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Abstract

Coincident with the onset of condensation during
chondrogenesisin the embryonic limb isthe appearance of
specific binding sitesfor hyaluronan on mesenchymal cells.
The use of hyaluronan hexasaccharides can disrupt the
interaction of native hyaluronan with potential hyaluronan
receptors. Matrix retention during chondrogenesis and by
differentiated chondrocytes is mediated via hyaluronan
binding to cell surface receptors. We have identified the
glycoprotein CD44 asareceptor on articular chondrocytes.
The binding of hyaluronan to chondrocytes alters the
phosphorylation of CD44 and may regulate actin
association.
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Introduction
Hyaluronan and hyaladherins

Hyaluronan (HA) is a ubiquitous component of the
extracellular matrix of most animal tissues. A large molec-
ular wei ght member of the group of polysaccharidestermed
glycosaminoglycans, HA is a linear macromolecule,
composed of arepeating disaccharide unit: [3-1,4-glucuronic
acid-[3-1,3-N-acetyl-D-glucosamine [34, 83]. Thesimple
molecular structure of the molecule belies its functiona
influence on cell behavior. Its production has been linked
to a variety of disease, developmental and physiological
processes [70, 84, 85, 140, 142]. Nascent HA isbound to
the cell through the membrane synthase complex [ 114, 158],
whilst HA alsointeractswith cellsviaspecific HA binding
proteins, or HA receptors[70, 138, 147]. HA hasbeen shown
tobecritical for maintaining the structure of the extracel lular
matrix and to affect such cell behavior as adhesion, migra-
tion and differentiation when it is present on cell surfaces.
Modulation of these events is also often associated with
preciselevelsof HA inthe extracellular matrix, underlying
theimportance of HA regulation by cells.

Theinfluence of HA on and itsassociation with cells
is accomplished by a wide variety of specific binding
proteins for HA. These binding proteins can be divided
into two categories: those that interact with HA within the
extracellular matrix proper (structural matrix HA binding
proteins), and those that interact with HA at the plasma
membraneof cells(cel surface HA binding proteins). Toole
[138] has proposed the use of the term “hyaladherins’ for
the family of molecules present as membrane proteins or
matrix proteinsthat exhibit high binding affinity for HA (see
Table 1). The interaction of HA with cell surface
hyaladherinsand decoration of HA with matrix hyal adherins
can also regulate the effects of HA itself on cell behavior.

Aggrecan [28], the large, aggregating chondroitin
sulfate proteoglycan of cartilageinteractswith HA and link
protein to formasupramolecular ternary complex withinthe
chondrocyte matrix [45, 50]. Aggrecan and link proteinare
the predominant matrix hyaladherins of cartilage. One
filament of HA may serveto anchor morethan one hundred
aggrecan monomers [16, 49]. These macromolecular
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Tablel. Examplesof hyaladherins.

Hyaladherins References
Cell surface

CD44 [6,75]

RHAMM [48]

L EC-receptor [125, 166]
Matrix

link protein [45]

aggrecan (50]

versican [169]

PG-M [67]

neurocan [99]

brevican [164]

BEHAP [63]

aggregates have potent viscoelastic properties which are
responsible for controlling the osmotic pressure of the
cartilage matrix [100] and their proper assembly in the
chondrocyte extracellular matrix is crucial in establishing
theimportant biomechanical properties of normal articular
cartilage.

Three cell surface hyaladherins function as HA
receptors, namely CD44, RHAMM (Receptor for HA-Me-
diated M otility) and theliver endothelial cell (LEC) receptor.
Endocytosisof HA by the LEC receptor isaprimary sitefor
clearance of HA from the circulation [35, 36, 125, 165].
RHAMM, as its acronym foretells, is a regulator of cell
motility in normal and transformed cells[48, 145]. Most of
the originally described cell surface HA binding proteins
on mesenchymal cells, chondrocytes and tumor cells [42,
55,72, 89, 109, 133, 141, 150, 154] have now been grouped
into the CD44 family of hyaladherins; CD44 isthe primary
receptor for HA [6].

CDh44

CD44 isamember of anonintegrin family of cell sur-
face transmembrane glycoproteins. CD44 exhibits awide
spectrum of biological functions, on awide variety of cell
types. Some of thesefunctionsincludeacentral roleincell
adhesion [15, 56, 86], tumor cell metastasis [42, 77, 133],
endocytosisof HA [20, 23, 58], cdll signaling[61] and matrix
assembly [68, 74, 75]. How cells regulate the use of this
one receptor for al of thesefunctionsisthe primeresearch
topic of several laboratories. The human CD44 gene
consists of 20 exons, twelve of which show variable exon
usage[121]. Exons6-15, also named variant exonsv1-v10,
are alternatively spliced to a particular site within the
extracellular domain of CD44, increasing the length of the
exposed receptor and possibly modulating some of its
functions. Exon 18 encodesthe single-passtransmembrane

domain. Either of two exons, exons 19 and 20, representing
two variations of theintracellular “tail” portion of the mole-
cule, are also expressed differentially due to alternative
splicing. The standard or “generic” form of CD44, some-
timestermed CD44s, isan 85-95 kDaglycoprotein, lacking
expression of all variant exons (v1-v10) and expressing the
“long-tail” highly conserved 70 amino acid cytoplasmic
domain (exon 20). Exon 19 contains an early stop codon
and thus is represented as 3' untranslated message [121].
Thetrandlation of CD44 mRNA containing exon 19 results
in a CD44 having a cytoplasmic domain containing only
four amino acids encoded in exon 18. Itisoften called the
“short-tailed” form of CD44. The lack of intracellular
signaling motifs as well as protein domains necessary for
interaction with cytoskeletal componentshasfueled intense
speculation over the role of this CD44 isoform. Our group
has aso found this isoform to be differentially expressed
by chondrocytes[62], hence characterization of its expres-
sion and function form an important component of our
future research directions. In addition to alternative
splicing, variations in glycosylation and phosphorylation
have also been shown to contribute to the structural and
functional diversity of CD44[10, 17, 65, 76].

Cell-matrix interactions are crucial in cartilage
differentiation and maintenance of cartilage homeostasis.
Cell surface matrix “receptors’ have been identified and
characterized on chondrocytes. One, identical to CD44,
specifically interactswith extracellular HA [19, 22, 68, 70,
74, 138]. We have demonstrated that this interaction is
responsible for the more than the binding of native HA.
Since HA serves as the backbone of aggrecan/HA/link
protein aggregates, CD44 is aso responsible for proteo-
glycan (PG)-aggregateretention aswell. Infact, themajority
of the PG-rich matrix can be displaced by reagents that
competewith CD44-HA binding (e.g., anti-CD44 antibodies,
HA (HA hexasaccharides) [19, 68, 75]. It should also be
noted that, although actively looked for, no aggrecan
receptor(s) have ever been documented and, as already
stated above, blocking CD44-HA interactions inhibits the
majority of proteoglycan binding to the chondrocyte cell
surface. Thus, CD44 remainsthecritical link to theretention
of the proteoglycan-rich extracellular matrix to the
chondrocytecell surface. Theother receptors characterized
on chondrocytes are members of the integrin (e.g., 0(5[31)
and nonintegrin (e.g., annexinV) families[29, 32, 91, 163],
and have been shown to interact predominately with colla-
gens and/or fibronectin, the latter present during chon-
drogenesis[80, 136] and in late osteoarthritis (OA) [94].

Pericellular matrix

The visualization of pericellular matrices on living
cellsin culture can be facilitated by the particle exclusion
assay, first developed by Clarris and Fraser and used to
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Figurel. Model for pericellular matrix retention. (A). Matrix hyaladherinsform supramolecul ar aggregateswith hyaluronan.
These aggregates are retained in the pericellular matrix by the interaction of the hyaluronan with cell surface hyaladherins
(hyaluronan receptors). (B). Thepresenceof hyaluronan hexasaccharides (HA ) resultsin the displacement of the hyaluronan-
anchored pericellular matrix. The HA represent the smallest oligosaccharide with the capacity to bind to cell surface
hyaladherins, resulting in the displacement of the receptor-bound hyaluronan. Thus, HA  can be used atoolsto disrupt cell-

matrix interactions.

distinguishaHA network surrounding synovial fibroblasts
[21]. Ahaloor “cell coat” can berevea ed which cannot be
penetrated by the particles. The removal of this coat by
Sreptomyces hyaluronidase treatment demonstrates that
thereisascaffold of HA withinthispericellular matrix. This
assay represents the most useful method of visualizing the
full extent of the pericellular matrix, since conventional
staining of the matrix by histochemical or
immunohistochemical techniques often leadsto significant
collapse of this hydrated structure.

Several cell typesin culture, including embryonic
and adult chondrocytes, exhibit large pericellular matrices
or coats extending from the plasma membrane by as much
asonecdl diameter. Theexpression of individual pericdlular
matricesin vitro has been shown to mimic the extracel lular
volume of cells in vivo [71]. On chondrocytes this
pericellular matrix iscomposed predominantly of aggrecan,
although its structure depends on both a scaffold of HA
and the anchorage of HA to the plasmamembrane[68]. Cell
surface receptors for HA appear on limb mesenchyme at
theonset of condensation and areretained on differentiated
chondrocytes[72]. Thus, chondrocytedifferentiationisan
excellent model for studieson HA-directed matrix assembly.
Using the particle exclusion assay, the pericellular matrices
of individual chondrocytesin culture were visualized [38,
71, 88]. These matrices are sensitive to degradation by
Sreptomyces hyaluronidase, indicating HA as a scaffold
of the chondrocyte pericellular matrix. Endogenous
radiolabel ed pericdlular matrix (including chondroitin sulfate
proteoglycan) was displaced by exogenous high molecular
weight HA [68, 69, 72]. Thissuggested that HA isattached
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tothecell surface by areceptor, which allowed the exchange
of exogenous for endogenous HA by competitive binding,
and that aggrecan is attached to this receptor-bound HA.

HA hexasaccharideswerefound astheminimum size
of HA oligosaccharide with the capacity for competitive
binding to the cell surface for endogenous HA [68, 109].
The endogenous chondrocyte pericellular matrix was
displaced following incubationwithHA (Fig. 1). Aswell,
“matrix-free” chondrocytes were unable to assemble a
pericellular matrix in the presence of HA  [68], and newly
synthesized matrix components are released to the culture
medium [69, 75]. Incubation of cells with HA  displaces
pre-bound *H-HA from cell surfaces[109], and competes
with binding when added together with *H-HA tointact cells
[150] or isolated cell membranes [150]. This property is
helpful in differentiating the specific binding of HA to its
cell surfacereceptor from itsbinding to extracellular matrix
macromolecules. In particular, aggrecan or link protein
require aminimum sequence of 10-12 HA monosaccharides
for competition of HA binding [47, 50] whilelink-stabilized
aggrecan binding to HA is extremely stable[51]. Binding
of cell surface HA receptorsby HA , competeswith binding
by large molecular weight HA, but HA are too small to
mediate proteoglycan aggregate formation.

Initially, we demonstrated that HA binding sites or
“receptors’ participatein the assembly and retention of the
HA-dependent aggrecan-rich portion of the chondrocyte
pericellular matrix [68]. We haverecently demonstrated that
bovine and human articular chondrocytes do, in fact,
expressCD44 mRNA aswell asCD44 protein[20]. However,
the question remains whether CD44 is the primary HA
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receptor site involved in assembly and retention of the
chondrocyte pericellular matrix. If CD44istheprincipal HA
binding site on chondrocytes, then spatial organization of
CD44 at the cell surface, controlled via cytoskeletal
interactions, may function to establish or regulate the
structure of the pericellular matrix dependent on an HA
scaffolding for aggrecan.

Thechondrocytepericelular matrix within cartilage

Theorganized extracel lular matrix of achondrocyte
isresponsible for the specialized physicochemical proper-
tiesof cartilage. Principal components of this matrix exist
in organized supramolecular complexes that function to
generatethe crucia load bearing propertiesof cartilage. The
cartilage extracellular matrix can be divided into three
domainsin relationship to the chondrocyte cell surface[60].
Thefirst isthe pericellular matrix which isin contact with
the plasma membrane of chondrocytes, next the territorial
matrix just outside of the pericellular matrix but still
associated with a single chondrocyte and third, the
interterritorial matrix whichisfurthest from the chondrocyte
cell surfaceand which linkstheterritorial matrix of individual
chondrocytes. Assembly of the chondrocyte extracellular
matrix most likely begins with the organization of the
pericellular matrix at the cell surface. The chondrocyte
pericellular matrix alsoisacrucial zonefor cartilage matrix
turnover [53, 106].

The cell-associated matrix can bevisualized asadis-
tinct structurewithin sections of cartilage [60, 119], aswell
assurrounding individual chondrocytesgrown invitro [53,
71, 75, 88]. The composition of the chondrocyte cell-
associated matrix issimilar to the cartilage extracellular matrix
as a whole, however there is some indication of a
disproportionate enrichment in HA and aggrecan [57],
especially on chondrocytes grown in vitro. How this cell-
associated matrix isretained, organized and metabolized at
the chondrocyte cell surfaceis not completely understood.
Integrin (e.g., a3, a B, B, o f, andaf3,) as wel
asnonintegrin matrix receptors (e.g., annexinV) have been
documented on chondrocytes, and in some cases,
investigated for their rolein cell-matrix interactions[29, 32,
90, 118, 163]. However, many of these functional assays
only test the capacity of a particular receptor to mediate
cell attachment to an immobilized substrate. These cell at-
tachment datamay fail to describe completely the capacity
of soluble, newly synthesized matrix componentsto attach
to cells and then subsequently to undergo self-assembly
into pericel lular matrix-likestructures. Electron micrographs
of native as well as composition-defined exogenous
pericellular matrices, both preserved via ruthenium
hexaminetrichloride fixation procedures, depict strikingly
similar networksof HA and proteoglycan extending out from
thecell surface[75]. Biochemical aswell asmorphological
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Table2. Examplesof macromolecules upregulated during
precartilage condensation.

Molecule Reference

PG-M [67]
PNA-binding molecule 7
HA-binding protein [72
8.5kDacadherin [17]
N-CAM [161]
N-cadherin [111]
fibronectin [25, 80, 136]
syndecan [41]
tenascin [99]

analysis of matrix regrowth show that monoclonal
antibodies directed against the HA receptor CD44, blocked
chondrocyte pericellular matrix assembly [75].
Immunoperoxidase electron microscopy techniques were
used to display distinct periodic patterns of HA/
proteoglycan assembly similar to the ultrastructural
immunolocalization of CD44 at the cell surface[75]. Isa
chondrocyte“ engaged” withitsextracellular matrix viaHA/
HA receptor interactions? We have used HA, to “dis-
engage’ chondrocytes from their matrix, and to study
subsequent changes in matrix accumulation [98], thus
allowing us to study the interaction of a matrix assembled
in vivo with its chondrocyte.

Precartilage condensation in theembryoniclimb

A key step in limb development is the event of
condensation, during which cells make surface contact with
one another and the process of chondrogenesisistriggered
through these interactions. Numerous studies on the
condensation process have revealed that changes of the
extracellular matrix and/or cell surfacemoleculesare chiefly
responsiblefor itsoccurrence[40, 122, 126]. Table2 reviews
the molecul es upregul ated during precartilage condensation
in the developing limb. Before condensation, limb
mesenchyme cells synthesize an extracellular matrix
containing type | collagen, fibronectin, large amounts of
HA and mesenchyme-characteristic proteoglycan molecules
[25, 79, 123, 124]. Theonset of condensation[135] coincides
with a striking decrease in the amount of extracellular HA
[124]. While there is evidence that the early limb
mesenchyme is not entirely homogenous, cells taken from
every region of theearly limb can form cartilage after disso-
ciation and maintenancein high-density cell cultures[128].
During the early stage of limb bud elongation, the cells
remain separated from one another (more than one cell-
diameter) by large volumesof extracellular matrix [135]. The
predominate component of this extracellular space is the
glycosaminoglycan HA [ 79, 124]. HA-enriched extracellular
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Figure2. Binding of hyaluronan to limb bud mesenchyme.
3H-Hyal uronan was purified from fibrosarcomaconditioned
medium [72] and added to cell suspensions prepared from
themesenchymeof limb buds of stage 19, 22 and 24 chicken
embryos. Specific binding was determined by included a
20-fold excess of non-labeled hyaluronan in some tubes,
and is represented here by ng bound per 10° cells. Thereis
atemporal expression of hya uronan binding activity onlimb
mesenchyme.

matrices are associated with cells undergoing active
migration and proliferation [139]. A transient increase in
theaccumulation of cell-associated fibronectin [80, 136] and
PG-M, a large chondroitin sulfate proteoglycan
characteristic of mesenchymal cells [67, 123] within
precartilage condensations may reflect mesenchymal cell
detachment from the collagen matrix. A newly synthesized
molecule which appears during condensation and binds
peanut agglutinin (PNA) [7] may also serveto mediate the
condensation process. This molecule has been shown to
be specific to precartilage condensations and localization
of itwith PNA lectin has since been used asauseful marker
of them [97]. CD44E, epithelia variant form of CD44, may
represent one PNA binding moleculewith acorresponding
temporal and spatial pattern of deposition [59]. Other
models suggest that intimate associations between extra-
cellular matrix molecules and adjacent cells or cell-cell
associations are responsible for triggering elevated levels
of cyclic adenosine monophosphate (CAMP) which may
initiate and certainly promote chondrogenesis[87, 130].
Cell surface receptors for HA are first detected at
the onset of cell condensation [72] (Fig. 2). Expression of
cell surface HA binding ability by limb mesenchyme sug-
gestsafunction for cell surface HA receptors before matrix
assembly. Cell surface HA binding ability begins at stage
22 inthe devel oping chick limb bud [ 72], while production
and assembly of cartilage matrix components beginsat stage
26[78]. Thetiming of HA cell surface receptor expression
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coincides with the reduction of intercellular spacesin the
areas of prospective cartilage formation [124]. Thetimely
expression of yet other adhesive molecules such asan 8.5
kDa cadherin [12], syndecan [41], N-CAM [161] and N-
cadherin [111] has led to severa proposals that adhesive
interactionsare essential to the mechanism of condensation.
Some of these have been shown to play major rolesin the
process of precartilage condensation. Neural cell adhesion
molecules (N-CAM) and N-cadherin are both expressed
transiently by mesenchyme in precartilage condensations
in vivo and in vitro and antibodies to N-CAM [161] or to
N-cadherin [111] inhibit condensation formation in micro-
mass cultures. HA asacellular cross-linker may represent
afirst stepinbringing cellsinto close enough proximity for
interactions between other extracel lular matrix moleculesto
effect condensation, or it may be one of multiple cooperative
mechanisms.

Micromassculturesfor in vitrochondrogenesis

Significant advances in the knowledge of eventsin
limb chondrogenesis have been made due to the develop-
ment of anin vitro tissue culture model which mimicsthem
[3]. The sequence of events within micromass culturesis
similar to the events during in vivo chondrogenesis([7, 111,
128]. Firstisthe formation of precartilage condensations,
then growth of these condensations, chondrogenic
differentiation of the cells, and then synthesisand assembly
of cartilage matrix components, forming cartilage nodul es.
The exact nature of the interactions between cells is
unknown, but it has been demonstrated that homotypic cell
interactions occur between stages 22-24 in chick limb
mesenchyme which eventually lead to cartilage
differentiation [127]. Including stage 19 limb bud
mesenchyme into stage 22-24 cultures inhibited
chondrogenesis in relative proportion to the amount of
stage 19 cells used in the culture. Conclusions were then
made which support arole for homotypic interactionsas a
prerequisite for chondrogenesis and, that the ability to
interact isacquired after stage 21[127].

Cell shapeand thecytoskeleton

The initiation of chondrogenesis in vitro is cell
shape dependent [168]. Thecell-cell, cell-matrix interactions
are of secondary importance compared to the role of cell
shape in chondrocyte differentiation [24]. Solitary
mesenchymal cellscan differentiateinto chondrocyteswhen
cultured under conditions that promote a round cell shape
[131]. These cellswill progress to form cartilage specific
matricesand will differentiateto hypertrophic chondrocytes.
Treatment of limb mesenchymal cells with cytochalasin
promotes the differentiation of the chondrocyte phenotype
[167]. Thedisorganization of microfilamentsin cytochalasin-
treated mesenchymal cells induces a round cell shape.
Cytochalasin treatment also promotes the maintenance of
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the chondrocyte phenotype in mature chondrocytes from
adult cartilage, without significant changes in cell shape
but with a modification of the microfilament organization
[14]. Theregulation of the chondrocyte phenotype by the
actin cytoskeleton and cell shapeisinfluenced by the extra
cellular matrix microenvironment. Binding of matrix mole-
cules to transmembrane receptors may provide outside-in
signaling to regulate the organization of the cytoskeleton.
CD44 binding by HA may be one such mechanism.
Studies by other investigators have determined that
incell typessuch asepithelial cellsand lymphocytes, CD44
has the capacity to associate with the underlying cyto-
skeleton viaat least two cytoplasmic binding systems. The
ERM family of proteins (ezrin, radixin, moesin) bridge the
cytoplasmic tail of CD44 to F-actin [144]. Amieva and
Furthmeyer [4] found that, in chondrocytes, moesin was
themost highly expressed member of the ERM family. We
have also recently identified moesin as a candidate
intermediate in the linkage of CD44 to the cytoskeleton in
bovine articular chondrocytes. As a second system,
Kalomiris and Bourguignon [64] have shown that another
intermediate, ankyrin, isresponsible for the linkage of the
cytoplasmic tail of CD44 to the cytoskeleton in
lymphocytes, fibroblasts and endothelial cells. Whether
both of these linkage systems occur and operate together
or selectively (possibly for different functions) isnot known
at present and remainsaconflictinthisfield. Nevertheless,
we have al so recently identified ankyrin and spectrin aspro-
teins that can be co-immunoprecipated with CD44 from
bovine articular chondrocytes, and thus represents another
candidateintermediatein thelinkage of CD44 to actin.
Thecytoplasmictail of CD44 containsthreonineand
serineresidues. Inresident macrophages, cell surface CD44
exists both asanonphosphorylated formin full association
with the cytoskeleton and a phosphorylated form, not
cytoskeletally associated [17]. In mouse T lymphoma,
phosphorylation of serine and threonine residues on CD44
by protein kinase C, enhanced the degree of interaction of
CD44 with the actin-based cytoskeleton, via the protein
ankyrin[65]. However, except for our study reported herein,
there is no information on the phosphorylation state of
chondrocyte CD44 or, whether the binding of HA to CD44
changes the state of CD44 phosphorylation. Our recent
dataindicate that the presence or absence of HA bound to
CD44 on chondrocytes, dramatically changesthethreonine
phosphorylation state of CD44 as well as the association
of phosphorylated-CD44 with other co-immunoprecipitating
phosphorylated proteins [76]. These “outside-in” experi-
ments clearly demonstrate the potential for “inside-out”
regulation of CD44 function via phosphorylation. This
opens the door to analysis of how changes in HA and/or
PG effect chondrocyte metabolism, an effect that has been
observed for decades but never defined mechanistically
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[103, 110, 129, 162].

Additionally, incorporating model s of matrix recep-
tors such as CD44, mechanisms can now be envisioned as
to how cytoskeletal changes may control cell-matrix
interactions and vice versa. Severa agents may be useful
in probing theinvolvement of the chondrocyte cytoskeleton
in cell-matrix interactions mediated via CD44. Besides
artificial cytoskeletal disrupting agents such ascytochalasin
[13, 14, 167], natural agents such as NO have also been
shown to inhibit actin polymerization [37]. NO effectsare
significant because mediators of chondrocyte metabolism
suchaslL-1, hasbeen showntoinduceNO[37, 132]. Thus
theeffectsof IL-1 on CD44 expression and function may, in
fact, bedriven viaNO-mediated cytoskel etal dterations. In
summary, it has long been known that in cartilage, the
extracellular matrix exertseffectson chondrocyte cell shape,
phenotype and metabolism. Conversely, chondrocyte cell
shape changes exert effects on matrix organization, assem-
bly and retention. Evidence now suggests that the trans-
membrane matrix receptor CD44 may beat the heart of many
of these cell-matrix interactions.

Materialsand M ethods
Céllsand cdll cultures

Limb budswere dissected from chicken embryos of
stage 22 Hamburger and Hamilton [43] and treated with 1%
trypsin (Typell, SigmaChem. Co., &. Louis, MO) in Hanks
balanced salt solution for 20 minutes at 37°C. The limbs
werethen suspended inHanks' containing 50% horse serum
and the epithelial caps dissected away from the mesodermal
cores. The mesodermal cores were dissociated in 0.1%
trypsin/collagenase (CL S1V, Worthington, Freehold, NJ) for
15 minutes at 37°C to obtain asingle cell suspension, with
> 90% viability [97]. Micromass cultures [3] were estab-
lished by plating freshly isolated cells in 10 I drops
containing 4 x 107 cells/ml into 24-well culture plates (1 drop/
well). After approximately 2 hours of incubation, 0.5 ml of
medium was added to each well and attachment continued
for 3-4 hours. Theexperimental conditionswere established
only after thisinitial period allowing each micromass culture
to attach and recover equally. Cellswere grown in supple-
mented Dulbecco’s modified Eagle’'s medium (S-DMEM)
containing 10% fetal bovine serum (FBS), 1% MEM vita
mins (Minimum Essential Media vitamin solution, Life
Technologies, Inc., Grand Island, NY'), L-ascorbate (50 ng/
ml), L-glutamine (2 mM) and 1% penicillin/streptomycin.

Tibial explants were established in Dulbecco’s
modified Eagle’ smedium (DMEM) containing 10% FBSfrom
the distal half of the tibiae from day 12 (stage 38) chick
embryos consisting of cartilage zones 1, 2 and 3[66]. After
48 hoursin culture, the cartilage explants were minced and
then treated with 0.1% purified collagenase P (Boehringer-
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Mannheim, Indianapolis, IN) in DMEM containing 20% FBS
for 7 minutes, followed by trituration to liberate
chondrocytes.

Chondrocytes wereisolated from the full thickness
articular surface of bovine (18-24 month steers) metacar-
pophalangeal joints[8]. Cartilage sliceswere treated with
sequential pronase/collagenase-P digestion to liberate
chondrocytes from the tissue as described previously by
Aydelotteand Kuettner [8, 53]. Isolated chondrocyteswere
then cultured in alginate beads as described by Hauselmann
et al. [53] for 5 dayswith daily medium changes of Ham's
F-12/DMEM supplemented with 10% FBS and 25 g/ml
ascorbic acid (complete medium) during which time matrix
production occurs. This method of alginate bead culture,
with bovine chondrocytes, maintains the chondrocyte
phenotype over an extended time period [54]. To release
the chondrocytesinto asingle cell suspension, the alginate
beads were depolymerized using 55 mM citratein 150 mM
sodium chloride, the chondrocytes were pelleted and
resuspended in phosphate buffered saline (PBS). These
chondrocytes retain a cell-associated matrix and therefore
aretermed “matrix-intact” chondrocytes. Treatment of these
chondrocytes with 3 U/ml Sreptomyces hyaluronidase in
DM EM-F12 supplemented with 10% FBSfor 1 hour at 37°C
removesthe cell-associated matrix [ 76]. These chondrocyte
are rinsed three times with 5 mM ethylene-
diaminetetraacetate (EDTA) in PBS, resuspended in PBSand
aretermed “ matrix-depleted” chondrocytes.

Particleexclusion assay

Cell-associated matrices are visualized using a par-
ticle exclusion assay [21]. In this assay the medium is
removed and 0.8 ml of asuspension of formalin-fixed horse
erythrocytes { 108 cells/ml in 0.1% bovine serum albumin
(BSA)/PBS} is added to the dishes. Upon settling within
15 minutes, the particles become excluded from a zone or
“coat” around the cellsthat we have termed the pericellular
matrix, viewed with phase-contrast microscopy.

Embryonic chondrocytes liberated from the tibial
explants or bovine chondrocytes, released from alginate
beads with 55 mM citrate, were pelleted and resuspended
inPBS. Thesesinglecdllsweretransferredto a6-well culture
plateand centrifuged for 10 minutesat 600 X ginamicrotiter
plate holder. These substrate adherent chondrocytes were
then observed within 15 minutes using the particle exclusion
assay.

Proteoglycan was extracted from rat chondrosar-
coma tumor homogenate [31] and isolated by dissociative
cesium chloride equilibrium centrifugation in 4.0 M
guanidine HCI with protease inhibitors at a starting den-
sity of 1.5 g/ml [52] for 50 hoursat 100,000 g at 10°C. The
bottom 1/4th of the gradient, density > 1.6 g/ml, was
collected (D1 fraction), dialyzed and lyophilized. TheD1
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proteoglycans were incubated with Streptomyces
hyaluronidase to degrade small concentrations of HA found
withinthese preparations[68]. The proteoglycanswerethen
recovered by another dissociative equilibrium
centrifugationin D1D1 fractions.

We have previously shown that for cells expressing
CD44, HA binding isstabletomild fixation[73, 109]. Thus,
matrix assembly on chondrocytes fixed at different times
following trypsinization was studied. Fixed chondrocytes
were“ splatted” onto 35 mm culture platesat 600 x g for 20
minutes[98], and then incubated for 4 hoursin serum free
DMEM containing 12 pg/ml HA and 2 mg/ml D1D1
proteoglycan from therat chondrosarcomatumor [68]. The
particle exclusion assay was used to detect pericellular
matrices, thematrix area: cell arearatio wasdetermined using
SigmaScan (Jandel, Corte Madera, CA). Cellswithratios<
1.2 (no detectable matrix) and cellswithratiosinthe 1.2-2.0
range (positive matrix assembly) were compared; n>90for
each condition.

Prepar ation and addition of HA hexasaccharides

Hyaluronan (Sigma, Grade 1) was pre-treated with
papain (1U/100 mg hyaluronan) and then precipitated in 70%
ethanol. ThisHA wasresuspended at 4 mg/ml in PBSto be
used as high molecular weight HA, or in testicular
hyaluronidase buffer (0.15M NaCl, 0.1 M sodium acetate,
0.001 M EDTA, pH 5.0). Oligosaccharideswere generated
by an 18 hoursdigestion at 37°C with 170 USP/NFU (United
States Pharmacopeia/National Formulary Unit) of testicular
hyaluronidase (Type 1-S, Sigma) per mg HA and separated
ona2.5cmx 118 cm column of Bio-Gel P-6 (Sigma) in0.5M
pyridinium acetate, pH 6.5 [73]. The fractions under the
hexasaccharide peak were pooled, lyophilized and resus-
pended in water threetimes, and resuspended in serum free-
DMEM (SF-DMEM) at 5 mg/ml. Alginate bead chondrocyte
cultures were incubated with 150 pg/ml HA (this
concentration determined in [68] to be consistently effective
to displace chondrocyte coats). HA, were added to tibial
explant and micromass cultures at 250 pg/ml, with the
medium changed every 24 hours[97, 98].

Sulfate labeling of micromass cultures and analysis of
proteoglycans

Micromass cultures were incubated for 18 hoursin
the presence of 30 ICi/ml *S-sulfate (ICN Radiochemicals,
Inc., Irving, CA). The medium was collected and the cell
layer extractedin 4 M guanidine HCI, 50 mM Tris, pH 7.4.
Aliquots of medium and cell sampleswere applied to PD-10
columns (PharmaciaLK B, Piscataway, NJ), eluted with4 M
guanidine HCI buffer, and *S-proteoglycan detected by
scintillation counting [18].
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Figure3. Hyaluronan-dependent chondrocyte matrices. Tibiae removed from day 12 chick embryoswere culturedin DMEM
+20% FBSinthe absence or presence of HA  for 48 hours. Chondrocytes were released with abrief collagenase treatment
and the pericellular matrix on living cellsreveal ed by the particleexclusion assay. (A). Embryonic chick chondrocytesfrom
control tibiae exhibit prominent pericellular matrices. (B). Embryonic chick chondrocytes from tibiae cultured in the pres-
ence of HA no longer retain a pericellular matrix. Adult bovinearticular chondrocytes were cultured for 5 daysin alginate
bead cultures. Then they were cultured for an additional 18 hours in absence or presence of HA,. The alginate was
depolymerized and the rel eased chondrocytes were examined with the particle exclusion assay. (C). Bovine chondrocytes
from control cultures exhibit prominent cell-associated matrices. (D). Bovine chondrocytesincubated with HA  no longer

retain acell-associated matrix. Bar =50 Um.

Cell aggregation assay

Freshly isolated cellsfrom stage 22 limb bud mesen-
chyme were alowed to recover from trypsin/collagenase
for 4 hoursin SSDMEM in low density suspension cultures
in polyhema-coated dishes then passed through a27-gauge
syringe needleto obtain asinglecell suspension[97]. Cells
were transferred to polyhema-coated 24-well plates at 10°
cells/ml in serum free- DMEM and incubated at 37°C for 3
hours with constant gentle rocking. This cell number was
determined as optimal to obtain cell aggregates by Beeand
von der Mark [12]. Experimenta cultures were then
incubated with 150 Jlg/ml HA . At successivetime points,
fivefields per well were counted for aggregate number, and
sampleswere counted with ahemocytometer for single cell
number. Assayswererun in triplicate and values reported
represent the cells remaining in aggregatesin HA -treated
cultures as a percent of controls, expressed as a mean
percentage withintherange[12].
Flow cytometry

Adult bovine chondrocytesin aginate bead cultures
for 4 days were released into asingle cell suspension with
55 mM Nacitrate. Cell surface proteinswereenzymaticaly
removed by a 30 minutes 0.25% trypsin treatment (t = 0).
At varioustime points between 0.5 and 24 hours, cellswere

rinsed with PBS and fixed with 0.5% formaldehyde for 10
minutes. To detect CD44 expression, 10° chondrocyteswere
incubated with 1 mg biotin-conjugated rat anti-mouse CD44
IM7.8.1, followed by streptavidin-phycoerythrin. Bioctin
conjugated rat isotype 19G,, was used as control. Mean
fluorescence intensity was measured on a Coulter Epics
ProfileAnalyzer (Coulter Electronics, Miami, FL); n=10,000
cells counted; data are representative of 3 primary cultures
[2.

Detergent extraction, immunoprecipitation, western
blotting

Bovine articular chondrocytes were cultured for 4
daysin aginate beads, then rel eased with 55 mM Nacitrate
as“matrix-intact” chondrocytesin suspension. Following
digestion with 3 U/ml Sreptomyces hyaluronidasefor 1 hour
at 37°C, chondrocyteswere“ matrix-depleted.” Cellswere
harvested with lysisbuffer { Trisbuffered saline (TBS) / 1%
NP-40with5mM EDTA, 100 mM 6-amino-n-hexanoic cid,
2 mM phenylmethylsulfonyl fluoride (PMSF), 2 ng/ml
pepstatin A, 5 mM benzamide, 1 ug/ml sodium
orthovanidate, 50 mM KF, and 10 mM sodium
pyrophosphate} . For HA add-back experiments, matrix-
depleted chondrocytes wereincubated with 200 plg/ml HA
(Sigma, gradel) for 10 or 20 minutes, followed by 2 ice-cold
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PBS rinses then lysis. Samples were incubated overnight
with anti-CD44 antibody (1.5 Plg IM7.8.1/50 Mg lysate
protein) and precipitated with goat anti-rat |gG conjugated
Sepharose 4B. Following extensive washes, proteinswere
separated by 6% SDS-PAGE (sodium dodecyl sulfate-
polyacrylamide gel electrophoresis) and electroblotted.
Threonine phosphorylated proteinswere detected with anti-
P-thr antibodies (Zymed, South San Francisco, CA) or blots
wereprobed with IM7.8.1 (Pharmingen, San Diego, CA) to
detect CD44[76].
Results

Matrix assembly and retention

Theintegrity of the chondrocyte pericellular matrix
was shown in our previous studies to be dependent on a
scaffold of HA [68, 71]. Embryonic chick chondrocytes
retain acell-associated matrix after direct isolation fromtibial
cartilage by abrief treatment with collagenase Pin DMEM
containing 20% horse serum. Intact tibiae from day 12
embryos were cultured as explants in medium containing
10% FBS + HA for 48 hours. All chondrocytes released
from control tibiaeretained acell-associated matrix (Fig. 3A),
sensitive to Sreptomyces hyaluronidase. However, after
48 hours of culture in the presence of HA, chondrocytes
were “disengaged” from the matrix and appeared “matrix-
free” when rel eased from the explants (Fig. 3B).

Adult bovine articular chondrocytes cultured in
suspension in either agarose or alginate gels assemble ma-
trix that can be stained directly within those gels with al-
cian blue and reflects the capacity of these chondrocytes
for matrix assembly when cultured under favorable condi-
tions. Bovine chondrocytes were cultured within alginate
beads for 5 days. Upon release of these cells by the
depolymerization of the alginate in sodium citrate, the
chondrocytesretain prominent cell-associated matrices (Fig.
3C). However, if the chondrocyteswithin the al ginate beads
arepre-incubated with HA  for 18 hours prior to therelease
of cells, none of the cells exhibit prominent pericellular
matrices(Fig. 3D).

The micromass culture system isamodel for chon-
drogenesis but can also serve to study the maturation of
the extracellular matrix. Since HA, cannot disrupt HA-
aggrecan interactions (this requires minimally aHA deca-
saccharide; Knudson et al., manuscript in preparation),
treatment of cartilagewith HA  perturbsthe native HA-cell
interactions and allows analysis of the cell-associated
proteoglycan-rich matrix pool. After only 3 daysof culture,
50% of the proteoglycan-rich matrix from micromassnodules
can be displaced by an overnight incubation with HA .
However, after 6 daysof culture, with more extensive matrix
deposition and increase in volume of the micromass
nodules, 15% of the proteoglycan-rich matrix can be
displaced by an overnightincubationwithHA  (Fig. 4). The
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Figure 4. Matrix accumulation during chondrogenesisin
micromass cultures. Micromass cultures of stage 22 limb
bud mesenchyme were continuously labeled with*S0, for
3 days or 6 days during which time labeled proteoglycans
accumulated within the cultures. To determine the
mechanism of retention of proteoglycansin these cultures,
HA , were added for an 18-hour pulse, and the proteoglycans
retained in the micromass cultureswere analyzed. TheHA
treatment resulted in the release of nearly 50% of the ¥S-
protoeglycans from the 3-day cultures and the release of
15% of the ®S-proteoglycans from the 6-day cultures. The
displaced ®S-proteoglycans were recovered in the media
(data not shown). Error bars indicate the range from the
mean valuesfromten different cultures; P=0.001 for 3-day
culturesand P=0.011 for 6-day cultures by t-test analysis.

displaced *S-proteoglycans were recovered in the culture
media (datanot shown) [96].

Formation of cell aggregates

Cell condensations are the initial structures in the
formation of proper cartilage and skeletal patterning in the
developing vertebrate limb. Coincident with the onset of
condensation is the expression by limb mesenchyme of
specific HA binding sites (Fig. 2) and the capacity for cell-
to-cell adhesonwith HA asan extracellular linker molecule.
Stage 22 limb bud mesodermal cellsin suspension culture
form aggregates within 3 hours [97]. These aggregates
remain stable over at least a6 hour incubation period [97].
Aggregates were incubated with HA and the number of
cells remaining within aggregates was counted and
compared to controls. In controls, nearly 100% of thecells
remained within the aggregates during the 5-hour
experimental period. However, by 2 hours of incubation
with HA, ~40% of the cells became loosened from the
aggregates and were floating as single cells (or doublets)
withinthe cultures. By 3 hoursof incubation withHA, (see
Fig. 5), lessthan 30% of the cellsremained withinthe smaller
remaining aggregates with a preponderance of single cells
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Figure 5. Disruption of cell aggregates by hyaluronan
hexasaccharides. Stage 22 limb bud mesenchyme formed
aggregatesduring athree hour pre-incubation in serum free-
medium, and these aggregates were stable under these
control conditions for 5 hours. The aggregates were also
monitored in the presence of exogenous HA for 5 hours,
and the bars represent the cells remaining in aggregates as
apercent of control. Following 3 hours of HA  treatment,
nearly 75% of cellshad been displaced from the aggregates
and seen as single cells within the cultures. Error bars
indicate the range from the mean percentage of triplicate
determinations.

observed within these cultures.
CD44 expression on bovinearticular chondrocytes

Cartilage homeostasis is dependent on the self-
assembly of the matrix molecules and their interaction/
retention with the cell surface of chondrocytes. CD44 isa
HA receptor on chondrocytes that can anchor the HA/
aggrecan rich matrix to chondrocytes. The hypothesis
tested hereinisthat thelevel of cell surface CD44 expression
isdirectly related to the capacity of chondrocytesfor matrix
assembly. Trypsintreatment eliminated CD44 detection by
flow cytometry (Fig. 6). The re-expression observed was
biphasic between 0 and 6 hours, suggesting heterogeneity
within the articular chondrocytes isolated from the full-
thickness of articular cartilage, with aunimodal expression
of CD44 by 24 hours (Fig. 6). At 2 hours, 43% of the
chondrocyteswere positivefor CD44, at 4 hours, 66% were
positive, and by 24 hours, > 72% of chondrocytes were
positive for CD44 (Table 3). The function of CD44 was
tested in parallel with CD44 epitope detection.
Chondrocytes were analyzed in light of our previous
observations that nonviable cells, following brief fixation
retain the capacity to bind *H-HA [39, 109] and can serve
as nucleating sites for matrix assembly in the presence of
purified exogenous aggrecan plusHA [73]. The percentage
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Figure 6. Flow cytometry histograms of CD44 re-expres-
sion. Bovinearticular chondrocytesweretreated with 0.25%
trypsin for 30 minutes, which reduced immunoreactivity to
the anti-CD44 antibody 1M 7.8.1 to background; t = 0, top
panel. Cells were cultured for 2 to 24 hours in complete
mediain suspension and then fixed with 1% formaldehyde.
Re-expression of cell surface CD44 was measured by flow
cytometric analysis and observed as a biphasic response
between 2-6 hours, with unimodal positive expression of
CD44 by 24 hours; bottom panel.

of chondrocytes capable of assembling an exogenous matrix
increased with time after trypsin treatment (Table 3). There
was good correlation between cells positive for CD44 by
flow cytometry at a time point and the capacity for
exogenous matrix assembly; r = 0.91.
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Table3. CD44 expression by bovinearticular chondrocytes
and the capacity for exogenous matrix assembly.

time cells re-expression
after with level of
trypsin exogenous CD44x
(hours) coats (%)
0 3 0
2 50 L
4 66 66
6 76 2
24 86 R

*Re-expression level of CD44 valuesrepresent theratio of
mean fluorescence val ue at that timepoint to the pre-trypsin
control value.

Bovine chondrocytes cultured in alginate beads for
5 dayswere isolated, solubilized and total CD44 immuno-
precipitated. Chondrocytes from the same cultures were
pre-treated with Sreptomyces hyal uronidase to degradethe
HA-dependent pericellular matrix, and these matrix-depl eted
chondrocytes were then solubilized and total CD44
immunoprecipitated. Some of the matrix-depleted
chondrocyteswereincubated for 10 or 20 minuteswith HA
prior to solubilization and immunoprecipitation of CD44.
Equivalent protein samplesfrom these cell treatmentswere
separated by 6% SDS-polyacrylamide gel electrophoresis
and electrablotted. On lanes cut from the blot and probed
with the anti-CD44 antibody
IM7.8.1, adoublet banding pattern was observed for either
matrix-intact chondrocytes (Fig. 7; lane 1) or matrix-depleted
cells (data not shown). When western blots of the CD44
immunopreci pitateswere probed for protein threonine phos-
phorylation, only the faster migrating ~87 kDaband of the
CD44 doublet, not the ~89 kDa band, as well as a co-
immunoprecipated ~71 kDa band were positive. The
threonine phosphorylation of CD44 on matrix-intact
chondrocytes (lane 2; M = matrix intact) was reduced when
chondrocytes were pre-treated with Streptomyces
hyaluronidase (lane 3; +S = Sreptomyces hyaluronidase
treated). When HA was added back to the matrix-depl eted
chondrocytes, threonine phosphorylation returned to levels
detected on matrix-intact chondrocytes (lane4 and 5; + HA).
Immunoprecipitation of chondrocyte lysates with control
19G,, revealed only the background band at ~102 kDa(data
not shown).

Discussion
Chondrocytepericelular matrix

Understanding matrix assembly during chondrogen-
esis may reveal mechanismskey in cartilage homeostasis.
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Figure 7. Threonine phosphorylation on bovine articular
chondrocyte CD44. Bovine chondrocytes were cultured
for 5 daysin alginate beads, then released into asingle cell
suspension. Matrix intact chondrocytes (M) were extracted
and total CD44 was immunoprecipitated. Other
chondrocytes were treated with Sreptomyces hya-
luronidasefor 90 minutesto removethe pericellular matrix
(+S). Tosome of these matrix-depleted chondrocytes, high
molecular weight HA was added back for 10 or 20 minutes
of incubations (+HA). Chondrocytes from these three
experimental conditionswere extracted and total CD44 was
immunoprecipitated. Lanesfrom western blotswere probed
with either an anti-CD44 antibody (lane 1) revealing CD44
in a doublet banding pattern, or an anti-phosphothreonine
antibody (lanes 2-5). An 87 kDa band representing one of
the doublet CD44 bands from matrix intact chondrocytes
showed intense immunoreactivity for phosphothreonine
(lane 2; M). Thisphosphorylation was decreased on CD44
from matrix-depleted chondrocytes (lane 3; +S) but wasre-
stored following the addition of HA (lanes4 and 5; +HA).
Positions of molecular weight standards are indicated in
kilodaltons at the right.

One strategy we took to approach the elucidation of
processes that control matrix assembly wasto focus on the
developing chondrocyte cell surface asthe site of assembly
of newly synthesized extracellular matrix macromolecules.
Catalysisof cartilage matrix assembly may require specific
cell-matrix interactions, which are in turn, mediated via
membrane binding proteins or receptors. The interactions
of matrix macromol eculeswith cell surfacereceptorswould
allow macromolecules to be clustered in proportions and
concentration that would assure optimal assembly in the
pericellular compartment. The re-expression of bovine
chondrocyte cell surface CD44 following trypsin-treatment
indicates that only 25% of normal cell surface CD44
expression on bovine chondrocytes is necessary for the
assembly of an HA-anchored, cell-associated matrix. CD44
density may becritical inregulating the amount of HA which
can be bound to the cell surface of chondrocytes, sug-
gesting that acritical density of CD44 isrequired for proper
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chondrocyte matrix assembly.

Cellswith anintact pericellular matrix wereisolated
from embryonic chick cartilage by disruption of the colla
genous matrix. Thus, the cell-anchored proteoglycan-rich
chondrocyte matrix pool apparently is collagen inde-
pendent. Following incubation of tibial explants in the
presence of HA, the chondrocytes liberated with colla-
genase Pno longer retain apericellular matrix. These data
suggests that HA/proteoglycan-rich cell-associated
matrices do exist asastructural unit within cartilagetissues,
and that a collagenous network is not necessary for the
initial assembly of the proteoglycan-rich matrix found in
close proximity to the chondrocyte cell surface. Later, these
cartilages in the presence of HA ; show decreased safranin
O staining, due predominantly to a lack of retention of
proteoglycans which are recovered in the medium [96].
Thus, interference by HA, with proteoglycan aggregate
interactions at the chondrocyte cell surface results not only
in disengaging the cell-associated matrix from the cells but
disruption of theinterterritorial matrix aswell. Therefore,
the pericellular matrix may serve asanuclesting template or
as amatrix anchor regulating assembly or retention of the
interterritorial matrix.

Significant progress has been madein theimplemen-
tation of cell culture conditions for chondrocytes to main-
tain the expression of the phenotypefoundin cartilage. For
adult bovine articular chondrocytes, we use the alginate
microbead culturesysteminwhich cellsretain their spherical
morphology and matrix synthes s/'turnover [53, 106]. Bovine
and human articular chondrocytes cultured in alginate
beads retained their spherical shape and continued
synthesis of aggrecan, collagens types 11, IX and X1 (but
not type I) for at least 3 months [54]. Adult human
chondrocytes that no longer synthesized type |1 collagen
in monolayer cultures, regained this cartilage phenotypein
alginate cultures. Matrix reached an apparent steady state
after 2 weeks of culture. At thistime, the concentration of
aggrecan in the cell-associated matrix was as high as in
articular cartilage (60-78 mg/gm). Densely packed collagen
fibrilsalso form within the alginate cultures, which become
progressively enriched in mature pyridinium crosslinks
[113].

Alginateisanegatively charged unsulfated copoly-
mer of L-guluronan and D-mannuronan, which polymerizes
toform agel in the presence of Ca?* and depolymerizesin
physiological buffer containing a calcium chelator [102],
releasingindividual cellswith intact cell-associated matrix.
Bovinearticular chondrocytesrel eased from alginate beads
explants after 6 days of culture, retained cell-associated
matrices that had been assembled in vitro. These
chondrocytes appeared “matrix-free” when released from
alginate beads treated with HA _ from day 5to 6 of culture.
These data suggest that HA/proteoglycan-rich cell-

associated matrices also form within the alginate bead
cultures and do exist as a structural unit within cartilage
tissues and; chondrocytes within those cultures can also
become “disengaged” from this cell-associated matrix by
the disruption of endogenous HA-chondrocyte binding by
exogenous HA .

Chondrogenic condensationsand cell adhesion

During limb development, cells make surface con-
tact with one another during the condensation event, trig-
gering the process of chondrogenesis [126, 135]. By
culturing limb mesenchyme at high density on either side
of Nucleoporefilters (Poretics Corp., Livermore, CA), the
ability of condensations on one side of thefilter membrane
to induce cells into aggregates on the opposite side of the
membrane was examined [120]. Pore sizeswere chosen to
permit cell-cell or cell-extracel lular matrix contact acrosslarge
porefiltersbut permit only interactionsviadiffusible mole-
culesacrosssmall porefilters. Examination of these cultures
for thealignment of similar patterns of condensation across
the membranes suggest that prechondrogenic conden-
sations enlarge in an autocrine manner dependent on direct
cell-cdll or cell-extracellular matrix contact provided by living
cells. The signals involved in the induction can be
transmitted acrosslarge porefiltersbut not small porefilters,
indicating that the mechanism requires the direct contact
permitted by the extension of cell processes across large
porefilters.

Prior to the condensation process, an extensive
extracellular matrix with HA being the predominant glycos-
aminoglycan separates the early limb mesenchymal cells.
With the initiation of condensation, the HA distribution
becomes patterned. The uniform distribution seen at earlier
stages persists in the limb periphery, but there is a
progressive declinein HA within the prechondrogenic and
premyaogeni c condensations[71, 79, 124]. Coincident with
the onset of condensation is the appearance of specific
binding sitesfor HA on limb mesenchymecells[72].

A significant model was proposed by Toole[137] to
explainthe dua roleof HA in mediating aggregation aswell
as inhibiting aggregation. In this model a minimal
requirement for relatively high molecule weight HA was
proposed to facilitate the cross-bridging of cells via the
multivalent interaction of HA with receptors on adjacent
cells. Residual HA fragmentsresulting from hyaluronidase
treatment would be of such reduced size that these
fragments would be unable to cross-bridge cells. Satura-
tion of binding sites on cells by the over-production of
endogenous HA (also mimicked by the addition of increas-
ing amounts of exogenous HA) would prevent cell
aggregation. This model was based on observations with
mouse 3T 3fibroblastsand SV-40 transformed 3T3 cells[ 147,
149,152].

Condensation of embryonic limb bud mesenchyme
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hyaluronan

Figure 8. Model for early eventsin chondrogenic condensation. (A). Mesenchymal cellswithin the embryonic limb bud
express hyaluronan binding activity and cell-to-cell aggregation may be mediated by the multivalent interaction of HA with
these binding proteins (rectangles) on adjacent cells. (B). Addition of HA  to cell aggregates displaces endogenous HA,
resulting in the release of single cells, and the inhibition of HA-mediated condensation.

can be studied with avariety of in vitro assays. Using an
intercellular adhesion assay [157], we detected stage
specificity of adhesion; earlier stage limb bud cellsdid not
adhere, whereas cells derived from early to late con-
densation stages show adhesion [97]. This is adhesion
apparently mediated by endogenous HA. It should be
stressed that this mechanism would be aninitial step inthe
formation of cellular condensations. Asatool, we usesmall
HA oligosaccharidesto disrupt theinteraction of native HA
with cells. Using a cell aggregation assay developed by
Bee and von der Mark [12], most cells within single cell
suspension of stage 22 mesenchyme incubated in serum-
free medium become part of cell aggregateswithin 3 hours.
In the presence of HA, the aggregates formed initially
disperse into single cells (Fig. 5). Therefore, larger HA
molecules must be present for cross-bridging receptor sites
on adjacent cells since, in fact, single cells were displaced
from the cell aggregates formed in the suspension
aggregation assay in the presence of HA . The presence
of HA, apparently can prevent the multiple receptor
interactions which occur with native HA macromolecules
(Fig. 8). Thus, as receptors become occupied with these
small HA oligosaccharides, cells within the aggregate
disperse. Competition between HA of different sizescould
modul ate tissue formation during organogenesis.
Expression of cell surface HA binding ability by limb
mesenchyme suggests a function for cell surface HA
receptors before matrix assembly. Cell surface HA binding
ability begins at stage 22 in the devel oping chick limb bud
[72], while production and assembly of cartilage matrix
components begins at stage 26. The timing of HA cell
surface receptor expression coincides with the reduction

of intercellular spacesin the areas of prospective cartilage
formation.

In the model for chondrogenic cellular condensa-
tions by Oster et al., high concentrations of HA hydrate
and inflate the tissue inhibiting intercellular interactions,
whereas a decrease in HA in later stages initiates osmotic
de-swelling of thetissue, bringing the cells closer together,
favoring cellular aggregation [112]. In this model, their
hydrated pericellular matricesenrichedin HA mechanically
isolate early precondensation stage cells. We have
observed that stage 19-20 limb bud mesenchyme do exhibit
aHA-enriched pericellular matrix asreveaed by aparticle
exclusion assay [71]. The addition of stage 19 limb
mesenchymeinhibited cartilage nodul e formation by stage
24 mesenchyme [127]. Oster et al. [112] discussed the
possihility that if the HA-enriched pericellular matrix could
be degraded substantially, cells could be brought into closer
proximity allowing condensation. Inour observations, limb
mesenchyme derived from condensation stages (stage
22-25) nolonger exhibited pericellular matricesenrichedin
HA [71] but do exhibit specific cell surfacebinding sitesfor
HA [72]; in addition, these cells produce hyal uronidase[81].

The initiation of condensation may involve the
receptor-mediated removal of extracellular HA coupled with
the preliminary formation of cellular aggregates by
multivalent HA cross-bridging of adjacent cells. HA binding
sites have been found, in other systems, to be involved in
the endocytosis of HA en route to its degradation by
lysosomal hyaluronidases[58, 104, 105, 125, 155]. Kulyk
and Kosher [81] found, by analysis of hyaluronidase
activity, that HA turnover in the devel oping limb bud would
have to be regulated by the binding and endocytosis of
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HA followed by degradation by lysosomal hyaluronidase.
Thus, it seems reasonable to propose that the decrease in
the amount of extracellular HA, during the process of
precartilage condensation formation, would be receptor
mediated.

Speculation remains as to the identity of the HA-
binding proteins expressed during precartilage cellular
condensation. A very likely possibility is that these HA
receptors are part of the CD44 family of hyaladherins.
Wheatley et al. [160] haveimmunohistochemical evidence
in the mouse that CD44 expression appears in the
developing limb at the time of cellular condensationandin
the central region that undergoes chondrogenesis. Another
possible candidate is the chick cell-surface HA receptor
recognized by a monoclonal antibody termed IVd4
described by Banerjee and Toole [9]. Treatment of
micromass cultures with this antibody has been shown to
decrease cartilage nodule formation as assessed by alcian
blue staining and *®S-sulfate incorporation [143]. The
identification and further characterization of the receptor
proteinwill alow finer analysisof theroleHA anditsbinding
proteins/receptors play in chondrogenesis.

Accumulation of specific extracellular matrix mole-
culeshasled to several proposalsthat adhesiveinteractions
are essential to the mechanism of condensation. Thetimely
expression of new adhesive molecules, such as, an 8.5 kDa
cadherin [12] and an as yet unidentified molecule which
binds PNA-lectin [7] suggests that interactions between
the extracellular matrix and the mesenchymal cell surface
could play an important role in the condensation process
(seeTable 2). HA-mediated adhesion may bethefirst step
in bringing cellsinto close enough proximity for interactions
between other extracellular matrix molecul esto effect con-
densation, or it may be one of multiple mechanisms that
cooperate to bring about a crucial developmental end,
chondrogenesis.

Matrix stability during cartilagematur ation

Micromass cultures were used to obtain cartilage
nodules with arelatively immature matrix (after 3 days of
chondrogenesis) versus cartilage nodules with a more
mature extracellular matrix (after 6 daysof chondrogenesis).
Thus with the increasing accumulation of matrix in the
micromass culture system, there is a decreased sensitivity
to proteoglycan displacement by HA .. The mature cartilage
nodules after day 6 of micromass culture had gained
properties similar to the cartilaginous anlagen of the
embryonictibiae. Chondrocytesreleased from these mature
cartilagesretain aHA/aggrecan-rich cell-associated matrix,
and can be* disengaged” from that matrix by HA , treatment.

Cell shapeand characteristic pericellular matricescan
provideevidenceto the state of differentiation of these cells
from thelimb or from micromass cultures. Undifferentiated
limb mesenchyme exhibits a flattened, fibroblastic
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morphology whereas chondrocytes are typically round or
polygonal cellswhich exhibit large pericellular matricesin
culture[71]. Individual cellswererel eased from micromass
cultureswith 0.25% trypsin/ EDTA and examined by phase
contrast microscopy [97]. The cellsreleased from an 8-day
micromass culture exhibited atypical rounded chondrocyte
morphology. In addition, when these cells were assayed
with aparticle exclusion assay to visualize the presence of
a cell-associated matrix, they displayed a matrix char-
acteristic of a differentiated chondrocyte [71]. Individual
cellsfromaparallel HA -treated micromass culture exhibited
mostly flattened stellate morphology, typical of
mesenchymal cells. These cells, when assayed with the
particle exclusion assay, produced no detectable pericellular
matrix, characterigtic of stage 22-26limb bud mesoderm [71].

Matrix stabilization of thechondrocyte phenotype

It seems likely that connections between the cell-
associated matrix and the chondrocyte could participatein
transducing signals necessary toward proper turnover and
maintenance of the extracellular matrix. Considering the
crucial load-bearing properties of cartilage, variations in
pressure at the chondrocyte cell surface could be
transduced to the cell interior through the HA-cell surface
receptor complexes resulting in proper response to these
changes in load. The role of the intimate connections
between the chondrocyte and the extracel lular matrix allows
usto view cartilage not solely as structural shock absorbing
material, but rather as a tissue with specific and dynamic
responses to external forces to effect its functions.

If 9-day HA -treated micromass cultures are dissoci-
ated into single cells and plated at low density, most cells
consistently demonstrate a spread or flattened morphol ogy
[97]. These cultures do have accumulated matrix, and it
would be expected that a large percentage of cells would
demonstrate achondrocytic morphology. Theseresultsalso
not an effect of selective attachment since there are very
few unattached cellsin these low-density cultures derived
from the micromass cultures. This result has led us to
speculate that continued and stable maintenance of
chondrocyte phenotype relies on the intimate connection
between the cell-associated matrix and the cell surface,
namely, the HA receptor. Competitivebinding of cell surface
HA receptors by hexasaccharides would disengage the
accumulated matrix from cells. Entrapped matrix withinthe
micromass could continue to maintain cells in a rounded
configuration similar to culturing in collagen or agarose gels
but without the crucial cell surface-pericellular matrix con-
nection crucial to a stable phenotype.

Maintenance of the chondrocyte phenotype may
also depend on the close association of the cell with its
matrix. Chondrocytes have a tendency to dedifferentiate
in vitro if stripped of their matrix and plated on adhesive
substrata [24] or by treatment with specific agents [168].
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This dedifferentiation can be evidenced by changesin both
cell shape and biosynthetic activity. Typicaly, dedif-
ferentiation involves a change from a round to a flattened
configuration. Dedifferentiation can always be prevented
by culturing systems which prevent cell flattening such as
collagen gelsor agarose[13, 168]. Thuscell shape and the
actin cytoskeleton may influence continued expression of
the cartilage phenotype as well as initial cartilage
differentiation. Components of the chondrocyte
extracellular matrix and their association withthecell surface
may maintain cell shape and the expression of cartilage
phenotype.

A doublet banding patternintherange of 90-95 kDa
is typically seen for bovine chondrocyte CD44 [1, 76].
Although the structural basis for the doublet pattern is
unknown, only the faster migrating band is a substrate for
protein phosphorylation. Endocytosis of CD44 is ap-
parently upregulated following pericellular matrix depletion
and reduced by occupancy with HA [2]. Higher levels of
threonine phosphorylation on CD44 were detected on
matrix-intact versus matrix-depleted chondrocytes (Fig. 7).
The decreased threonine phosphorylation on matrix-
depleted chondrocytes was reversed following incubation
with HA, suggesting that CD44 occupancy or cross-
bridging by HA alters its phosphorylation. The ~71 kDa
phosphoprotein that co-precipitated with CD44 but did not
react with IM7.8.1 by subsequent western analysis may
represent akey component in the pathway of HA signaling
through CD44. Thusmultiple poolsof CD44 may exist that
serve varied functions on chondrocytes.

CD44 has been shown to be associated with actin
filaments either through interactions with ankyrin [64] or
membersof the ERM family of proteins[144]. Cell surface
binding of HA could affect actin filament alignment and
therefore cell shape and/or actin filaments could control the
distribution of HA receptors (Fig. 9). Single molecules of
HA can bind to more than one receptor at atime resulting
in increased affinity [116, 151]. Clustering of cell surface
receptors would strengthen the interaction between
extracellular HA and the cell surface. Specific distribution
of HA receptors may a so contribute to the proper assembly
and retention of the extracellular matrix.

Cartilagematrix homeostasis

Although CD44-HA interactionsarelikely to play a
central mechanistic rolein chondrocyte matrix retention, our
current long-term goal remains to address the question as
towhether or not CD44-HA interactionsare actually atered
during osteoarthritisor other degenerative muscul oskel etal
conditions. Disruption of CD44-HA matrix interactions
results in aloss of proteoglycan from cartilage tissues in
explant culture. Although osteoarthritisisaheterogeneous
disease process, one consistent observation, in either
experimental animal models of osteoarthritis or cases of
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Figure9. Anintact matrix stabilizeschondrocyte cell shape.
Binding of HA to chondrocytes enhances the phos-
phorylation of CD44. Phosphorylated CD44 exhibits
increased binding to components of the cortical actin
cytoskeleton. Thus, matrix assembly may mediate the
stability of the shape of chondrocytes, as maintained by
the cortical actin network, critical to the chondrocyte
phenotype.

human osteoarthritis, is the lack of retention of PG by
articular cartilage[11]. Thisisreflectedinthelossof safranin
O staining in histologic sections of human articular carti-
lage, an essential criterion used in the classification of
osteoarthritis by both the Mankin or Collins grading scales
[115]. Thus, disruption of cell-matrix interactionsthat are
mediated viaCD44 resultsin progressive proteoglycan | oss,
supporting our overall hypothesis that HA-CD44
interactionsare crucial for cartilage homeostasis. Still, we
do not have evidence as yet, that CD44 function is altered
or disregulated in association with the onset of actual
human degenerative disease.

Although active degradation viamatrix metallopro-
teinases (e.g., stromelysin, aggrecanase) are likely respon-
siblefor much of the PG loss[82, 101, 117], itisalso clear
that, in the early stages of the disease, chondrocytes mount
asubstantial biosynthetic responseto counter the PG deficit
[11, 27] and stabilize the balance of matrix synthesis and
turnover. Nonetheless, this burst of new PG synthesis
typically does not lead to successful repair; the PG is not
retained by the cartilage, and PG loss continues, as does
the disease progression. Isthislack of PG retention dueto
an altered or inappropriate PG being synthesized or,
continued rapid degradation of newly synthesized PG? This
isapparently not the case asnewly synthesized PG extracted
from human osteoarthritis cartilage is fully functional and
retainsits capacity to aggregate and assemblewith HA [11].
Thiswould imply that other defectsareal so present inthese
diseased tissues. Lack of aggregate retention because of
faulty HA receptors could have a dramatic effect on
aggrecan retention, even if reparative attempts were made
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by chondrocytes to increase proteoglycan and HA
synthesis. Tissueremodeling and repair involveinteraction
of thecdll surfacewith theextracel lular matrix. |nappropriate
tissue repair can lead to the loss of matrix characteristics
and produce severe changes in the mechanical properties
of cartilage which occur in degenerative arthritis.

The structure of the cartilage tissue network and the
biomechanical properties of its components are essential
for the function of articular cartilage; to withstand
compressive load forces and undergo reversible deforma
tion. Changesin thisunique matrix structure, dueto faulty
maintenance or repair, trauma, or possibly intrinsic age-
related changes, give rise to degenerative disease states
such as osteoarthritis [26, 27, 44, 134]. Therefore,
considerable attention has been given to understanding the
balance between processes of matrix biosynthesis and
matrix turnover. The structure of several of the matrix
macromol ecul es has been elucidated [ 30, 46, 108], the sites
of their synthesisdetermined [92, 114, 158], and regul atory
mediatorsthat control their synthesis partially defined [107,
146]. At theother end of the spectrum, enzymes potentially
involved in matrix catabolism[5, 33, 82, 101, 117], and the
enzymeinhibitorsthat modulatetheir function [93, 156, 159]
have also been detailed. These studies allow us to
understand how stoichiometric levelsof appropriate matrix
macromolecules are maintained. However, agap existsin
our understanding of processesthat control matrix assembly
and how these macromolecules are immobilized within
cartilage once they have been synthesized and secreted by
the cells. Such assembly may be critical during the early
stages of osteoarthritis. Activated proteases may cleave
chondrocyte receptors as well as matrix components. The
detection of CD44 neoepitopes generated from proteolytic
degradation may in thefuture serve asamarker of cartilage
degeneration. The ability for cell-associated matrix repair
may correlate with the re-expression of cell surface
receptors.
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Discussion with Reviewers

V. Hascall: The description of CD44 could benefit from a
figure illustrating the exon structure and a model of the
standard and “epican” forms.

Author: Figure A illustrates the human CD44 gene,
indicating the exons numbered 1 through 20, based on the
work of Screaton et al. [121]. Exons 1 through 17 encode
the extracellular domain, exon 18 encodes the
transmembrane (TM) domain, while exon 20 encodes the
standard cytoplasmic domain. Exon 19 isused alternatively,
and would generate a short cytoplasmic tail. The mRNA

for the standard form of CD44 would consist of exons 1-5,
16-18 and 20. Variant formsof CD44 usedternative splicing
of exons 6 through 15, which are also called v1-v10 (variant
1-10). The epithelial variant form, CD44E or “epican”
contains the v8-10 exons and therefore the mMRNA would
consist of exons 1-5, 13-18 and 20.

P. Prehm: How wasit shown that the hexasaccharide prep-
aration did not contain higher oligosaccharides that could
disrupt hyaluronan-aggrecan interactions?

Author: The profile of the P-6 column shows that thereis
fairly good separation of the HA oligosaccharides. We have
tested several column fractions, including the higher
numbered oligosaccharides, for their capacity to compete
for aggrecan-HA binding using an ELISA for hyauronan
[170]. In this assay, the aggrecan-HA binding is not
stabilized by link protein, whereasin cartilage the majority
of aggrecan bound to HA islink stabilized. HA and HA
or higher numbered oligosaccharides when pre-incubated
with aggrecan, would inhibit aggrecan binding to target HA
in a dose-dependent manner (Knudson et al., manuscript
in preparation) HA,, HA, and HA fractions were not
effective inhibitors of aggrecan binding to high molecular
weight HA inthe ELISA.

P. Prehm: The concentrations of the hexasaccharides used
inthe experiments are extremely high: 150-250 Jg/ml. Are
conditions known that such high concentrations occur in
vivo so that the observed effects are relevant for
physiological processesin cartilage?

Author: Themolecular size of HA isolated from cartilage
decreases with age [11], suggesting that there may be HA
oligosaccharides generated. The amount of HA
oligosaccharidesin cartilage has not been determined. Yes,
the high concentrations used in our experiments were
determined empirically [68], and are effectivein displacing
the chondrocyte cell-associated matrix in arelatively short
timeframe, which weare currently using asamodel system.
Although lower concentrations (< 100 |Lg/ml) do not result
in anoticeable changein cartilage explants cultured for up
to two weeks, we do not know whether or not low
concentrations effect changesin aslow progressive mannet,
similar to the slow degenerative changes seen in human
disease.

W.M. Kulyk: Micromass cultures prepared from whole
limbs of early-stage chick embryo contain considerable
population of myogenic as well as chondrogenic progeni-
tor cells. Do you know whether both cell types express
hyaluronan receptors such as CD447? To what extent might
the presence of premyogenic cellsin your embryonic limb
mesenchyme cell cultures complicate interpretation of your
experimental data regarding the role of hyaluronan/HA
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Figure A. The human CD44 gene, indicating the exons
numbered 1 through 20, based on the work of Screaton et
al.[121].

receptor interaction in chondrogenic cell aggregation/
differentiation?

Author: We have not focused on myogenesis, but in our
earlier work we studied myoblasts prepared from stage 38
embryonic chick limbsand documented hyal uronan binding
capacity of thosecells[72]. But yes, certainly the presence
of premyogenic cells confounds the interpretation of
experimentsusing limb bud mesenchyme. Clearly however,
the presence of hyaluronan hexasaccharides inhibited the
formation of chondrogenic condensationsand chondrocyte
differentiation in micromass cultures. Nonetheless, wedid
not examine these cultures for the presence of myoblasts
or myocytes.

V. Hascall: In Discussion, the comparison with thework of
Oster et al. [112] with that of the author isunclear. Please
comment.

Author: Thework of Oster et al. [112] complementsoursin
that we also found that very high concentrations of
hyaluronan do inhibit cell aggregation, and that in later
stageswhen hyaluronan level sare reduced (but not absent),
precartilage condensation begins.

W.M. Kulyk: The phosphorylated form of CD44 is cyto-
skeleton-associated in T lymphoma cells, but phos-
phorylation hinders CD44 interaction with the cytoskele-
ton in macrophages. Given that HA-occupancy elevates
CD44 phosphorylation in chondrogenic cells, and that a
rounded cell shape favors the chondrogenic phenotype,
can you predict at this time the specific effect that CD44
phosphorylation is likely to have on its association with
the chondrocyte cytoskeleton? Isthisrelationship likely to
beidentical in embryonic cartilage progenitor cells (limb bud
mesenchyme) and fully differentiated (e.g., articular)
chondrocytes?

Author: Our preliminary results suggest that HA-
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occupancy increases CD44 association with the chondro-
cyte cytoskeleton [76], so we would therefore predict that
CD44 phosphorylation would enhance cytoskeletal inter-
actions. Since the cortical actin network of articular
chondrocytes is so different from the cytoskeleton of
chondrogenic mesenchymal cdlls, itis possiblethat different
actin binding proteins mediate CD44-cytoskeletal
associations in these cells and therefore the role of CD44
phosphorylation in modulating the binding to these proteins
may differ.

R.S. Tuan: Thethreoninephosphorylation datain Figure 7
are certainly very interesting, in that a possible outside-in
signal transduction step upon hyaluronan binding is
suggested. Does the author have data on serine
phosphorylation? Any hint asto which threonine (or serine)
residues on the cytoplasmic tail of CD44 are
phosphorylation targets?

Author: Our preliminary experiments using the anti-
phosphoserine antibodies have given parallel findings to
those presented herein on threonine phosphorylation. In
regard to which threonine or serine residues might be
crucial, pleaserefer tothework of Isacke[61] and her future
publications.

R.S. Tuan: Also, it is generally assumed that the slower
migrating band of a candidate phosphorylated molecules
isthe phosphorylated species. It isthereforeinteresting to
learn that the 87 kDa, but not the 89 kDa, band isthe P-Thr
reactive protein. What is known about the difference
between the 87 kDa and 89 kDa species of CD44? Other
post-transl ational modifications?

Author: Based on nucleic acid sequences, the predicted
molecular weight of CD44 duetoamino acidsis39kDa[121].
Thus, glycosylation with both N- and O-linked
oligosaccharides moieties accountsfor theincreased molec-
ular weights. Immunoprecipitation from bovine articular
chondrocytes or from cells derived from bovine synovium
typically yieldsadoublet banding pattern for CD44 whereas
other cell types show aprimary band at 90 kDawith higher
molecular weight species, such as CD44E. We are still
curious as to the identity of the two species.

W.M. Kulyk: Endocytosisof CD44 is apparently upregu-
lated following pericellular matrix depletion and reduced by
occupancy with HA. In addition, you have observed a
declinein CD44 phosphorylation following matrix depletion
that is reversed by incubation with HA. Does a
dephosphorylation of CD44 represent a signal for
endocytosis? Have you examine the relative distribution
of phosphorylated versus dephosphorylated forms of CD44
inintracellular versus cell-surface compartments?

Author: It is an interesting hypothesis that dephosphor-
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ylation may serve as asigna for CD44 endocytosis. The
cytoplasmic tail of CD44 does not contain any of the
consensus sequences identified so far that mediate the
formation of clathrin coats on forming endocytotic vesicles.
We have evidence from cell surface biotinylation studies
that CD44 that is on the plasma membrane can be
internalized, but have not yet examined the relative
phosphorylation of CD44 in these compartments.

W.M. Kulyk: Isthereany information availableto dateon
the extents to which levels of either hyaluronan or its
receptors(e.g., CD44) arealtered in osteoarthritic cartilage?
Author: Studies of human osteoarthritic cartilage show
great variability of cellularity aswell asmatrix composition.
Evidence for an imbalance in HA turnover has been
observed in experimental models of osteoarthritis. For
example, in the canine anterior cruciate ligament model of
osteoarthritis, HA content decreases in weight-bearing
areas of femoral cartilage in the early stages prior to
detectable loss of matrix proteoglycans [171]. However,
hyaluronan synthesisin actually increased in osteoarthritic
cartilage explants, implying that the newly synthesized
hyaluronan iseither being rapidly removed or not properly
retained and assembled into the matrix. Work is currently
inprogressto correlate CD44 expression in human articular
cartilage with age and disease progression.

W.M. Kulyk: DoesCD44 appear to bean exclusiverecep-
tor for hyaluronan? Is there any evidence for a direct
interaction of CD44 with other cell-surface or extracel lular
matrix components?

Author: Most of the reported interactions of CD44 with
other extracellular matrix componentsarelow affinity inter-
actions. Itisdifficult to appreciate the significance of these
within tissues. CD44-hyaluronan interactions are of
relatively low affinity if considered as monovalent
interactions; it isthe multivalent interaction of hyaluronan
with several receptors that contributes to the high avidity
binding on chondrocytesand other cells. Therole of CD44
inlymphocyte homing to high endothelia venulesof lymph
nodes (as characterized by the Hermes antibodi es) does not
involve hyaluronan, but the identity of the binding partner
for lymphocyte CD44 in lymph nodes has not yet been
resolved.
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