AMD) shows no binding when the lectin was replaced by 0.05
M TBS with mM calcium chloride. Arrowhead indicates RPE. Panel B is positive control. Normal kidney (glomerulus indicated by dashed

arrow) stains with CON A.

metabolic process leading ultimately to cell death. In keeping
with Farkas’ observation [4] that drusen are derived from
degenerating RPE cells containing abundant photoreceptor
remnants, we propose that the similarities between the lectin-
binding properties of drusen, RPE, Bruch’s membrane, and
photoreceptors demonstrated here support the hypothesis that
the pathogenesis of drusen is a combined mechanism,
involving photoreceptors, Bruch’s membrane, and RPE.

910

ACKNOWLEDGMENTS
The Maternal and Fetal Health Research Group is supported
by the Manchester Academic Health Sciences Centre
(MAHSC) and the NIHR Manchester Biomedical Research
Centre.

REFERENCES
1. Abdelsalam A, Priore LD, Zarbin MA. Drusen in age-related
macular degeneration: pathogenesis, natural course, and laser


http://www.molvis.org/molvis/v15/a94

Molecular Vision 2009; 15:906-911 <http://www.molvis.org/molvis/v15/a94>

10.

11.

photocoagulation-induced regression.
1999; 44:1-29. [PMID: 10466585]

Zarbin MA. Current concepts in the pathogenesis of age-related
macular  degeneration. ~ Arch  Ophthalmol 2004
122:598-614. [PMID: 15078679]

Sarks JP, Sarks SH, Killingsworth MC. Evolution of soft drusen
in age-related macular degeneration. Eye 1994; 8:269-83.
[PMID: 7525362]

Farkas TG, Sylvester V. The ultrastructure of drusen. Am J
Ophthalmol 1971; 71:1196-205. [PMID: 5091118]

Bishop PN, Boulton M, McLeod D, Stoddart RW. Glycan
localisation within the human interphotoreceptor matrix and
photoreceptor inner and outer segments. Glycobiology 1993;
3:403-12. [PMID: 8400552]

Fong SL, Liou GI, Landers RA, Gonsalez-Fernandez F,
Glazebrook PA. Lam DM et el. Characterisation, localisation
and biosynthesis of an interstitial retinal-binding glycoprotein
in the human eye. J Neurochem 1984; 42:1667-75. [PMID:
6427409]

Uehara F, Ohba N, Ozawa M. Isolation and characterization of
mucinlike glycoprotein associated with photoreceptor cells.
Invest Ophthalmol Vis Sci 2000; 41:2759-65. [PMID:
10937595]

Jones CJP, Carter AM, Enders AC. Glycosylation at the
fetomaternal interface in haemomonochorial placentae from
five widely separated species of mammal: is there evidence
for convergent evolution? Cells Tissues Organs 2007;
185:269-84. [PMID: 17587801]

Jones CJP, Morrison CA, Stoddart RW. Histochemical analysis
of rat testicular glycoconjugates 2) -galactosyl residues in
0O-and N-linked glycans in seminiferous tubules. Histochem
J1992; 24:327-36. [PMID: 1634372]

D’souza Y. Jones CJ, Bonshek RE. Glycoproteins of drusen and
drusen-like lesions. J Mol Histol 2008; 39:77-86. [PMID:

Surv  Ophthalmol

17846903]
Fischer E, Brossner R. Sialic acid-binding lectins:
Submolecular  specificity = and  interaction  with

12.

13.

14.

15.

16.

17.

18.

19.

20.

© 2009 Molecular Vision

sialoglycoproteins and tumour cells. Glycoconj J 1995;
12:707-13. [PMID: 8595263]

Piller V, Piller F, Cartron JP. Comparison of the carbohydrate-
binding specificities of seven N-acetyl-D-galactosamine
recognising lectins. Eur J Biochem 1990; 191:461-6. [PMID:
2384093]

Jones CJP, Mosley S, Jeffrey 1JM, Stoddart RW. Elimination
of the non-specific binding of avidin to tissue sections.
Histochem J 1987; 19:264-8. [PMID: 3038794]

Kivela T. Characterisation of galactose-containing
glycoconjugates in the human retina: a lectin histochemical
study. Curr Eye Res 1990; 9:1195-205. [PMID: 2091899]

Mullins RF, Johnson L, Anderson D, Hageman GS.
Characterization of drusen-associated glycoconjugates.
Ophthalmology 1997; 104:288-94. [PMID: 9052634]

Nakagawa M, Miyamoto T, Kusakabe R, Takasaki S, Takao T,
Shichide Y, Tsuda M. O-glycosylation of G-protein-coupled
receptor, octopus rhodopsin. Direct analysis by FAB mass
spectrometry. FEBS Lett 2001; 496:19-24. [PMID:
11343699]

Fujita S, Endo T, Ju J, Kean EL, Kobata A. Structural studies
of the N-linked sugar chains of human rhodopsin.
Glycobiology 1994; 4:633-40. [PMID: 7881178]

Molday  RS. Photoreceptor =~ membrane  proteins,
phototransduction, and retinal degenerative diseases. The
Friedenwald Lecture. Invest Ophthalmol Vis Sci 1998;
39:2491-513. [PMID: 9856758]

Lentrichia BB, Bruner WE, Kean EL. Glycosidases of the
retinal pigment epithelium. Invest Ophthalmol Vis Sci 1978;
17:884-95. [PMID: 700967]

Cingle KA, Kalski RS, Bruner WE, O’Brien CM, Erhard P,
Wyszynski RE. Age-related changes of glycosidases in
human retinal pigment epithelium. Curr Eye Res 1996;
15:433-8. [PMID: 8670743]

The print version of this article was created on 28 April 2009. This reflects all typographical corrections and errata to the article
through that date. Details of any changes may be found in the online version of the article.

911


http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=abstract&list_uids=10466585
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=abstract&list_uids=15078679
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=abstract&list_uids=7525362
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=abstract&list_uids=7525362
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=abstract&list_uids=5091118
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=abstract&list_uids=8400552
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=abstract&list_uids=6427409
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=abstract&list_uids=6427409
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=abstract&list_uids=10937595
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=abstract&list_uids=10937595
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=abstract&list_uids=17587801
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=abstract&list_uids=1634372
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=abstract&list_uids=17846903
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=abstract&list_uids=17846903
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=abstract&list_uids=8595263
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=abstract&list_uids=2384093
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=abstract&list_uids=2384093
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=abstract&list_uids=3038794
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=abstract&list_uids=2091899
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=abstract&list_uids=9052634
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=abstract&list_uids=11343699
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=abstract&list_uids=11343699
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=abstract&list_uids=7881178
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=abstract&list_uids=9856758
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=abstract&list_uids=700967
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=abstract&list_uids=8670743
http://www.molvis.org/molvis/v15/a94

