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(57) ABSTRACT 

Disclosed herein are improved osteogenic devices and meth 
ods of use thereof for repair of bone and cartilage defects. 
The devices and methods promote accelerated formation of 
repair tissue With enhanced stability using less osteogenic 
protein than devices in the art. Defects susceptible to repair 
With the instant invention include, but are not limited to: 
critical siZe defects, non-critical siZe defects, non-union 
fractures, fractures, osteochondral defects, subchondral 
defects, and defects resulting from degenerative diseases 
such as osteochondritis dessicans. 
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OSTEOGENIC DEVICES AND METHODS OF USE 
THEREOF FOR REPAIR OF ENDOCHONDRAL 
BONE, OSTEOCHONDRAL AND CHONDRAL 

DEFECTS 

CONTINUING APPLICATION DATA 

[0001] The instant application is a continuing application 
of co-pending U.S. Ser. No. 08/822,186 ?led on Mar. 20, 
1997, the entire content of Which is incorporated by refer 
ence herein. 

FIELD OF THE INVENTION 

[0002] The invention disclosed herein relates to materials 
and methods for repairing bone and cartilage defects using 
osteogenic proteins. 

BACKGROUND OF THE INVENTION 

[0003] A class of proteins noW has been identi?ed that is 
competent to act as true chondrogenic tissue morphogens. 
That is, these proteins are able, on their oWn, to induce the 
proliferation and differentiation of progenitor cells into 
functional bone, cartilage, tendon, and/or ligamentous tis 
sue. This class of proteins, referred to herein as “osteogenic 
proteins” or “morphogenic proteins” or “morphogens,” 
includes members of the family of bone morphogenetic 
proteins (BMPs) Which Were initially identi?ed by their 
ability to induce ectopic, endochondral bone morphogen 
esis. The osteogenic proteins generally are classi?ed in the 
art as a subgroup of the TGF-[3 superfamily of groWth 
factors (Hogan (1996) Genes & Development 10:1580 
1594). Members of the morphogen family of proteins 
include the mammalian osteogenic protein-1 (OP-1, also 
knoWn as BMP-7, and the Drosophila homolog 60A), osteo 
genic protein-2 (OP-2, also knoWn as BMP-8), osteogenic 
protein-3 (OP-3), BMP-2 (also knoWn as BMP-2A or 
CBMP-2A, and the Drosophila homolog DPP), BMP-3, 
BMP-4 (also knoWn as BMP-2B or CBMP-2B), BMP-5, 
BMP-6 and its murine homolog Vgr-1, BMP-9, BMP-10, 
BMP-11, BMP-12, GDF3 (also knoWn as Vgr2), GDF8, 
GDF9, GDF10, GDF11, GDF12, BMP-13, BMP-14, BMP 
15, GDP-5 (also knoWn as CDMP-1 or MP52), GDP-6 (also 
knoWn as CDMP-2), GDP-7 (also knoWn as CDMP-3), the 
Xenopus homolog Vgl and NODAL, UNIVIN, SCREW, 
ADMP, and NEURAL. Members of this family encode 
secreted polypeptide chains sharing common structural fea 
tures, including processing from a precursor “pro-form” to 
yield a mature polypeptide chain competent to dimeriZe and 
containing a carboxy terminal active domain, of approxi 
mately 97-106 amino acids. All members share a conserved 
pattern of cysteines in this domain and the active form of 
these proteins can be either a disul?de-bonded homodimer 
of a single family member or a heterodimer of tWo different 
members (see, e.g., Massague (1990) Annu. Rev. Cell Biol. 
6:597; Sampath, et al. (1990) J. Biol. Chem. 265:13198). See 
also, US. Pat. No. 5,011,691; US. Pat. No. 5,266,683, 
OZkaynak et al. (1990) EMBO J. 9: 2085-2093, Wharton et 
al. (1991) PNAS 88:9214-9218), (OZkaynak (1992) J. Biol. 
Chem. 267:25220-25227 and US. Pat. No. 5,266,683); 
(Celeste et al. (1991) PNAS 87:9843-9847); (Lyons et al. 
(1989) PNAS 86:4554-4558). These disclosures describe the 
amino acid and DNA sequences, as Well as the chemical and 
physical characteristics, of these osteogenic proteins. See 
also, WoZney et al. (1988) Science 242:1528-1534); BMP 9 
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(WO93/00432, published Jan. 7, 1993); DPP (Padgett et al. 
(1987) Nature 325:81-84; and Vg-1 (Weeks (1987) Cell 
511861-867). 
[0004] Thus true osteogenic proteins capable of inducing 
the above-described cascade of morphogenic events result 
ing in endochondral bone formation, have noW been iden 
ti?ed, isolated, and cloned. Whether naturally-occurring or 
synthetically prepared, these osteogenic factors, When 
implanted in a mammal in association With a matrix or 
substrate that alloWs attachment, proliferation and differen 
tiation of migratory progenitor cells, can induce recruitment 
of accessible progenitor cells and stimulate their prolifera 
tion, thereby inducing differentiation into chondrocytes and 
osteoblasts, and further inducing differentiation of interme 
diate cartilage, vasculariZation, bone formation, remodeling, 
and, ?nally, marroW differentiation. Furthermore, numerous 
practitioners have demonstrated the ability of these osteo 
genic proteins, When admixed With either naturally-sourced 
matrix materials such as collagen or synthetically-prepared 
polymeric matrix materials, to induce bone formation, 
including endochondral bone formation, under conditions 
Where true replacement bone otherWise Would not occur. For 
example, When combined With a matrix material, these 
osteogenic proteins induce formation of neW bone in large 
segmental bone defects, spinal fusions, and fractures. 

[0005] Naturally-sourced matrices, such as collagen, can 
be replaced With inert materials such as plastic, but plastic 
is not a suitable substitute since it does not resorb and is 
limited to applications requiring simple geometric con?gu 
rations. To date, biodegradable polymers and copolymers 
have also been used as matrices admixed With osteogenic 
proteins for repair of non-union defects. While such matrices 
may overcome some of the above-described insuf?ciencies, 
use of these matrices necessitates determination and control 
of features such as polymer chemistry, particle siZe, bio 
compatability and other particulars critical for operability. 
For example, pores must be formed in the polymer in a 
manner Which ensures adsorption of protein into the matrix 
and biodegradation of the matrix. Prior to use of the poly 
meric matrix, therefore, it is necessary to undergo the extra 
step of treating the polymer to induce the formation of pores 
of the appropriate siZe. 

[0006] Standard osteogenic devices, Which include either 
collagen or polymer matrices in admixture With osteogenic 
protein, lend themselves less amenable to manipulation 
during surgery. Standard osteogenic devices often have a 
dry, sandy consistency and can be Washed aWay Whenever 
the defect site is irrigated during surgery, and/or by blood 
and/or other ?uids in?ltrating the site post-surgery. The 
addition of certain materials to these compositions can aid in 
providing a more manageable composition for handling 
during surgery. US. Pat. Nos. 5,385,887; 5,520,923; 5,597, 
897 and International Publication WO 95/24210 describe 
compositions containing a synthetic polymer matrix, osteo 
genic protein, and a carrier for such a purpose. Such com 
positions have been limited, hoWever, to synthetic polymer 
matrices because of a desire to overcome certain alleged 
adverse immunologic reactions contemplated associated 
With other types of matrices especially biologically-derived 
matrices, including some forms of collagen. These compo 
sitions, therefore, suffer from the same feasibility concerns 
for optimiZing polymer chemistry, particle siZe, biocompat 
ability, etc., described above. 
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[0007] Needs remain for compositions and methods for 
repairing bone and cartilage defects Which provide greater 
ease in handling during surgery and Which do not rely on 
synthetic polymer matrices. Needs also remain for methods 
and compositions that can enhance the rate and quality of 
neW bone and cartilage formation. 

[0008] Accordingly, it is an object of the instant invention 
to provide improved osteogenic devices and methods of use 
thereof for repairing bone defects, cartilage defects and/or 
osteochondral defects that: are easier to manipulate during 
surgery; circumvent the concerns of polymer chemistry, 
particle siZe and biocompatibility associated With the use of 
synthetic polymer matrices; and, Which permit accelerated 
bone formation and more stable cartilage repair using loWer 
doses of osteogenic protein than can be achieved using 
devices and methods noW in the art. It is a further object of 
the instant invention to provide osteogenic devices and 
methods of use thereof for repairing non-healing, non-union 
defects and for promoting articular cartilage repair in chon 
dral or osteochondral defects. Yet another object of the 
instant invention is to provide devices and methods for 
repair of bone and cartilage defects Without surgical inter 
vention. These and other objects, along With advantages and 
features of the invention disclosed herein, Will be apparent 
from the description, draWings and claims that folloW. 

SUMMARY OF THE INVENTION 

[0009] The present invention is based on the discovery 
that admiXing osteogenic protein and a non-synthetic, non 
polymeric matriX such as collagen or B-tricalcium phosphate 
([3-TCP) With a binding agent yields an improved osteogenic 
device With enhanced bone and cartilage repair capabilities. 
Not only can such improved devices accelerate the rate of 
repair, these devices also can promote formation of high 
quality, stable repair tissue, particularly cartilage tissue. 
Additionally, the foregoing bene?ts can be achieved using 
signi?cantly less osteogenic protein than required by stan 
dard osteogenic devices. While not Wishing to be bound by 
theory, the aforementioned unexpected properties likely can 
be attributed to a complementary or synergistic interaction 
betWeen the non-polymeric matriX and the binding agent. In 
vieW of eXisting orthopedic and reconstructive technologies, 
these discoveries are unexpected and Were heretofore unap 
preciated. 
[0010] The invention provides, in one aspect, a novel 
device for inducing local bone and cartilage formation 
comprising osteogenic protein, matriX derived from non 
synthetic, non-polymeric material, and binding agent. As 
contemplated herein, the device preferably comprises osteo 
genic proteins such as, but not limited to OP-1, OP-2, 
BMP-2, BMP-4, BMP-5 and BMP-6. A currently preferred 
osteogenic protein is OP-1. As used herein, the terms 
“morphogen”, “bone morphogen”, “bone morphogenic pro 
tein”, “BMP”, “osteogenic protein” and “osteogenic factor” 
embrace the class of proteins typi?ed by human osteogenic 
protein 1 (hOP-1). Nucleotide and amino acid sequences for 
hOP-1 are provided in Seq. ID Nos. 1 and 2, respectively. 
For ease of description, hOP-1 is recited herein beloW as a 
representative osteogenic protein. It Will be appreciated by 
the artisan of ordinary skill in the art, hoWever, that OP-1 
merely is representative of the TGF-[3 subclass of true tissue 
morphogens competent to act as osteogenic proteins, and is 
not intended to limit the description. Other knoWn, and 
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useful proteins include, BMP-2, BMP-3, BMP-3b, BMP-4, 
BMP-S, BMP-6, BMP-8, BMP-9, BMP-10, BMP-11, BMP 
12, BMP-13, BMP-15, GDF-1, GDF-2, GDP-3, GDF-S, 
GDF-6, GDF-7, GDF-8, GDF-9, GDF-10, GDF-11, GDP 
12, NODAL, UNIVIN, SCREW, ADMP, NEURAL and 
osteogenically active amino acid variants thereof. In one 
preferred embodiment, the proteins useful in the invention 
include biologically active species variants of any of these 
proteins, including conservative amino acid sequence vari 
ants, proteins encoded by degenerate nucleotide sequence 
variants, and osteogenically active proteins sharing the con 
served seven cysteine skeleton as de?ned herein and 
encoded by a DNA sequence competent to hybridiZe to a 
DNA sequence encoding an osteogenic protein disclosed 
herein, including, Without limitation, OP-1, BMP-S, BMP-6, 
BMP-2, BMP-4 or GDF-S, GDF-6 or GDP-7. In another 
embodiment, useful osteogenic proteins include those shar 
ing the conserved seven cysteine domain and sharing at least 
70% amino acid sequence homology (similarity) Within the 
C-terminal active domain, as de?ned herein. In still another 
embodiment, the osteogenic proteins of the invention can be 
de?ned as osteogenically active proteins having any one of 
the generic sequences de?ned herein, including OPX (SEQ 
ID No: 3) and Generic Sequences 7 and 8, or Generic 
Sequences 9 and 10. 

[0011] OPX accommodates the homologies betWeen the 
various species of the osteogenic OP-1 and OP-2 proteins, 
and is described by the amino acid sequence presented 
herein beloW and in SEQ ID NO: 3. Generic sequence 9 is 
a 96 amino acid sequence containing the siX cysteine skel 
eton de?ned by hOP-1 (residues 335-431 of SEQ ID NO: 2) 
and Wherein the remaining residues accommodate the 
homologies of OP-1, OP-2, OP-3, BMP-2, BMP-3, BMP-4, 
BMP-S, BMP-6, BMP-8, BMP-9, BMP-10, BMP-11, BMP 
15, GDF-1, GDP-3, GDF-S, GDF-6, GDF-7, GDF-8, GDP 
9, GDF-10, GDF-11, UNIVIN, NODAL, DORSALIN, 
NURAL, SCREW and ADMP. That is, each of the non 
cysteine residues is independently selected from the corre 
sponding residue in this recited group of proteins. Generic 
Sequence 10 is a 102 amino acid sequence Which includes 
a 5 amino acid sequence added to the N-terminus of the 
Generic Sequence 9 and de?nes the seven cysteine skeleton 
of hOP-1 (330-431 SEQ ID NO: 2). Generic Sequences 7 
and 8 are 96 and 102 amino acid sequences, respectively, 
containing either the siX cysteine skeleton (Generic 
Sequence 7) or the seven cysteine skeleton (Generic 
Sequence 8) de?ned by hOP-1 and Wherein the remaining 
residues non-cysteine accommodate the homologies of: 
OP-1, OP-2, OP-3, BMP2, BMP3, BMP4, 60A, DPP, Vg1, 
BMPS, BMP6, Vgr-1, and GDF-1. 

[0012] As taught beloW, preferred matrices are non-syn 
thetic, non-polymeric materials and can be naturally-sourced 
or derived from biological materials. EXamples of preferred 
matrices include, but are not limited to, collagen, deminer 
aliZed bone and [3-TCP. One currently preferred matriX is 
collagen. Another currently preferred matriX is [3-TCP. Thus, 
the devices of the instant invention do not comprise as a 
primary component synthetic polymeric matrices such as 
homopolymers or copolymers of ot-hydroXy acetic acid 
and/or ot-hydroXy propionic acid, including racemic miX 
tures thereof. 

[0013] With respect to binding agents, the instant devices 
preferably comprise agents useful as gel-forming, viscosity 
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increasing, suspending and/or emsulfying agents. A cur 
rently preferred group of binding agents is the alkycellulose 
group; especially methylcelluloses such as carboxymethyl 
cellulose. Other suitable binding agents include other cel 
lulose gums, sodium alginate, dextrans and gelatin poWder. 
Another particularly preferred binding agent is ?brin glue. 
As used herein the term “?brin glue” means a composition 
comprising mammalian ?brinogen and thrombin. In certain 
embodiments, the improved devices of the instant invention 
further comprise a Wetting agent such as, but not limited to, 
saline or other aqueous physiological solution. 

[0014] The improved devices of the instant invention can 
assume a variety of con?gurations. The con?guration Will 
depend, in part, upon the type of binding agent and Wetting 
agent employed. As disclosed herein, one currently preferred 
embodiment can have a putty consistency. This particular 
con?guration is especially suitable for treating open defects 
in accordance With the methods of the instant invention. 
Another currently preferred embodiment of improved osteo 
genic device can have a viscous ?uid consistency. This 
particular con?guration is especially suitable for treating 
closed defects in accordance With the methods disclosed 
herein. Depending upon the con?guration of the improved 
device, providing it to a defect site can be accomplished by 
a variety of delivery modes. For example, a putty can be 
packed in and/or around the defect or extruded as a bead 
from a large-bore apparatus. Alternatively, a viscous liquid 
can be injected into and/or around the defect, or alternatively 
brushed and/or painted on the defect’s surface(s). Exploita 
tion of a variety of these possible embodiments to repair 
bone and cartilage defects is exempli?ed herein. 

[0015] Among the characteristics of a preferred binding 
agent is an ability to render the device: pliable, shapeable 
and/or malleable; injectable; adherent to bone, cartilage, 
muscle and other tissues; resistant to disintegration upon 
Washing and/or irrigating during surgery; and, resistant to 
dislodging during surgery, suturing and post-operatively, to 
name but a feW. Additionally, in certain preferred embodi 
ments, a binding agent can achieve the aforementioned 
features and bene?ts When present in loW proportions. For 
example, a currently preferred improved device comprises 
approximately 1 part binding agent and approximately 5 
parts matrix. Certain other preferred embodiments comprise 
approximately 1 part binding agent and approximately 10 
parts matrix, While still others comprise approximately 1 
part binding agent and approximately 25 parts matrix. 
Another currently preferred device comprises approximately 
3 parts binding agent to 5 parts matrix. Certain binding 
agents can be used in equal or greater proportions relative to 
matrix. Another currently preferred device comprises 1 part 
binding agent and 3 parts matrix. As exempli?ed herein, 
improved devices of Widely divergent proportions can 
induce bone and cartilage formation. Exempli?ed herein are 
improved devices having parts of binding agent to parts of 
matrix ranging from approximately 1:1 to 4:1 as Well as 
from approximately 1:2 to 1:5 and 1:10 to 1:25, as Well as 
1:25 to 1:50. Any proportion of binding agent to matrix can 
be used to practice the instant invention. 

[0016] Furthermore, the instant invention contemplates 
that an improved osteogenic device can comprise more than 
one matrix material in combination; the relative proportions 
can be varied to achieve the desired clinical outcome and can 
be routinely determined using ordinary skill. A currently 
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preferred matrix is collagen, especially bovine collagen. 
Another suitable matrix is demineraliZed bone. Yet other 
suitable matrices are hydroxyapatites (HAp) of varying 
calcium: phosphate (Ca/P) molar ratios, porosity and crys 
tallinity; bioactive ceramics; and calcium phosphate ceram 
ics, to name but a feW. Additionally, admixtures of the 
foregoing Wherein HAp/tricalciumphosphate ratios are 
manipulated are also contemplated herein. In a particularly 
preferred embodiment, the matrix is [3-ticalcium phosphate 
([3-TCP). 
[0017] In another aspect, the instant invention provides 
methods for inducing local bone or cartilage formation for 
repair of bone, cartilage or osteochondral defects. The 
instant methods are contemplated as useful to induce for 
mation of at least endochondral bone, intramembranous 
bone, and articular cartilage. As disclosed herein, methods 
of repair include treatment of both closed and open defects 
With the above-described improved osteogenic devices. As 
taught herein, the methods of the instant invention can be 
practiced using improved devices that are of suf?cient 
volume to ?ll the defect site, as Well as using improved 
devices that are not. Moreover, as a result of this discovery, 
embodiments are noW available for promoting bone and/or 
cartilage defect repair Without requiring surgical interven 
tion. Availability of such methods has implications for 
compromised individuals such as diabetics, smokers, obese 
individuals and others Whose overall health and impaired 
blood How to their extremities are placed at risk When 
surgical intervention is required. Examples of defects 
include, but are not limited to, critical siZe defects, non 
critical siZe defects, non-union fractures, fractures, osteo 
chondral defects, chondral defects and periodontal defects. 

[0018] In another aspect, the instant invention provides a 
kit for practice of the above-described methods. As contem 
plated herein, one embodiment of a kit for inducing local 
bone formation or cartilage formation comprises an 
improved device Wherein the osteogenic protein and matrix 
are packaged in the same receptacle. In other embodiments, 
the osteogenic protein, matrix and binding agent are in the 
same receptacle. In yet other embodiments, Wetting agent is 
also provided and packaged separately from the other kit 
components. 

[0019] Because the instant invention provides practitio 
ners With improved materials and methods for bone and 
cartilage repair, including repair of articular cartilage present 
in mammalian joints, it overcomes problems otherWise 
encountered using the methods and devices of the art. For 
example, the instant invention can induce formation of bona 
?de hyaline cartilage rather than ?brocartilage at a defect 
site. Functional hyaline cartilage forms on the articulating 
surface of bone at a defect site and does not degenerate over 
time to ?brocartilage. By contrast, prior art methods gener 
ally ultimately result in development of ?brocartilage at the 
defect site. Unlike hyaline cartilage, ?brocartilage lacks the 
physiological ability to restore articulating joints to their full 
capacity. Thus, When improved osteogenic devices are used 
in accordance With the instant methods, the practitioner can 
substantially restore an osteochondral or a chondral defect in 
a functionally articulating joint and avoid the undesirable 
formation of ?brocartilage typical of prior art methods. As 
contemplated herein, the invention further embodies allo 
genic replacement materials for repairing avascular tissue in 
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a skeletal joint Which results in formation of mechanically 
and functionally viable replacement tissues at a joint. 

[0020] In summary, the methods, devices, and kits of the 
present invention can be used to induce endochondral or 
intramembranous bone formation for repairing bone defects 
Which do not heal spontaneously, as Well as for promoting 
and enhancing the rate and/or quality of neW bone forma 
tion, particularly in the repair of fractures and fusions, 
including spinal fusions. The methods, devices, and kits also 
can induce repair of osteochondral and/or subchondral 
defects, i.e., can induce formation of neW bone and/or the 
overlying surface cartilage. The present invention is particu 
larly suitable for use in repair of defects resulting from 
deteriorative or degenerative diseases such as, but not lim 
ited to, osteochondritis dessicans. It is also particularly 
suitable for use in patients requiring repetitive reconstructive 
surgeries, as Well as cancer patients. Other applications 
include, but are not limited to, prosthetic repair, spinal 
fusion, scoliosis, cranial/facial repair, and massive allograft 
repair. 

BRIEF DESCRIPTION OF THE DRAWINGS 

[0021] The foregoing and other objects and features of the 
invention, as Well as the invention itself, may be more fully 
understood from the folloWing description, When read 
together With the accompanying draWings, in Which: 

[0022] FIG. 1 is a graph depicting cohesiveness properties 
of varying parts (W/W) of binding agent to parts (W/W) of 
standard OP device. 

[0023] FIG. 2 is a graph depicting the effect of varying 
volumes of Wetting agent on the integrity of an improved 
osteogenic device. 

DETAILED DESCRIPTION OF PREFERRED 
EMBODIMENTS 

[0024] In order to more clearly and concisely describe the 
subject matter of the claimed invention, the folloWing de? 
nitions are intended to provide guidance as to the meaning 
of speci?c terms used in the folloWing Written description 
and appended claims. 

[0025] “Bone formation” means formation of endochon 
dral bone or formation of intramembranous bone. In 
humans, bone formation begins during the ?rst 6-8 Weeks of 
fetal development. Progenitor stem cells of mesenchymal 
origin migrate to predetermined sites, Where they either: (a) 
condense, proliferate, and differentiate into bone-forming 
cells (osteoblasts), a process observed in the skull and 
referred to as “intramembranous bone formation;” or, (b) 
condense, proliferate and differentiate into cartilage-forming 
cells (chondroblasts) as intermediates, Which are subse 
quently replaced With bone-forming cells. More speci?cally, 
mesenchymal stem cells differentiate into chondrocytes. The 
chondrocytes then become calci?ed, undergo hypertrophy 
and are replaced by neWly formed bone made by differen 
tiated osteoblasts, Which noW are present at the site. Sub 
sequently, the mineraliZed bone is extensively remodeled, 
thereafter becoming occupied by an ossicle ?lled With 
functional bone-marroW elements. This process is observed 
in long bones and referred to as “endochondral bone for 
mation.” In postfetal life, bone has the capacity to repair 
itself upon injury by mimicking the cellular process of 
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embryonic endochondral bone development. That is, mes 
enchymal progenitor stem cells from the bone-marroW, 
periosteum, and muscle can be induced to migrate to the 
defect site and begin the cascade of events described above. 
There, they accumulate, proliferate, and differentiate into 
cartilage, Which is subsequently replaced With neWly formed 
bone. 

[0026] “Bone” refers to a calci?ed (mineraliZed) connec 
tive tissue primarily comprising a composite of deposited 
calcium and phosphate in the form of hydroxyapatite, col 
lagen (primarily Type I collagen) and bone cells such as 
osteoblasts, osteocytes and osteoclasts, as Well as to bone 
marroW tissue Which forms in the interior of true endoch 
ondral bone. Bone tissue differs signi?cantly from other 
tissues, including cartilage tissue. Speci?cally, bone tissue is 
vasculariZed tissue composed of cells and a biphasic 
medium comprising a mineraliZed, inorganic component 
(primarily hydroxyapatite crystals) and an organic compo 
nent (primarily of Type I collagen). Glycosaminoglycans 
constitute less than 2% of this organic component and less 
than 1% of the biphasic medium itself, or of bone tissue per 
se. Moreover, relative to cartilage tissue, the collagen 
present in bone tissue exists in a highly-organized parallel 
arrangement. Bony defects, Whether from degenerative, 
traumatic or cancerous etiologies, pose a formidable chal 
lenge to the reconstructive surgeon. Particularly dif?cult is 
reconstruction or repair of skeletal parts that comprise part 
of a multi-tissue complex, such as occurs in mammalian 
joints. 

[0027] “Cartilage formation” means formation of connec 
tive tissue containing chondrocytes embedded in an extra 
cellular netWork comprising ?brils of collagen (predomi 
nantly Type II collagen along With other minor types such as 
Types IX and XI), various proteoglycans, other proteins and 
Water. “Articular cartilage” refers speci?cally to hyaline or 
articular cartilage, an avascular non-mineraliZed tissue 
Which covers the articulating surfaces of the portions of 
bones in joints and alloWs movement in joints Without direct 
bone-to-bone contact, thereby preventing Wearing doWn and 
damage of opposing bone surfaces. Normal healthy articular 
cartilage is referred to as “hyaline,” i.e. having a character 
istic frosted glass appearance. Under physiological condi 
tions, articular cartilage tissue rests on the underlying, 
mineraliZed bone surface called subchondral bone, Which 
contains highly vasculariZed ossicles. The articular, or hya 
line cartilage, found at the end of articulating bones is a 
specialiZed, histologically distinct tissue and is responsible 
for the distribution of load resistance to compressive forces, 
and the smooth gliding that is part of joint function. Articular 
cartilage has little or no self-regenerative properties. Thus, if 
the articular cartilage is torn or Worn doWn in thickness or 
is otherWise damaged as a function of time, disease or 
trauma, its ability to protect the underlying bone surface is 
comprised. In normal articular cartilage, a balance exists 
betWeen synthesis and destruction of the above-described 
extracellular netWork. HoWever, in tissue subjected to 
repeated trauma, for example, due to friction betWeen mis 
aligned bones in contact With one another, or in joint 
diseases characteriZed by net loss of articular cartilage, e.g., 
osteoarthritis, an imbalance occurs betWeen synthesis and 
degradation. 

[0028] Other types of cartilage in skeletal joints include 
?brocartilage and elastic cartilage. Secondary cartilaginous 
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joints are formed by discs of ?brocartilage that join verte 
brae in the vertebral column. In ?brocartilage, the rnuco 
polysaccharide network is interlaced with prominent col 
lagen bundles and the chondrocytes are more Widely 
scattered than in hyaline cartilage. Elastic cartilage contains 
collagen ?bers that are histologically similar to elastin 
?bers. Cartilage tissue, including articular cartilage, unlike 
other connective tissues, lacks blood vessels, nerves, lyrn 
phatics and basement membrane. Cartilage is composed of 
chondrocytes, Which synthesiZe an abundant extracellular 
milieu composed of Water, collagens, proteoglycans and 
noncollagenous proteins and lipids. Collagen serves to trap 
proteoglycans and to provide tensile strength to the tissue. 
Type II collagen is the predominant collagen in cartilage 
tissue. The proteoglycans are composed of a variable num 
ber of glycosarninoglycan chains, keratin sulphate, chon 
droitin sulphate and/or derrnatan sulphate, and N-lined and 
O-linked oligosaccharides covalently bound to a protein 
core. 

[0029] Articular, or hyaline, cartilage can be distinguished 
from other forms of cartilage by both its morphology and its 
biochernistry. Certain collagens such as the ?brotic carti 
laginous tissues, Which occur in scar tissue, for example, are 
keloid and typical of scar-type tissue, i.e., composed of 
capillaries and abundant, irregular, disorganiZed bundles of 
Type I and Type II collagen. In contrast, articular cartilage 
is rnorphologically characteriZed by super?cial versus rnid 
versus deep Zones Which shoW a characteristic gradation of 
features from the surface of the tissue to the base of the 
tissue adjacent to the bone. In the super?cial Zone, for 
example, chondrocytes are ?attened and lie parallel to the 
surface embedded in an extracellular netWork that contains 
tangentially arranged collagen and feW proteoglycans. In the 
mid Zone, chondrocytes are spherical and surrounded by an 
extracellular netWork rich in proteoglycans and obliquely 
organiZed collagen ?bers. In the deep Zone, close to the 
bone, the collage ?bers are vertically oriented. The keratin 
sulphate rich proteoglycans increase in concentration With 
increasing distance from the cartilage surface. For a detailed 
description of articular cartilage rnicro-structure, see, for 
example, (Aydelotte and Kuettner, (1988), Conn. Tiss. Res. 
18:205; Zanetti et al., (1985),]. CellBiol. 101:53; and Poole 
et al., (1984), J. Anat. 138:13. Biochernically, articular 
collagen can be identi?ed by the presence of Type II and 
Type IX collagen, as Well as by the presence of Well 
characteriZed proteoglycans, and by the absence of Type X 
collagen, Which is associated With endochondral bone for 
rnation. 

[0030] TWo types of defects are recogniZed in articular 
surfaces, i.e., full-thickness defects and super?cial defects. 
These defects differ not only in the extent of physical 
damage to the cartilage, but also in the nature of the repair 
response each type of lesion can elicit. Full-thickness 
defects, also referred to herein as “osteochondral defects,” of 
an articulating surface include damage to the hyaline carti 
lage, the calci?ed cartilage layer and the subchondral bone 
tissue With its blood vessels and bone marrow. Full-thick 
ness defects can cause severe pain, since the bone plate 
contains sensory nerve endings. Such defects generally arise 
from severe traurna and/or during the late stages of degen 
erative joint disease, such a osteoarthritis. Full-thickness 
defects may, on occasion, lead to bleeding and the induction 
of a repair reaction from the subchondral bone. In such 
instances, hoWever, the repair tissue formed is a vasculariZed 
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?brous type of cartilage With insuf?cient biornechanical 
properties, and does not persist on a long-term basis. In 
contrast, super?cial defects in the articular cartilage tissue 
are restricted to the cartilage tissue itself. Such defects, also 
referred to herein as “chondral” or “subchondral defects”, 
are notorious because they do not heal and shoW no pro 
pensity for repair reactions. Super?cial defects may appear 
as ?ssures, divots, or clefts in the surface of the cartilage. 
They contain no bleeding vessels (blood spots), such as 
those seen in full-thickness defects. Super?cial defects may 
have no knoWn cause, but they are often the result of 
mechanical derangernents that lead to a Wearing doWn of the 
cartilaginous tissue. Such rnechanical derangernents may be 
caused by trauma to the joint, e.g., a displacement of torn 
rneniscus tissue into the joint, rneniscectorny, a Taxation of 
the joint by a torn ligarnent, rnalalignrnent of joints, or bone 
fracture, or by hereditary diseases. Super?cial defects are 
also characteristic of early stages of degenerative joint 
diseases, such as osteoarthritis. Since the cartilage tissue is 
not innervated or vasculariZed, super?cial defects do not 
heal and often degenerate into full-thickness defects. 

[0031] “Defect” or “defect site”, as conternplated herein, 
can de?ne a bony structural disruption requiring repair. The 
defect further can de?ne an osteochondral defect, including 
a structural disruption of both the bone and overlying 
cartilage. Adefect can assume the con?guration of a “void”, 
Which is understood to mean a three-dimensional defect 
such as, for example, a gap, cavity, hole or other substantial 
disruption in the structural integrity of a bone or joint. A 
defect can be the result of accident, disease, surgical 
rnanipulation, and/or prosthetic failure. In certain ernbodi 
rnents, the defect is a void having a volume incapable of 
endogenous or spontaneous repair. Such defects are gener 
ally tWice the diameter of the subject bone and are also 
called “critical siZe” defects. For example, in a canine ulna 
defect model, the art recogniZes such defects to be approxi 
rnately 3-4 cm, generally at least approximately 2.5 cm, gap 
incapable of spontaneous repair. See, for example, SchrnitZ 
et al., Clinical Orthopaedics and Related Research 2051299 
308 (1986); and Vukicevic et al., in Advanced in Molecular 
and Cell Biology, Vol. 6, pp. 207-224 (1993)(JAI Press, 
Inc.), the disclosures of Which are incorporated by reference 
herein. In rabbit and rnonkey segrnental defect models, the 
gap is approximately 1.5 cm and 2.0 cm, respectively. In 
other embodiments, the defect is a non-critical siZe segrnen 
tal defect. Generally, these are capable of some spontaneous 
repair, albeit biornechanically inferior to those made pos 
sible by practice of the instant innovation. In certain other 
embodiments, the defect is an osteochondral defect, such as 
an osteochondral plug. Such a defect traverses the entirety of 
the overlying cartilage and enters, at least in part, the 
underlying bony structure. In contrast, a chondral or sub 
chondral defect traverses the overlying cartilage, in part or 
in Whole, respectively, but does not involve the underlying 
bone. Other defects susceptible to repair using the instant 
invention include, but are not limited to, non-union frac 
tures; bone cavities; tumor resection; fresh fractures (dis 
tracted or undistracted); cranial/facial abnorrnalities; peri 
odontal defects and irregularities; spinal fusions; as Well as 
those defects resulting from diseases such as cancer, arthri 
tis, including osteoarthritis, and other bone degenerative 
disorders such as osteochondritis dessicans. 

[0032] “Repair” is intended to mean neW bone and/or 
cartilage formation which is suf?cient to at least partially ?ll 
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the void or structural discontinuity at the defect. Repair does 
not, however, mean, or otherwise necessitate, a process of 
complete healing or a treatment Which is 100% effective at 
restoring a defect to its pre-defect physiological/structural/ 
mechanical state. 

[0033] “Matrix”, as contemplated herein, means a non 
polymeric, non-synthetic material that can act as an osteo 
conductive substrate and has a scaffolding structure on 
Which in?ltrating cells can attach, proliferate and participate 
in the morphogenic process culminating in bone formation. 
As contemplated herein, matrix does not include polymeric, 
synthetic materials such as polymeric matrices comprising 
homopolymers or copolymers of ot-hydroxy acetic acid 
and/or ot-hydroxy proponic acid, including racemic mixtures 
thereof. Speci?cally, matrices as contemplated herein do not 
include homopolymers or copolymers of glycolic acid, lactic 
acid, and butyric acid, including derivatives thereof. For 
example, the matrix of the instant invention can be derived 
from biological, or naturally-sourced, or naturally-occurring 
materials. A suitable matrix must be particulate and porous, 
With porosity being a feature critical to its effectiveness in 
inducing bone formation, particularly endochondral bone 
formation. It is understood that the term “matrix” means a 
structural component or substrate intrinsically having a 
three-dimensional form upon Which certain cellular events 
involved in endochondral bone morphogenesis Will occur; a 
matrix acts as a temporary scaffolding structure for in?ltrat 
ing cells having interstices for attachment, proliferation and 
differentiation of such cells. The instant invention contem 
plates that an improved osteogenic device can comprise 
more than one matrix material in combination; the relative 
proportions can be varied to achieve the desired clinical 
outcome and can be routinely determined using ordinary 
skill. A currently preferred matrix is collagen, especially 
bovine collagen. Another suitable matrix is demineraliZed 
bone. Yet other suitable matrices are hydroxyapatites (HAp) 
of varying calcium: phosphate (Ca/P) molar ratios, porosity 
and crystallinity; bioactive ceramics; and calcium phosphate 
ceramics, to name but a feW. Additionally, admixtures of the 
foregoing Wherein HAp/tricalciumphosphate ratios are 
manipulated are also contemplated herein. These matrices 
can be obtained commercially in the form of granules, 
blocks and poWders. For example, Pyrost® is a HAp block 
derived from bovine bone (Osteo AG, SWitZerland); Col 
lapta® is a HAp sponge containing collagen (Osteo AG, 
SWitZerland); tricalcium phosphates ([3-TCP) can be 
obtained from Pharma GmbH (Germany) as Cerasob®, as 
Well as from Clarkson Chromatography Products, Inc. (S. 
Williamsport, Pa.) or Osteonics (Netherlands); TCP/HAp 
granule admixtures can be obtained from Osteonics (Neth 
erlands); and 100% HAp poWder or granules can be 
obtained from CAM (a subsidiary of Osteotech, N.J 
Preparation and characterization of certain of the aforemen 
tioned matrices have been extensively described in the art 
and necessitates no more than routine experimentation and 
ordinary skill. See, for example, US. Pat. No. 4,975,526; 
US. Pat. No. 5,011,691; US. Pat. No. 5,171,574; US. Pat. 
No. 5,266,683; US. Pat. No. 5,354,557; and US. Pat. No. 
5,468,845, the disclosures of Which are herein incorporated 
by reference. Other of the aforementioned matrices have 
also been Well described in the art. See, for example, 
biomaterials treatises such as LeGeros and Daculsi in Hand 
book ofBioactive Ceramics, II pp. 17-28 (1990, CRC Press); 
and other published descriptions such as Yang Cao, J ie Weng 
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Biomaterials 17, (1996) pp. 419-424; LeGeros, Adv. Dent. 
Res. 2, 164 (1988); Johnson et al.,]. Orthopaedic Research, 
1996, Vol. 14, pp. 351-369; and Piattelli et al., Biomaterials 
1996, Vol. 17, pp. 1767-1770, the disclosures of Which are 
herein incorporated by reference. 

[0034] Sintered, high ?red [3-TCP ([3-tricalcium phos 
phate) is a currently preferred matrix. Sintered [3-TCP has a 
higher dissolution rate than sintered HAps and sintered 
biphasic calcium phosphate (BCP). The ability of [3-TCP to 
support bone formation appears to be based, in part, on the 
siZe of the Ca/P granules in the matrix. Sintered [3-TCP 
having particle siZes of betWeen about 212 pm and about 425 
nm are most preferred and may be obtained from Clarkson 
Chromatography Products, Inc. (S. Williamsport, Pa.) or 
Osteonics (Netherlands). Upon implantation, devices con 
taining particles siZed Within this range shoW high rates of 
resorption by image analysis and loW in?ammatory 
responses When implanted at a rat sub-cutaneous site, as 
described elseWhere herein. 

[0035] “Osteogenic device” is understood to mean a com 
position comprising at least osteogenic protein dispersed in 
a matrix. As disclosed herein, an “improved osteogenic 
device” comprises osteogenic protein, a matrix as de?ned 
above, and a binding agent as de?ned beloW. In contrast, a 
“standard osteogenic device” comprises osteogenic protein 
and a matrix, but not a binding agent; standard osteogenic 
devices can comprise either a synthetic, polymeric or a 
matrix as de?ned above. In the Examples and teachings set 
forth beloW, standard osteogenic devices are further desig 
nated; standard devices, OP device, OP-1 device, or OP. 
Improved osteogenic devices are further designated: CMC 
containing device, CMC-containing standard device, CMC/ 
OP-1 device, OP-1/CMC/collagen, OPCMC/collagen, and 
?brin glue-containing improved device. As used herein, a 
“mock device” does not contain osteogenic protein and is 
formulated free of any knoWn osteoinductive factor. The 
instant invention also contemplates improved devices com 
prising at least tWo different osteogenic proteins and/or at 
least tWo different matrices, as de?ned herein. Other 
embodiments of improved device can further comprise at 
least tWo different binding agents, as de?ned herein. In still 
other embodiments, any one of the aforementioned 
improved devices can further comprise a Wetting agent, as 
de?ned herein. Any of the aforementioned embodiments can 
also include radiopaque components, such as commercially 
available contrast agents. Generally, there are three Well 
knoWn types of such agents—hydroxyapatites, barium sul 
fate, and organic iodine. Devices containing radiopaque 
components are particularly useful for device administration 
at a closed defect site, as discussed elseWhere herein. Iden 
ti?cation of a suitable radiopaque component requires only 
ordinary skill and routine experimentation. See, for 
example, radiographic treatises including, Ehrlich and 
McCloskey, Patient Care in Radiography (Mosby Publisher, 
1993); Carol, Fuch’s Radiographic Exposure, Processing 
and Quality Control (Charles C. Thomas Publisher, 1993); 
and Snopek, Fundamentals of Special Radiographic Proce 
dares, (W.B. Saunders Company, 1992), the disclosures of 
Which are herein incorporated by reference. 

[0036] Preferred embodiments of improved devices are 
adherent to bone, cartilage, muscle and/or other tissue. They 
have improved handling properties and are resistant to 
dislodging upon irrigation during surgery and upon suturing. 
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Similarly, they are cohesive and not Washed away, disinte 
grated or diluted by irrigation and/or in?ltrating body ?uids 
such as blood. Preferred embodiments remain adherent 
post-surgery, even at an articulating joint. Of particular 
importance is that improved devices are readily con?ned to 
the defect site. Functionally, the improved osteogenic device 
of the instant invention induces accelerated bone and/or 
cartilage formation, as Well as higher quality, more stable 
repair tissue and can achieve those bene?ts at doses of 
osteogenic protein loWer than required With a standard 
osteogenic device. Thus, the admixture of osteogenic protein 
With non-synthetic, non-polymeric matrix and a binding 
agent has unexpected properties upon Which the skilled 
practitioner can noW capitaliZe as exempli?ed herein. One 
currently preferred embodiment comprises OP-1, collagen 
matrix and the binding agent carboxymethylcellulose 
(CMC). As discussed beloW, an advantage associated With 
the binding agent, CMC, is its effectiveness even When 
present in loW relative amounts. For example, in certain 
embodiments exempli?ed herein, OP-1 can be used in 
amounts ranging from approximately 1.25 to 2.50 mg per 
approximately 1000 mg collagen and per approximately 180 
to 200 mg CMC. Other currently preferred embodiments 
comprise OP-1, collagen matrix and the binding agent ?brin 
glue; or OP-1, [3-TCP matrix and the binding agent ?brin 
glue. In certain embodiments exempli?ed herein, approxi 
mately 40 mg ?brin glue can be used With 1000 mg [3-TCP 
or 1000 mg collagen. In yet other embodiments, approxi 
mately 20 mg ?brin glue can be used With 1000 mg collagen 
to support bone and/or cartilage formation. These matrices 
and binding agents exhibit all of the aforementioned pre 
ferred handling characteristics associated With an improved 
osteogenic device. 
[0037] In certain other embodiments, these amounts of 
protein, matrix and binding agent can be increased or 
decreased according to the conditions and circumstances 
related to defect repair. AWetting agent such as saline can be 
further added. As exempli?ed beloW, a preferred con?gura 
tion for implantation at an open defect site assumes a putty 
consistency. It can be molded and shaped by the surgeon 
prior to implantation. This con?guration is achieved by 
adjusting the proportion of matrix to binding agent to 
Wetting agent in a manner similar to that taught herein. As 
further exempli?ed beloW, closed defects can be treated With 
a looser, more ?uid device con?guration resembling a 
viscous liquid. Such con?gurations can be injected Without 
surgical intervention at a defect site. Again, merely adjusting 
the proportions of matrix to binding agent to Wetting agent 
can achieve this embodiment. Currently, a preferred 
improved device comprises approximately 1 part binding 
agent (W/W) to approximately 5 parts matrix (W/W). As 
described herein beloW, other proportions can be used to 
prepare improved devices, depending upon the nature of 
binding agent and/or matrix. 
[0038] Of course, an essential feature of any formulation 
of improved osteogenic device is that it must be effective to 
provide at least a local source of osteogenic protein at the 
defect site, even if transient. As exempli?ed beloW, the 
binding agent content of an improved osteogenic device 
does not affect protein release/retention kinetics. This is 
unexpected in vieW of contrary observations that polymer 
containing standard devices failed to shoW clinically sig 
ni?cant osteoinducing effects in the absence of sequestering 
material (de?ned to include cellulosic materials) because 
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protein desorbtion Was too great. (See, for example, US. 
Pat. No. 5,597,897.) As exempli?ed beloW, even When a 
binding agent as de?ned herein is present, protein is still 
desorbed from the improved device yet osteoinductive 
effects are readily apparent. While not Wishing to be bound 
by theory, the unexpected features and bene?ts associated 
With the instant invention appear to relate less to a protein 
binding agent interaction and more to a binding agent-matrix 
interaction. Speci?cally, binding agents as de?ned herein 
appear to complement and/or interact synergistically With 
the matrix required by the instant invention. This has here 
tofore been unappreciated, and this combination is discour 
aged by the teachings of the prior art. (See, for example, US. 
Pat. No. 5,520,923; 5,597,897; and WO 95/24210.) 

[0039] The term “unitary” device refers to an improved 
osteogenic device provided to the practitioner as a single, 
pre-mixed formulation comprising osteogenic protein, 
matrix and binding agent. The term “non-unitary” device 
refers to an improved osteogenic device provided to the 
practitioner in at least tWo separate packages for admixing 
prior to use. Typically, a non-unitary device comprises at 
least binding agent packaged separately from the osteogenic 
protein and the matrix. The term “carrier” refers to an 
admixture of binding agent and matrix, as each is de?ned 
herein. Thus, for example, an improved osteogenic device as 
disclosed herein comprises osteogenic protein and a carrier. 

[0040] In addition to osteogenic proteins, various groWth 
factors, hormones, enZymes, therapeutic compositions, anti 
biotics, or other bioactive agents can also be contained 
Within an improved osteogenic device. Thus, various knoWn 
groWth factors such as EGF, PDGF, IGF, FGF, TGF-ot, and 
TGF-[3 can be combined With an improved osteogenic 
device and delivered to the defect site. An improved osteo 
genic device can also be used to deliver chemotherapeutic 
agents, insulin, enZymes, enZyme inhibitors and/or chemoat 
tractant/chemotactic factors. 

[0041] “Osteogenic protein”, or bone morphogenic pro 
tein, is generally understood to mean a protein Which can 
induce the full cascade of morphogenic events culminating 
in endochondral bone formation. As described elseWhere 
herein, the class of proteins is typi?ed by human osteogenic 
protein (hOP-1). Other osteogenic proteins useful in the 
practice of the invention include osteogenically active forms 
of OP-1, OP-2, OP-3, BMP2, BMP3, BMP4, BMP5, BMP6, 
BMP9, DPP, Vgl, Vgr, 60Aprotein, GDP-1, GDP-3, GDP-5, 
6, 7, BMP10, BMP11, BMP13, BMP15, UNIVIN, NODAL, 
SCREW, ADMP or NEURAL and amino acid sequence 
variants thereof. In one currently preferred embodiment, 
osteogenic protein includes any one of: OP-1, OP-2, OP-3, 
BMP2, BMP4, BMP5, BMP6, BMP9, and amino acid 
sequence variants and homologs thereof, including species 
homologs thereof. Particularly preferred osteogenic proteins 
are those comprising an amino acid sequence having at least 
70% homology With the C-terminal 102-106 amino acids, 
de?ning the conserved seven cysteine domain, of human 
OP-1, BMP2, and related proteins. Certain preferred 
embodiments of the instant invention comprise the osteo 
genic protein, OP-1. Certain other preferred embodiments 
comprise mature OP-1 solubiliZed in a physiological saline 
solution. As further described elseWhere herein, the osteo 
genic proteins suitable for use With Applicants’ invention 
can be identi?ed by means of routine experimentation using 
the art-recogniZed bioassay described by Reddi and Sam 
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path. “Amino acid sequence homology” is understood 
herein to mean amino acid sequence similarity. Homologous 
sequences share identical or similar amino acid residues, 
Where similar residues are conservative substitutions for, or 
alloWed point mutations of, corresponding amino acid resi 
dues in an aligned reference sequence. Thus, a candidate 
polypeptide sequence that shares 70% amino acid homology 
With a reference sequence is one in Which any 70% of the 
aligned residues are either identical to, or are conservative 
substitutions of, the corresponding residues in a reference 
sequence. Examples of conservative variations include the 
substitution of one hydrophobic residue, such as isoleucine, 
valine, leucine or methionine, for another, or the substitution 
of one polar residue for another, such as the substitution of 
arginine for lysine, glutamic for aspartic acids, or glutamine 
for asparagine, and the like. The term “conservative varia 
tion” also includes the use of a substituted amino acid in 
place of an unsubstituted parent amino acid, provided that 
antibodies raised to the substituted polypeptide also immu 
noreact With the unsubstituted polypeptide. 

[0042] Proteins useful in this invention include eukaryotic 
proteins identi?ed as osteogenic proteins (see US. Pat. No. 
5,011,691, incorporated herein by reference), such as the 
OP-1, OP-2, OP-3 and CBMP-2 proteins, as Well as amino 
acid sequence-related proteins, such as DPP (from Droso 
phila), Vgl (from Xenopus), Vgr-1 (from mouse), GDP-1 
(from humans, see Lee (1991), PNAS 88:4250-4254), 60A 
(from Drosophila, see Wharton et al. (1991) PNAS 88:9214 
9218), dorsalin-1 (from chick, see Basler et al. (1993) Cell 
73:687-702 and GenBank accession number L12032) and 
GDP-5 (from mouse, see Storm et al. (1994) Nature 
368:639-643). BMP-3 is also preferred. Additional useful 
proteins include biosynthetic morphogenic constructs dis 
closed in US. Pat. No. 5,011,691, e.g., COP-1, 3-5, 7 and 
16, as Well as other proteins knoWn in the art. Still other 
proteins include osteogenically active forms of BMP-3b (see 
Takao, et al., (1996), Biochem. Biophys. Res. Comm. 219: 
656-662. BMP-9 (see WO95/33830), BMP-15 (see WO96/ 
35710), BMP-12 (see WO95/16035), CDMP-1 (see WO 
94/12814), CDMP-2 (see WO94/12814), BMP-10 (see 
WO94/26893), GDP-1 (see WO92/00382), GDP-10 (see 
WO95/10539), GDP-3 (see WO94/15965) and GDP-7 
(WO95/01802). 
[0043] Still other useful proteins include proteins encoded 
by DNAs competent to hybridiZe to a DNA encoding an 
osteogenic protein as described herein, and related analogs, 
homologs, muteins (biosynthetic variants) and the like (see 
beloW). Certain embodiments of the improved osteogenic 
devices contemplated herein comprise osteogenic protein 
functionally and/or stably linked to matrix. 

[0044] “Binding Agent”, as used herein, means any physi 
ologically-compatible material Which, When admixed With 
osteogenic protein and matrix as de?ned herein, promotes 
bone and/or cartilage formation. Certain preferred binding 
agents promote such repair using less osteogenic protein 
than standard osteogenic devices. Other preferred binding 
agents can promote repair using the same amount of the 
osteogenic protein than the standard osteogenic devices 
While some require more to promote repair. As taught herein, 
the skilled artisan can determine an effective amount of 
protein for use With any suitable binding agent using only 
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routine experimentation. Among the other characteristics of 
a preferred binding agent is an ability to render the device: 
pliable, shapeable and/or malleable; injectable; adherent to 
bone, cartilage, muscle and other tissues; resistant to disin 
tegration upon Washing and/or irrigating during surgery; 
and, resistant to dislodging during surgery, suturing and 
post-operatively, to name but a feW. Additionally, in certain 
preferred embodiments, a binding agent can achieve the 
aforementioned features and bene?ts When present in loW 
proportions. For example, a currently preferred improved 
device comprises approximately 1 part binding agent and 
approximately 5 parts matrix. Another currently preferred 
device comprises approximately 3 parts binding agent to 5 
parts matrix. Yet other preferred devices comprise approxi 
mately 1 part binding agent and approximately 10 parts 
matrix While others comprise approximately 1 part binding 
agent and approximately 25 or 50 parts matrix. Certain 
binding agents can be used in equal or greater proportions 
relative to matrix, but, such agents should be tested as taught 
beloW to identify possible matrix dilution effects. 

[0045] Those binding agents contemplated as useful 
herein include, but are not limited to: art-recogniZed sus 
pending agents, viscosity-producing agents and emulsifying 
agents. In particular, art-recogniZed agents, such as cellulose 
gum derivatives, sodium alginate, and gelatin poWder can be 
used. More particularly, cellulosic agents such as alkylcel 
luloses, are preferred including agents such as methylcellu 
lose, methylhydroxyethylcellulose, hydroxyethylcellulose, 
hydroxypropylmethylcellulose, carboxymethylcellulose, 
sodium carboxymethylcellulose, and hydroxyalkylcellulo 
ses, to name but a feW. Currently, among the most preferred 
is carboxymethylcellulose, including the sodium salt 
thereof. As exempli?ed beloW, other binding agents suitable 
for use in the instant invention include, but are not limited 
to, dextran, mannitol, White petrolatum, sesame oil and 
admixtures thereof. Finally, also among the most preferred 
binding agents is ?brin glue, Which comprises a mixture of 
mammalian ?brinogen and thrombin. In vieW of the teach 
ings set forth herein, the artisan can identify suitable equiva 
lents of the above-identi?ed binding agents using merely 
routine experimentation and ordinary skill. 

[0046] “Wetting Agent”, as used herein, means any physi 
ologically-compatible aqueous solution, provided it does not 
interfere With bone and/or cartilage formation. In certain 
embodiments of the instant invention, Wetting agent is 
admixed With an improved device to achieve the consistency 
necessitated by the mode of defect repair. As taught herein, 
Wetting agent can be used to achieve a putty con?guration 
or, alternatively, a viscous liquid con?guration. A currently 
preferred Wetting agent is physiological saline. Equivalents 
can be identi?ed by the artisan using no more than routine 
experimentation and ordinary skill. 

[0047] The means for making and using the methods, 
implants and devices of the invention, as Well as other 
material aspects concerning their nature and utility, includ 
ing hoW to make and hoW to use the subject matter claimed, 
Will be further understood from the folloWing, Which con 
stitutes the best mode currently contemplated for practicing 
the invention. It Will be appreciated that the invention is not 
limited to such exemplary Work or to the speci?c details set 
forth in these examples. 
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I. Protein Considerations 

[0048] A. Biochemical, Structural and Functional Proper 
ties of Bone Morphogenic Proteins 

[0049] Naturally occurring proteins identi?ed and/or 
appreciated herein to be osteogenic or bone morphogenic 
proteins form a distinct subgroup Within the loose evolu 
tionary grouping of sequence-related proteins knoWn as the 
TGF-[3 superfamily or supergene family. The naturally 
occurring bone morphogens share substantial amino acid 
sequence homology in their C-terminal regions (domains). 
Typically, the above-mentioned naturally occurring osteo 
genic proteins are translated as a precursor, having an 
N-terminal signal peptide sequence typically less than about 
30 residues, folloWed by a “pro” domain that is cleaved to 
yield the mature C-terminal domain. The signal peptide is 
cleaved rapidly upon translation, at a cleavage site that can 
be predicted in a given sequence using the method of Von 
Heijne (1986) Nucleic Acids Research 14:4683-4691. The 
pro domain typically is about three times larger than the 
fully processed mature C-terminal domain. 

[0050] In preferred embodiments, the pair of morphogenic 
polypeptides have amino acid sequences each comprising a 
sequence that shares a de?ned relationship With an amino 
acid sequence of a reference morphogen. Herein, preferred 
osteogenic polypeptides share a de?ned relationship With a 
sequence present in osteogenically active human OP-1, SEQ 
ID NO: 2. HoWever, any one or more of the naturally 
occurring or biosynthetic sequences disclosed herein simi 
larly could be used as a reference sequence. Preferred 
osteogenic polypeptides share a de?ned relationship With at 
least the C-terminal siX cysteine domain of human OP-1, 
residues 335-431 of SEQ ID NO: 2. Preferably, osteogenic 
polypeptides share a de?ned relationship With at least the 
C-terminal seven cysteine domain of human OP-1, residues 
330-431 of SEQ ID NO: 2. That is, preferred polypeptides 
in a dimeric protein With bone morphogenic activity each 
comprise a sequence that corresponds to a reference 
sequence or is functionally equivalent thereto. 

[0051] Functionally equivalent sequences include func 
tionally equivalent arrangements of cysteine residues dis 
posed Within the reference sequence, including amino acid 
insertions or deletions Which alter the linear arrangement of 
these cysteines, but do not materially impair their relation 
ship in the folded structure of the dimeric morphogen 
protein, including their ability to form such intra- or inter 
chain disul?de bonds as may be necessary for morphogenic 
activity. Functionally equivalent sequences further include 
those Wherein one or more amino acid residues differs from 
the corresponding residue of a reference sequence, e.g., the 
C-terminal seven cysteine domain (also referred to herein as 
the conserved seven cysteine skeleton) of human OP-1, 
provided that this difference does not destroy bone morpho 
genic activity. Accordingly, conservative substitutions of 
corresponding amino acids in the reference sequence are 
preferred. Amino acid residues that are conservative substi 
tutions for corresponding residues in a reference sequence 
are those that are physically or functionally similar to the 
corresponding reference residues, e.g., that have similar 
siZe, shape, electric charge, chemical properties including 
the ability to form covalent or hydrogen bonds, or the like. 
Particularly preferred conservative substitutions are those 
ful?lling the criteria de?ned for an accepted point mutation 
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in Dayhoff et al. (1978), 5 Atlas of Protein Sequence and 
Structure, Suppl. 3, ch. 22 (pp. 354-352), Natl. Biomed. Res. 
Found., Washington, DC. 20007, the teachings of Which are 
incorporated by reference herein. 

[0052] EXamples of conservative substitutions include: 
Conservative substitutions typically include the substitution 
of one amino acid for another With similar characteristics, 
e.g., substitutions Within the folloWing groups: valine, gly 
cine; glycine, alanine; valine, isoleucine, leucine; aspartic 
acid, glutamic acid; asparagine, glutamine; serine, threo 
nine; lysine, arginine; and phenylalanine, tyrosine. The term 
“conservative variation” also includes the use of a substi 
tuted amino acid in place of an unsubstituted parent amino 
acid provided that antibodies raised to the substituted 
polypeptide also immunoreact With the unsubstituted 
polypeptide. 

[0053] Natural-sourced osteogenic protein in its mature, 
native form is a glycosylated dimer typically having an 
apparent molecular Weight of about 30-36 kDa as deter 
mined by SDS-PAGE. When reduced, the 30 kDa protein 
gives rise to tWo glycosylated peptide subunits having 
apparent molecular Weights of about 16 kDa and 18 kDa. In 
the reduced state, the protein has no detectable osteogenic 
activity. The unglycosylated protein, Which also has osteo 
genic activity, has an apparent molecular Weight of about 27 
kDa. When reduced, the 27 kDa protein gives rise to tWo 
unglycosylated polypeptides, having molecular Weights of 
about 14 kDa to 16 kDa, capable of inducing endochondral 
bone formation in a mammal. As described above, particu 
larly useful sequences include those comprising the C-ter 
minal 96 or 102 amino acid sequences of DPP (from 
Drosophila), Vgl (from Xenopus), Vgr-1 (from mouse), the 
OP-1 and OP-2 proteins, proteins (see US. Pat. No. 5,011, 
691 and Oppermann et al., as Well as the proteins referred to 
as BMP2, BMP3, BMP4 (see WO88/00205, US. Pat. No. 
5,013,649 and WO91/18098), BMP5 and BMP6 (see 
WO90/11366, PCT/US90/01630), BMP8 and BMP9. 

[0054] Other morphogenic proteins useful in the practice 
of the invention include morphogenically active forms of 
OP-1, OP-2, OP-3, BMP2, BMP3, BMP4, BMP5, BMP6, 
BMP9, GDF-5, GDF-6, GDF-7, DPP, Vgl, Vgr, 60Aprotein, 
GDF-1, GDF-3, GDF-5, GDF-6, GDF-7, BMP10, BMP11, 
BMP13, BMP15, UNIVIN, NODAL, SCREW, ADMP or 
NURAL and amino acid sequence variants thereof. In one 
currently preferred embodiment, osteogenic protein include 
any one of: OP-1, OP-2, OP-3, BMP2, BMP4, BMP5, 
BMP6, BMP9, and amino acid sequence variants and 
homologs thereof, including species homologs, thereof. 

[0055] Publications disclosing these sequences, as Well as 
their chemical and physical properties, include: OP-1 and 
OP-2: US. Pat. No. 5,011,691, US. Pat. No. 5,266,683, 
OZkaynak et al. (1990) EMBO J. 9: 2085-2093; OP-3: 
WO94/10203 (PCT US93/10520); BMP2, BMP3, BMP4: 
WO88/00205, WoZney et al. (1988) Science 242: 1528 
1534); BMP5 and BMP6: Celeste et al. (1991) PNAS 87: 
9843-9847; Vgr-1: Lyons et al. (1989) PNAS 86: 4554-4558; 
DPP: Padgett et al. (1987) Nature 325: 81-84; Vg-1: Weeks 
(1987) Cell 51: 861- 867; BMP-9: WO95/33830 (PCT/ 
US95/07084); BMP10: WO94/26893 (PCT/US94/05290); 
BMP-11: WO94/26892 (PCT/US94/05288); BMP12: 
WO95/16035 (PCT/US94/14030); BMP-13: WO95/16035 
(PCT/US94/14030); GDF-1: WO92/00382 (PCT/US91/ 
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04096) and Lee et al. (1991) PNAS 88: 4250-4254; GDP-8: 
WO94/21681 (PCT/US94/03019); GDP-9: WO94/15966 
(PCT/US94/00685); GDP-10: WO95/10539 (PCT/US94/ 
11440); GDP-11: WO96/01845 (PCT/US95/08543); BMP 
15: WO96/36710 (PCT/US96/06540); MP121: WO96/ 
01316 (PCT/EP95/02552); GDP-5 (CDMP-1, MP52): 
WO94/15949 (PCT/US94/00657) and WO96/14335 (PCT/ 
US94/ 12814) and WO93/16099 (PCT/EP93/00350); GDF-6 
(CDMP-2, BMP13): WO95/01801 (PCT/US94/07762) and 
WO96/14335 and WO95/10635 (PCT/US94/14030); 
GDF-7 (CDMP-3, BMP12): WO95/10802 (PCT/US94/ 
07799) and WO95/10635 (PCT/US94/14030). In another 
embodiment, useful proteins include biologically active 
biosynthetic constructs, including novel biosynthetic mor 
phogenic proteins and chimeric proteins designed using 
sequences from tWo or more knoWn morphogens. See also 
the biosynthetic constructs disclosed in US. Pat. 5,011,691, 
the disclosure of Which is incorporated herein by reference 
(e.g., COP-1, COP-3, COP-4, COP-5, COP-7, and COP-16). 
[0056] In certain preferred embodiments, bone morpho 
genic proteins useful herein include those in Which the 
amino acid sequences comprise a sequence sharing at least 
70% amino acid sequence homology or “similarity”, and 
preferably 80% homology or similarity, With a reference 
morphogenic protein selected from the foregoing naturally 
occurring proteins. Preferably, the reference protein is 
human OP-1, and the reference sequence thereof is the 
C-terminal seven cysteine domain present in osteogenically 
active forms of human OP-1, residues 330-431 of SEQ ID 
NO: 2. In certain embodiments, a polypeptide suspected of 
being functionally equivalent to a reference morphogen 
polypeptide is aligned thereWith using the method of 
Needleman, et al. (1970) J. Mol. Biol. 48:443-453, imple 
mented conveniently by computer programs such as the 
Align program (DNAstar, Inc.). As noted above, internal 
gaps and amino acid insertions in the candidate sequence are 
ignored for purposes of calculating the de?ned relationship, 
conventionally expressed as a level of amino acid sequence 
homology or identity, betWeen the candidate and reference 
sequences. “Amino acid sequence homology” is understood 
herein to include both amino acid sequence identity and 
similarity. Homologous sequences share identical and/or 
similar amino acid residues, Where similar residues are 
conservation substitutions for, or “alloWed point mutations” 
of, corresponding amino acid residues in an aligned refer 
ence sequence. Thus, a candidate polypeptide sequence that 
shares 70% amino acid homology With a reference sequence 
is one in Which any 70% of the aligned residues are either 
identical to, or are conservative substitutions of, the corre 
sponding residues in a reference sequence. In a currently 
preferred embodiment, the reference sequence is OP-1. 
Bone morphogenic proteins useful herein accordingly 
include allelic, phylogenetic counterpart and other variants 
of the preferred reference sequence, Whether naturally 
occurring or biosynthetically produced (e.g., including 
“muteins” or “mutant proteins”), as Well as novel members 
of the general morphogenic family of proteins, including 
those set forth and identi?ed above. Certain particularly 
preferred morphogenic polypeptides share at least 60% 
amino acid identity With the preferred reference sequence of 
human OP-1, still more preferably at least 65% amino acid 
identity thereWith. 
[0057] In other preferred embodiments, the family of bone 
morphogenic polypeptides useful in the present invention, 
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and members thereof, are de?ned by a generic amino acid 
sequence. For eXample, Generic Sequence 7 (SEQ ID NO: 
4) and Generic Sequence 8 (SEQ ID NO: 5) disclosed beloW, 
accommodate the homologies shared among preferred pro 
tein family members identi?ed to date, including at least 
OP-1, OP-2, OP-3, CBMP-2A, CBMP-2B, BMP-3, 60A, 
DPP, Vgl, BMP-5, BMP-6, Vgr-1, and GDP-1. The amino 
acid sequences for these proteins are described herein and/or 
in the art, as summariZed above. The generic sequences 
include both the amino acid identity shared by these 
sequences in the C-terminal domain, de?ned by the siX and 
seven cysteine skeletons (Generic Sequences 7 and 8, 
respectively), as Well as alternative residues for the variable 
positions Within the sequence. The generic sequences pro 
vide an appropriate cysteine skeleton Where inter- or 
intramolecular disul?de bonds can form, and contain certain 
critical amino acids likely to in?uence the tertiary structure 
of the folded proteins. In addition, the generic sequences 
alloW for an additional cysteine at position 36 (Generic 
Sequence 7) or position 41 (Generic Sequence 8), thereby 
encompassing the morphogenically active sequences of 
OP-2 and OP-3. 

Generic Seguence 7 

Leu Xaa Xaa Xaa Phe Xaa Xaa 

Xaa Gly Trp Xaa Xaa Xaa Xaa Xaa Xaa Pro 
l0 l5 

Xaa Xaa Xaa Xaa Ala Xaa Tyr Cys Xaa Gly 
20 25 

Xaa Cys Xaa Xaa Pro Xaa Xaa Xaa Xaa Xaa 
30 35 

Xaa Xaa Xaa Asn His Ala Xaa Xaa Xaa Xaa 

40 45 

Xaa Xaa Xaa Xaa Xaa Xaa Xaa Xaa Xaa Xaa 

50 55 

Xaa Xaa Xaa Cys Cys Xaa Pro Xaa Xaa Xaa 
60 65 

Xaa Xaa Xaa Xaa Xaa Leu Xaa Xaa Xaa Xaa 

70 75 

Xaa Xaa Xaa Val Xaa Leu Xaa Xaa Xaa Xaa 

80 85 

Xaa Met Xaa Val Xaa Xaa Cys Xaa Cys Xaa 
90 95 

[0058] Wherein each Xaa independently is selected from a 
group of one or more speci?ed amino acids de?ned as 
folloWs: “Res.” means “residue” and Xaa at res.2=(Tyr or 
Lys); Xaa at res.3=Val or Ile); Xaa at res.4=(Ser, Asp or 
Glu); Xaa at res.6=(Arg, Gln, Ser, Lys or Ala); Xaa at 
res.7=(Asp or Glu); Xaa at res.8=(Leu, Val or Ile); Xaa at 
res.11=(Gln, Leu, Asp, His, Asn or Ser); Xaa at res. 
12=(Asp, Arg, Asn or Glu); Xaa at res. 13=(Trp or Ser); Xaa 
at res.14=(Ile or Val); Xaa at res.15=(Ile or Val); Xaa at 
res.16 (Ala or Ser); Xaa at res.18=(Glu, Gln, Leu, Lys, Pro 
or Arg); Xaa at res. 19=(Gly or Ser); Xaa at res.20=(Tyr or 
Phe); Xaa at res.21=(Ala, Ser, Asp, Met, His, Gln, Leu or 
Gly); Xaa at res.23=(Tyr Phe); Xaa at res.26=(Glu, His, Tyr, 
Asp, Gln, Ala or Ser); Xaa at res.28=(Glu, Lys, Asp, Gln or 
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Phe, Val, Gly or Tyr); Xaa at res. 38=(Asn, Glu, Thr, Pro, 
Lys, His, Gly, Met, Val or Arg); Xaa at res. 39=(Ala, Ser, 
Gly, Pro or Phe); Xaa at res. 40=(Thr, Ser, Leu, Pro, His or 
Met); Xaa at res. 41=(Asn, Lys, Val, Thr or Gln); Xaa at res. 
42=(His, Tyr or Lys); Xaa at res. 43=(Ala, Thr, Leu or Tyr); 
Xaa at res. 44=(Ile, Thr, Val, Phe, Tyr, Met or Pro); Xaa at 
res. 45=(Val, Leu, Met, Ile or His); Xaa at res. 46=(Gln, Arg 
or Thr); Xaa at res. 47=(Thr, Ser, Ala, Asn or His); Xaa at 
res. 48=(Leu, Asn or Ile); Xaa at res. 49=(Val, Met, Leu, Pro 
or Ile); Xaa at res. 50=(His, Asn, Arg, Lys, Tyr or Gln); Xaa 
at res. 51=(Phe, Leu, Ser, Asn, Met, Ala, Arg, Glu, Gly or 
Gln); Xaa at res. 52=(Ile, Met, Leu, Val, Lys, Gln, Ala or 
Tyr); Xaa at res. 53=(Asn, Phe, Lys, Glu, Asp, Ala, Gln, Gly, 
Leu or Val); Xaa at res. 54=(Pro, Asn, Ser, Val or Asp); Xaa 
at res. 55=(Glu, Asp, Asn, Lys, Arg, Ser, Gly, Thr, Gln, Pro 
or His); Xaa at res. 56=(Thr, His, Tyr, Ala, Ile, Lys,Asp, Ser, 
Gly or Arg); Xaa at res. 57=(Val, Ile, Thr, Ala, Leu or Ser); 
Xaa at res. 58=(Pro, Gly, Ser, Asp or Ala); Xaa at res. 
59=(Lys, Leu, Pro, Ala, Ser, Glu, Arg or Gly); Xaa at res. 
60=(Pro, Ala, Val, Thr or Ser); Xaa at res. 61=(Cys, Val or 
Ser); Xaa at res. 63=(Ala, Val or Thr); Xaa at res. 65=(Thr, 
Ala, Glu, Val, Gly, Asp or Tyr); Xaa at res. 66=(Gln, Lys, 
Glu, Arg or Val); Xaa at res. 67=(Leu, Met, Thr or Tyr); Xaa 
at res. 68=(Asn, Ser, Gly, Thr, Asp, Glu, Lys or Val); Xaa at 
res. 69=(Ala, Pro, Gly or Ser); Xaa at res. 70=(Ile, Thr, Leu 
or Val); Xaa at res. 71=(Ser, Pro, Ala, Thr, Asn or Gly); Xaa 
at res. 2=(Val, Ile, Leu or Met); Xaa at res. 74=(Tyr, Phe, 
Arg, Thr, Tyr or Met); Xaa at res. 75 =(Phe, Tyr, His, Leu, Ile, 
Lys, Gln or Val); Xaa at res. 76=(Asp, Leu, Asn or Glu); Xaa 
at res. 77= (Asp, Ser, Arg, Asn, Glu, Ala, Lys, Gly or Pro); 
Xaa at res. 78=(Ser, Asn, Asp, Tyr, Ala, Gly, Gln, Met, Glu, 
Asn or Lys); Xaa at res. 79=(Ser, Asn, Glu, Asp, Val, Lys, 
Gly, Gln or Arg); Xaa at res. 80=(Asn, Lys, Thr, Pro, Val, Ile, 
Arg, Ser or Gln); Xaa at res. 81=(Val, Ile, Thr or Ala); Xaa 
at res. 82=(Ile, Asn, Val, Leu, Tyr, Asp or Ala); Xaa at res. 
83=(Leu, Tyr, Lys or Ile); Xaa at res. 84=(Lys, Arg, Asn, Tyr, 
Phe, Thr, Glu or Gly); Xaa at res. 85=(Lys, Arg, His, Gln, 
Asn, Glu or Val); Xaa at res. 86=(Tyr, His, Glu or Ile); Xaa 
at res. 87=(Arg, Glu, Gln, Pro or Lys); Xaa at res. 88=(Asn, 
Asp, Ala, Glu, Gly or Lys); Xaa at res. 89=(Met or Ala); Xaa 
at res. 90=(Val, Ile, Ala, Thr, Ser or Lys); Xaa at res 91=(Val 
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after res. 54in BMP3 there is a V; after res. 78 in BMP-8 and 
Dorsalin there is a G; after res. 37 in hGDF-l there is Pro, 
Gly, Gly, Pro. 

[0064] Generic Sequence 10 (SEQ ID NO: 7) includes all 
of Generic Sequence 9 (SEQ ID NO: 6) and in addition 
includes the following sequence (SEQ ID NO: 9) at its 
N-terrninus: 

Cys Xaa Xaa Xaa Xaa 
l 5 

SEQ ID NO: 9 

[0065] Accordingly, beginning With residue 6, each “Xaa” 
in Generic Sequence 10 is a speci?ed amino acid de?ned as 
for Generic Sequence 9, With the distinction that each 
residue number described for Generic Sequence 9 is shifted 
by ?ve in Generic Sequence 10. Thus, “Xaa at res. 1 =( Tyr, 
Phe, His, Arg, Thr, Lys, Gln, Val or Glu)” in Generic 
Sequence 9 refers to Xaa at res. 6 in Generic Sequence 10. 
In Generic Sequence 10, Xaa at res. 2=(Lys, Arg, Gln, Ser, 
His, Glu, Ala, or Cys); Xaa at res. 3=(Lys, Arg, Met, Lys, 
Thr, Leu, Tyr, or Ala); Xaa at res. 4=(His, Gln, Arg, Lys, Thr, 
Leu, Val, Pro, or Tyr); and Xaa at res. 5=(Gln, Thr, His, Arg, 
Pro, Ser, Ala, Gln, Asn, Tyr, Lys, Asp, or Leu). 
[0066] As noted above, certain currently preferred bone 
rnorphogenic polypeptide sequences useful in this invention 
have greater than 60% identity, preferably greater than 65% 
identity, With the amino acid sequence de?ning the preferred 
reference sequence of hOP-l. These particularly preferred 
sequences include allelic and phylogenetic counterpart vari 
ants of the OP-l and OP-2 proteins, including the Droso 
phila 60A protein. Accordingly, in certain particularly pre 
ferred ernbodirnents, useful rnorphogenic proteins include 
active proteins cornprising pairs of polypeptide chains 
Within the generic amino acid sequence herein referred to as 
“OPX” (SEQ ID NO: 3), Which de?nes the seven cysteine 
skeleton and accommodates the hornologies betWeen several 
identi?ed variants of OP-l and OP-2. As described therein, 
each Xaa at a given position independently is selected from 
the residues occurring at the corresponding position in the 
C-terrninal sequence of mouse or human OP-l or OP-2. 

Cys 

Xaa 

Leu 

Xaa 

Xaa 

75 

Asn 

Xaa 

Ile 
20 

Xaa 

Xaa 

Ser 

Met 

Xaa 

Ala 

Ser 

40 

Pro 

Val 

Val 
95 

His 

Pro 

Xaa 

Xaa 

Leu 

Val 

Glu 

Xaa 

Met 

Xaa 

Tyr 

Xaa 

Leu 

Gly 

Asn 

Val 

80 

Ala 

Tyr 

Tyr 
25 

Ala 

Pro 

Asp 

Cys 

or Ala); Xaa at res. 92=(Arg, Lys, Gln, Asp, Glu, Val, Ala, 

Val 

Xaa 

Thr 
45 

Lys 

Xaa 

Gly 
100 

Ser 

Ala 

Asn 

Xaa 

Ser 

Cys 

[0067] 

Phe 

Tyr 

His 

Cys 

Xaa 

His 

Wherein Xaa at res. 2=(Lys or Arg); Xaa at res. 

Xaa 

Tyr 

Ala 

Cys 

Asn 

85 

Asp 

Cys 
30 

Ile 

Ala 

Val 

Leu 

Glu 

Xaa 

50 

Pro 

Ile 

Gly 

Gly 

Gln 

Thr 

Leu 

Trp 

Glu 

Xaa 

Xaa 

Xaa 

Cys 

Leu 

Leu 

Lys 
90 

Asp 

35 

Val 

Xaa 

Xaa 

Trp 

Phe Pro 

His Xaa 
55 

Ala 

Arg 

Ser or Thr); Xaa at res. 93=(Ala, Ser, Glu, Gly, Arg or Thr); 
Xaa at res. 95=(Gly, Ala or Thr); Xaa at res. 97=(His, Arg, 
Gly, Leu or Ser). Further, after res. 53 in rBMP3b and 
rnGDF-lO there is an Ile; after res. 54 in GDF-I there is a T; 

3=(Lys or Arg); Xaa at res. 11=(Arg or Gln); Xaa at res. 

16=(Gln or Leu); Xaa at res. 19=(Ile or Val); Xaa at res. 
23=(Glu or Gln); Xaa at res. 26=(Ala or Ser); Xaa at res. 
35=(Ala or Ser); Xaa at res. 39=(Asn or Asp); Xaa at res. 



US 2001/0016646 A1 

41=(Tyr or Cys); Xaa at res. 50=(Val or Leu); Xaa at res. 
52=(Ser or Thr); Xaa at res. 56=(Phe or Leu); Xaa at res. 
57=(Ile or Met); Xaa at res. 58=(Asn or Lys); Xaa at res. 
60=(Glu, Asp or Asn); Xaa at res. 61=(Thr, Ala or Val); Xaa 
at res. 65=(Pro or Ala); Xaa at res. 71=(Gln or Lys); Xaa at 
res. 73=(Asn or Ser); Xaa at res. 75=(Ile or Thr); Xaa at res. 
80=(Phe or Tyr); Xaa at res. 82=(Asp or Ser); Xaa at res. 
84=(Ser or Asn); Xaa at res. 89=(Lys or Arg); Xaa at res. 
91=(Tyr or His); and Xaa at res. 97=(Arg or Lys). 

[0068] In still another preferred embodiment, useful osteo 
genically active proteins have polypeptide chains With 
amino acid sequences comprising a sequence encoded by a 
nucleic acid that hybridiZes, under loW, medium or high 
stringency hybridization conditions, to DNA or RNA encod 
ing reference morphogen sequences, e.g., C-terminal 
sequences de?ning the conserved seven cysteine domains of 
OP-1, OP-2, BMP2, 4, 5, 6, 60A, GDF3, GDF6, GDF7 and 
the like. As used herein, high stringent hybridiZation con 
ditions are de?ned as hybridiZation according to knoWn 
techniques in 40% formamide, 5>< SSPE, 5>< Denhardt’s 
Solution, and 0.1% SDS at 37° C. overnight, and Washing in 
0.1>< SSPE, 0.1% SDS at 50° C. Standard stringence con 
ditions are Well characteriZed in commercially available, 
standard molecular cloning texts. See, for example, Molecu 
lar CloningA Laboratory Manual, 2nd Ed., ed. by Sam 
brook, Fritsch and Maniatis (Cold Spring Harbor Laboratory 
Press: 1989); DNA Cloning, Volumes I and II (D. N. Glover 
ed., 1985); Oligonucleotide Synthesis (M. J. Gait ed., 1984): 
Nucleic Acid Hybridization (B. D. Hames & S. J. Higgins 
eds. 1984); and B. Perbal, A Practical Guide To Molecular 
Cloning (1984). 
[0069] As noted above, proteins useful in the present 
invention generally are dimeric proteins comprising a folded 
pair of the above polypeptides. Such morphogenic proteins 
are inactive When reduced, but are active as oxidiZed 
homodimers and When oxidiZed in combination With others 
of this invention to produce heterodimers. Thus, members of 
a folded pair of morphogenic polypeptides in a morphogeni 
cally active protein can be selected independently from any 
of the speci?c polypeptides mentioned above. 

[0070] The bone morphogenic proteins useful in the mate 
rials and methods of this invention include proteins com 
prising any of the polypeptide chains described above, 
Whether isolated from naturally-occurring sources, or pro 
duced by recombinant DNA or other synthetic techniques, 
and includes allelic and phylogenetic counterpart variants of 
these proteins, as Well as muteins thereof, and various 
truncated and fusion constructs. Deletion or addition 
mutants also are envisioned to be active, including those 
Which may alter the conserved C-terminal six or seven 
cysteine domain, provided that the alteration does not func 
tionally disrupt the relationship of these cysteines in the 
folded structure. Accordingly, such active forms are consid 
ered the equivalent of the speci?cally described constructs 
disclosed herein. The proteins may include forms having 
varying glycosylation patterns, varying N-termini, a family 
of related proteins having regions of amino acid sequence 
homology, and active truncated or mutated forms of native 
or biosynthetic proteins, produced by expression of recom 
binant DNA in host cells. 

[0071] The bone morphogenic proteins contemplated 
herein can be expressed from intact or truncated cDNA or 
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from synthetic DNAs in prokaryotic or eukaryotic host cells, 
and puri?ed, cleaved, refolded, and dimeriZed to form 
morphogenically active compositions. Currently preferred 
host cells include, Without limitation, prokaryotes including 
E. coli, or eukaryotes including yeast, or mammalian cells, 
such as CHO, COS or BSC cells. One of ordinary skill in the 
art Will appreciate that other host cells can be used to 
advantage. Detailed descriptions of the bone morphogenic 
proteins useful in the practice of this invention, including 
hoW to make, use and test them for osteogenic activity, are 
disclosed in numerous publications, including US. Pat. Nos. 
5,266,683 and 5,011,691, the disclosures of Which are 
incorporated by reference herein, as Well as in any of the 
publications recited herein, the disclosures of Which are 
incorporated herein by reference. 

[0072] Thus, in vieW of this disclosure and the knoWledge 
available in the art, skilled genetic engineers can isolate 
genes from cDNA or genomic libraries of various different 
biological species, Which encode appropriate amino acid 
sequences, or construct DNAs from oligonucleotides, and 
then can express them in various types of host cells, includ 
ing both prokaryotes and eukaryotes, to produce large quan 
tities of active proteins capable of stimulating endochondral 
bone morphogenesis in a mammal. 

II. Binding Agent Considerations 

[0073] As already explained, “binding agent”, as used 
herein, means any physiologically-compatible material 
Which, When admixed With osteogenic protein and matrix as 
de?ned herein promotes bone and/or cartilage formation. In 
certain currently preferred embodiments, binding agents 
promote such repair using less osteogenic protein than 
standard osteogenic devices. Among the other characteris 
tics of a preferred binding agent is an ability to render the 
device: pliable, shapeable and/or malleable; injectable; 
adherent to bone, cartilage, muscle and other tissues; resis 
tant to disintegration upon Washing and/or irrigating during 
surgery; and, resistant to dislodging during surgery, suturing 
and post-operatively, to name but a feW. Additionally, in a 
currently preferred embodiment, binding agent can achieve 
the aforementioned features and bene?ts When present in 
relatively loW proportions. For example, a currently pre 
ferred improved device comprises approximately 1 part 
binding agent and approximately 5 parts matrix. Another 
currently preferred device comprises 1 part binding agent 
and 3 parts matrix. As exempli?ed herein, improved devices 
of Widely divergent proportions can induce bone and carti 
lage formation. Exempli?ed herein are improved devices 
having parts of binding agent to parts of matrix ranging from 
approximately 1:1 to 4:1 up to and including at least 10:1, 
as Well as from approximately 1:2 to 1:5, up to and including 
at least 1:10, and further including 1:25 to 1:50. Any 
proportion of binding agent to matrix can be used to practice 
the instant invention. All that is required is admixing binding 
agent With matrix and osteogenic protein so as to achieve 
bone and cartilage formation. As discussed beloW, certain 
binding agents can be used in equal or greater proportions 
relative to matrix, but such agents should be tested as taught 
herein to measure any matrix dilution effects. 

[0074] Those binding agents contemplated as useful 
herein include, but are not limited to: art-recogniZed gelling 
agents, suspending agents, viscosity-producing agents and 
emulsifying agents. In particular, art-recogniZed agents, 
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such as cellulose gum derivatives and sodium alginate, 
gelatin powder and dextrans can be used. More particularly, 
cellulosic agents such as alkylcelluloses, including agents 
such as methylcellulose, methylhydroxyethylcellulose, 
hydroxyethylcellulose, hydroxypropylmethylcellulose, car 
boxymethylcellulose, sodium carboxymethylcellulose, and 
hydroxyalkylcelluloses, to name but a feW. Currently among 
the most preferred is carboxymethylcellulose, including the 
sodium salt thereof. As exempli?ed beloW, other binding 
agents suitable for use in the instant invention include, but 
are not limited to, dextran, mannitol, White petrolatum, 
sesame oil and admixtures thereof. 

[0075] Finally, also among the most preferred binding 
agents is a ?brin glue, Which comprises a mixture of 
mammalian ?brinogen and thrombin. As exempli?ed herein, 
?brin glue as a preferred binding agent can comprise Wide 
ranges of ?brinogen and thrombin. In certain embodiments 
comprising 1 part ?brin glue and 25 parts [3-TCP matrix, 
thrombin content can range from about 2.0 U to 25 U, 
preferably 5 U to 10 U and most preferably about 2.5 U to 
5 U. In certain other devices comprising ?brin glue and 
collagen matrix, thrombin content can range from about 2.0 
U to 25 U; preferably 5 U to 25 U, more preferably 2.0 U 
to 10 U and most preferably 2.5 U to 5 U. Fibrinogen content 
can range from about 40 mg per 1000 mg [3-TCP, for 
example. In a collagen-containing improved device, ?brino 
gen content can range from about 20 mg per 1000 mg 
collagen to about 180 mg per 1000 mg collagen, for 
example. 
[0076] In vieW of the teachings set forth herein, the artisan 
can identify suitable equivalents of the above-identi?ed 
binding agents using merely routine experimentation and 
ordinary skill. Suitable binding agent candidates can be 
identi?ed, characteriZed, tested and then used in osteogenic 
devices as set forth beloW. 

[0077] In general, agents Which are recogniZed in the art 
as suspending or viscosity-producing agents in pharmaceu 
tical technologies are suitable for use as a binding agent in 
the instant invention. Reference manuals such as the USP 
XXII—NF XVII (The Nineteen Ninety U.S. Pharmacopeia 
and the National Formulary (1990)) categoriZe and describe 
such agents. For example, binding agent candidates are 
those described as useful as emulsifying agents, gel-forming 
agents, binders, or viscosity-producing agents for inj ectables 
and parenterals. Other candidates are agents used to suspend 
ingredients for topical, oral or parenteral administration. Yet 
other candidates are agents useful as tablet binders, disin 
tegrants or emulsion stabiliZers. Still other candidates are 
agents used in cosmetics, toiletries and food products. When 
used for any of the foregoing applications, candidate agents 
are described as typically present for conventional applica 
tions at concentrations ranging from approximately 0.1 to 
6.0%. At the highest standard concentrations (4-6%), certain 
of the foregoing candidate agents are used in the pharma 
ceutical industry, for example, to produce medicaments in 
the form of gels or pastes. 

[0078] Thus the skilled artisan can identify binding agent 
candidates accordingly and can similarly recogniZe equiva 
lents of the preferred binding agents speci?cally identi?ed 
herein using only routine skill and routine experimentation. 
Having identi?ed a suitable candidate(s), the skilled artisan 
can then folloW the guidelines set forth beloW as to ?nal 
selection of a preferred binding agent. 
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[0079] Based on studies similar to those described herein, 
examples of suitable binding agents useful in the improved 
devices disclosed herein include, but are not limited to: 
mannitol/dextran combination; dextran alone; mannitol/ 
White petrolatum combination; and sesame oil. A mannitol/ 
dextran-containing improved device Was formulated as fol 
loWs. One part dextran 40, 3 parts mannitol, 1 part OP 
device. Such improved devices Were formulated With 2.5 mg 
osteogenic protein per g collagen or per 0.5 g collagen, 
thereby varying the dose of osteogenic protein. For use in 
the instant method, the formulation Was Wetted With 
approximately 0.8 ml saline per 2.5 g mannitol/dextran 
containing device. Next, a dextran alone-containing device 
Was formulated from either 4 parts dextran or 1 part dextran 
to 1 part OP device, and Wetted With approximately 0.8 ml 
saline per 2.0 g device. Dextran can range from 3,000 to 
40,000 m.W. Next, a mannitol/White petrolatum device Was 
formulated from 1.5 parts mannitol, 1.5 parts petrolatum, 
and 1 part OP device. This formulation does not require 
Wetting. Finally, a sesame oil-containing improved device 
Was formulated from 1 part oil and 1 part OP device. This 
formulation does not require Wetting. The above-described 
improved devices illustrate the range of: speci?c binding 
agents, proportions in improved devices, and volumes of 
Wetting agent Which can be used in the improved devices of 
the instant invention. Chemistries, proportions and Wetting 
requirements are varied, yet all are Within the skill of the art. 
Each of the aforementioned improved devices induced bone 
formation (as measured by calcium content and % bone) 
When tested in the rat subcutaneous bioassay described 
herein. 

[0080] A. CMC as a Binding Agent 

[0081] As taught herein, carboxymethylcellulose (CMC) 
is a currently preferred binding agent. CMC is commercially 
available from suppliers such as, but not limited to: Hercules 
Inc., Aqualon®Division, DelaWare; FMC Corporation, 
Pennsylvania; British Celanese, Ltd., United Kingdom; and 
Henkel KGaA, United Kingdom. Carboxymethylcellulose 
sodium is the sodium salt of a polycarboxymethyl ether of 
cellulose With a typical molecular Weight ranging from 
90,000-700,000. CMC Was identi?ed as a candidate binding 
agent based, in part, on the folloWing: CMC is Widely used 
in oral and topical pharmaceutical formulations as a viscos 
ity-increasing agent. CMC is also used in cosmetics, toilet 
ries and foods as an emulsifying agent (0.25-1.0%), gel 
forming agent (4.0-6.0%), injectable (0.05-0.75%), and tab 
let binder (1.0-6.0%). 

[0082] While the foregoing characteristics are suggestive 
of suitability as a binding agent, the experiments detailed 
beloW con?rmed that CMC Was suitable for use in the 
improved osteogenic devices disclosed herein. Such con?r 
matory experiments Were necessary because none of the 
aforementioned applications are similar to the repair of bone 
or cartilage for Which the improved osteogenic devices 
disclosed herein are useful. For example, none of the afore 
mentioned applications require CMC above 6%, yet a cur 
rently preferred implantable improved device of the instant 
invention comprises more than approximately 6% (W/W) 
CMC and preferably at least approximately 10%, more 
preferably approximately 12-20%, With approximately 
about 16% (W/W) or 1 part CMC to 5 parts standard 
osteogenic device being among the most currently preferred 
for an implantable device. These approximate percentages 
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are based on calculations of total Weight of matrix admixed 
With binding agent, excluding osteogenic protein and Wet 
ting agent. 

[0083] Of signi?cance to practice of the instant invention 
is the fact that various grades of carboxymethylcellulose 
sodium are commercially available Which have differing 
viscosities. Viscosities of various grades of carboxymethyl 
cellulose sodium are reported and shoWn in Table 1 beloW 
(see, Handbook of Pharmaceutical Excipients (2nd Edition), 
American Pharmaceutical Association & Royal Pharmaceu 
tical Society of Great Britain). 

TABLE 1 

Standard Viscosity Grades of Carboxvmethvlcellulose 

Concentration Viscosity 
Grade (% W/v) (cP) 

LoW viscosity 4 50—200 
Medium viscosity 2 400-800 
High viscosity 1 1500-3000 

[0084] A number of grades of carboxymethylcellulose are 
commercially available, the most frequently used grade 
having a degree of substitution (DS) of 0.7. The DS is 
de?ned as the average number of hydroxyl groups substi 
tuted per anhydroglucose unit. It is this DS Which deter 
mines the aqueous solubility of the polymer. The degree of 
substitution and the standard viscosity of an aqueous solu 
tion of stated concentration is indicated on any carboxym 
ethylcellulose sodium labelling. LoW viscosity CMC (Aqua 
lon® Divison, Hercules Inc., Wilmington, Del.) is currently 
preferred. The currently preferred degrees of substitution 
range from 0.65-0.90 (DS=0.7, Aqualon® Type 7L). 

[0085] As described above, CMC is available in several 
grades—loW, medium and high viscosity. In this regard, the 
viscosity of the carboxymethylcellulose (CMC) used to 
formulate an improved osteogenic device Was determined to 
be critical for bone formation. Contrary to teachings in the 
art, it has noW been discovered that high viscosity CMC 
adversely affects bone formation When used in an improved 
osteogenic device comprising a matrix as de?ned herein. 
US. Pat. No. 5,587,897 (“the ’897 Patent”) teaches the use 
of high viscosity (2480 cP) (see Table 1 above) CMC to 
induce bone formation. The devices in the ’897 Patent, 
hoWever, require a synthetic polymer matrix, rather than a 
biological matrix such as collagen. Unexpectedly, When a 
biological material such as collagen is used as a matrix, the 
improved device must be formulated With loW viscosity 
CMC (approximately 10-50 cP, or 50-200) in order to induce 
bone and/or cartilage formation, as taught herein. 

[0086] Toxicity Study Using a CMC Device 

[0087] Atoxicity study Was conducted comparing a CMC 
containing improved device to that of a standard device. The 
standard device Was prepared With 2.5 mg OP-1/gram col 
lagen matrix. The CMC containing improved device Was 
prepared by adding loW viscosity CMC (Aqualon®) to a 
standard device at the ratio of 1:5 folloWed by irradiation. 25 
mg aliquots of a standard device or mock device (i.e., no 
osteogenic protein) and 30 mg aliquots of CMC containing 
improved device or mock CMC device Were implanted at a 
rat sub-cutaneous site as described elseWhere herein (one 
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implant per animal). Three implants from each formulation 
Were removed at 7 days, 14 days, 21 days and 28 days 
post-implantation, and evaluated histologically for bone and 
cartilage formation and for local tissue reaction. No adverse 
cellular reaction Was observed, and there Was no evidence to 
indicate any adverse effects of CMC, as determined by 
evaluating in?ammation and ?brous formation. The histo 
logical pro?le of the CMC-containing-improved device Was 
generally similar to the standard OP-device. Serum calcium 
and alkaline phosphatase levels, measured using standard 
teachings also folloWed that of the standard osteogenic 
device. Finally, using standard toxicity analyses on imma 
ture and mature rats, no signi?cant lesions Were detected. 

[0088] Improved Device Bioactivity Studies 

[0089] Based on a series of routine studies described 
beloW, the bioactivity of a standard osteogenic device Was 
not adversely affected by admixture With CMC. Rather, 
bioactivity is at least comparable for both device con?gu 
rations, but the ability to manipulate the device intraopera 
tively and to retain the device at the defect site during 
surgery and Wound closure is enhanced by CMC. For these 
studies, irradiated CMC Was added to the standard device 
prior to implantation. 

[0090] Brie?y, tWo studies Were conducted measuring the 
in vivo release of OP-1 from a standard device +/— CMC. In 
one experiment, 75 mg of irradiated device +/—15 mg of 
irradiated CMC Were implanted in a subcutaneous site in 
rats as described herein. The implanted devices Were 
removed 1 hour, 1 day, 3 days and 6 days after implantation, 
folloWed by extraction With 8M urea buffer; the OP-1 
content Was analyZed by routine ELISA and Western blot 
analysis. OP-1 device (not implanted into the animals) Was 
extracted With 8M urea buffer and used as the internal 
standard. In general, the kinetics of in vivo release of OP-1 
from the standard OP device and the CMC-containing 
improved device Were similar. The observation that there is 
no difference in OP-1 sequestration or retention by a stan 
dard device versus an improved device containing a com 
bination of collagen matrix and CMC is an unexpected 
result. It has been reported that, When combined With 
non-biological polymeric matrices, CMC acts to sequester 
osteogenic protein. (See, for example, US. Pat. No. 5,597, 
897). 
[0091] In vitro studies Were also conducted. In these 
studies, released OP-1 Was measured in contrast to the 
above-described in vivo studies, in Which OP-1 remaining in 
the device Was measured. In one study, 25 mg of OP device 
or CMC device Was Wetted With saline. 1 ml of bovine serum 
Was then added to each device, and the devices Were 
incubated at 37° C. The supernatant Was removed and 
replaced With fresh serum at 1 and 3 hours. At 6 hours 8M 
urea Was added to extract any OP-1 still associated With the 
device. OP-1 concentrations in the supernatants Were ana 
lyZed by routine ELISA and Western blot techniques. Both 
the standard OP device and the CMC-containing improved 
device had similar protein release kinetics for the six hours 
studied. Again, these results Were unexpected in vieW of 
earlier reports that CMC acts to sequester osteogenic protein 
and thereby retard and/or prevent its release from admix 
tures With synthetic, polymeric matrices. (See, for example, 
US. Pat. No. 5,597,897). 
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[0092] In conclusion, CMC does not substantially inhibit 
the retention or release of OP-1 from a collagen matrix— 
containing osteogenic device in vivo or in vitro. 

[0093] Stability Studies 

[0094] Astudy (see Table 2) Was conducted comparing the 
stability of the standard OP device to a standard device 
containing CMC. Based on both in vitro analyses and a 
bone-forming bioassay (described elseWhere herein), the 
CMC-containing improved device Was observed to be at 
least as stable as the standard device When stored at 30 
degrees for one year. The data also suggest that CMC can be 
premixed With the standard OP device and terminally ster 
ilized for a unitary product con?guration. Such a unitary 
product is useful for repair of local bone and cartilage 
defects as exempli?ed beloW. 

TABLE 2 

Stability Of Various Osteogenic Device Formulations 

Pre- Post- OP-1 OP-1 OP-1 OP-1 
Irradiation Irradiation Re- Re- Re- Re 

OP-1 OP-I covery covery covery covery 
Formula- Re- Re- after 4 after 3 after 6 after 12 
tion covery" covery Weeks months months months 

Standard 91% 63% 66% 58% 47.4% 37.4% 
Device 
CMC 77% 57% 53% 50% 43.5% 34.8% 
Device 

*Based on theoretical OP-1 content of 2.5 mg/gram 

[0095] During formulation of a standard device containing 
CMC, the CMC and osteogenic proteins may be sterilized 
separately, for example, by exposure to gamma irradiation 
and then the sterilized components combined to produce the 
standard device containing CMC. Furthermore, the CMC 
can be premixed With the standard OP device and the 
resulting formulation sterilized, for example, by exposure to 
gamma irradiation. The latter process is referred to in the art 
as terminal sterilization and has been used to sterilize other 
osteogenic devices. See, for example, PCT/US96/10377, 
published as WO 96/40297 on Dec. 19, 1996, and US. Pat. 
No. 5,674,292 issued on Oct. 7, 1997 the disclosures of 
Which are incorporated by reference. As used herein, the 
terms “sterilization” and “sterilized” refer to a process using 
either physical or chemical means for eliminating substan 
tially all viable organisms, especially micro-organisms, 
viruses and other pathogens, associated With the device of 
the invention. The sterilized devices of the invention pref 
erably have a sterility assurance level of 10-6 as determined 
by Federal Drug Administration (FDA) standards. In the 
case of gamma irradiated devices, for example, the appro 
priate dosages of irradiation necessary for sterilizing a 
particular device can be determined readily by consulting 
the reference text “Associate for the Advancement of Medi 
cal Instrumentation Guidelines,” published 1992. Guidelines 
are provided therein for determining the radiation dose 
necessary to achieve a given sterility assurance level for a 
particular bioburden of the device. Dosages for sterilizing 
devices of the invention preferably are Within the range of 
about 0.5 to about 4.0 megarods and most preferably are 
Within the range of about 2.0 to about 3.5 megarods. 

[0096] Additionally, a study Was conducted to evaluate the 
short term stability of an osteogenic device to Which CMC 
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and saline had been added. The study used a standard device 
to Which 200 mg of separately packaged, irradiated CMC 
Was added. Samples of CMC-containing improved device 
Were removed and Wet With saline. At 0, 1, 3, 6 and 22 hours 
the OP-1 Was extracted With 8M urea buffer and analyzed by 
reverse-phase HPLC under reducing conditions. The 
extracts Were also analyzed for OP-1 biological activity a 
standard cell-based assay for measuring alkaline phos 
phatase. The data indicated that OP-1 retains biological 
activity under these conditions. These data also suggested 
that the con?guration of CMC-containing improved device 
resulting from admixture of these component parts (standard 
osteogenic device/CMC/saline) is useable for several hours 
after it has been prepared, providing the practitioner With 
signi?cant intraoperative time during Which the product 
remains ef?cacious. 

[0097] Testing of Binding Agent Integrity and Other Char 
acteristics 

[0098] Art-recognized USP methods Were used for iden 
ti?cation and characterization of bulk binding agents such as 
CMC. Tests included tests for chemical identity, viscosity, 
pH, loss on drying and heavy metals. Material Was also 
tested for bioburden prior to sterilization, as Well as endot 
oxins, pH, appearance and sterility after irradiation. A sta 
bility study Was conducted to monitor the viscosity, appear 
ance and pH of the irradiated material. All levels and 
characteristics Were acceptable as determined using standard 
methods and techniques. 

[0099] For example, CMC (Aqualon®-low viscosity) Was 
evaluated for bioburden and endotoxin content. Aqualon® 
CMC, Lot FP10 12342, Was evaluated for the presence of 
endotoxins (LAL) using the Kinetic Chromogenic LAL 
assay from BioWhittaker (Walkersville, Md., 21793). 

[0100] “Bioburden” can be measured as folloWs. For 
example 200 mg samples of CMC Were solubilized in 100 
ml of phosphate buffered Water and ?ltered through 0.45 pm 
?lters. The ?lters Were placed on a TSA plate and incubated 
for 48 hours. TWo samples of solubilized CMC Were inocu 
lated With 10-100 CFUs of Bacillus subtilis to be used as 
groWth controls. The data suggest that the bioburden of the 
CMC is loW, and that CMC does not interfere in the analysis 
by killing bacteria or inhibiting cell groWth. 

[0101] CMC Characterization Post-Irradiation 

[0102] A study Was conducted comparing the viscosity of 
CMC pre- and post-irradiation (gamma irradiation, 2.5-3.0 
mega rads). The data indicated that, as reported in the art, 
viscosity decreases after irradiation. While this does not 
affect bioactivity or its overall utility as a binding agent (see 
studies set forth herein), the skilled practitioner should take 
this feature into consideration When assessing viscosity or 
?uidity properties of an improved osteogenic device. A 
study Was also conducted to evaluate the stability of irradi 
ated CMC. The results indicated that irradiated CMC Was 
stable for at least six months at both 4 and 30° C. Viscosity 
Was measured as the parameter of stability. Similar analyses 
and assessments can be carried out for other binding agents 
or device materials used in a desired formulation. 

[0103] B. Fibrin Glue as a Binding Agent 

[0104] As taught herein, “?brin glue” is another currently 
preferred binding agent. Fibrin glue comprises a mixture of 
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mammalian ?brinogen and thrombin. Human ?brinogen is 
commercially available in products such as, but not limited 
to: Tissucol® (ImmunoAG, Vienna, Austria), Beriplast® 
(BehringWerke, Marburg, Germany), Biocoll® (Centre de 
Transfusion Sanguine de Lille (Pours, France) and Trans 
glutine® (CNTS Fractionation Centre, Strasbourg, France). 
Human thrombin is commercially available from Immu 
noAG, Vienna, Austria. Fibrin glue may also be made of 
?brinogen and thrombin from other mammalian sources, 
such as, for example, bovine and murine sources. 

[0105] Fibrin glue Was identi?ed as a candidate binding 
agent based on its gel-like properties and its improved 
handling characteristics When admixed With a matrix mate 
rial, such as, for example, collagen or [3-TCP. Fibrin glue 
Was also shoWn to elicit a loW in?ammatory response (see 
beloW) and to promote bone formation. 

[0106] Toxicity Study Using a Fibrin Glue Device 

[0107] A toxicity study Was conducted comparing a ?brin 
glue-containing improved device to that of a standard 
device. The standard device Was prepared by mixing 10 pg 
OP-1 in 47.5% ethanol/0.01% TFA and 25 mg collagen and 
lyophiliZing the mixture overnight. The standard device Was 
Wetted With 100 pL phosphate buffered saline (PBS) prior to 
implantation. The ?brin glue-containing improved device 
Was prepared by adding 50 pL bovine ?brinogen (Sigma 
F8630, 10 mg/ml) and 50 pL bovine thrombin (50 U/mL) to 
the standard device, prepared as described above, immedi 
ately prior to implantation. The standard device and the 
?brin glue-containing improved device Were then implanted 
at a rat sub-cutaneous site as described elseWhere herein. 
The implants Were evaluated histologically for bone and 
cartilage formation and for local tissue reaction. The ?brin 
glue-containing improved device elicited a loW in?amma 
tory response and loW ?brous formation. The histological 
pro?le of the ?brin glue-containing improved device Was 
generally similar to that of the standard device. There did not 
appear to be any correlation betWeen the in?ammatory 
response and the ability of the ?brin glue-containing 
improved device to promote bone formation. 

[0108] Improved Device Bioactivity Studies 

[0109] Astudy Was done to evaluate the release kinetics of 
OP-1 from a ?brin glue-containing improved device at 
different thrombin concentrations in vitro. Release kinetics 
Were improved by the addition of larger amounts of throm 
bin. For this study, 12.5 pL of OP-1 in a 5% lactose solution 
Was mixed With 50 mg [3-TCP, 25 ML human ?brinogen, and 
either 25 U/mL of human thrombin or 50 U/mL human 
thrombin. The mixtures Were transferred to a glass vial and 
I mL of calf serum added to each. The samples Were then 
alloWed to incubate at 37° C./60 rpm. Serum samples Were 
taken and analyZed by routine ELISA at 0-1 hours, 1-3 
hours, 3-5 hours and 5-24 hours. The results are summariZed 
in the table beloW. 

TABLE 2A 

% OP-1 % OP-1 % OP-1 % OP-1 Total 
Thrombin release at release at release at release at % OP-1 
conc. 0—1 hours 1-3 hours 3-5 hours 5-24 hours release 

25 U/mL 6.4 +/— 5.2 +/— 3.0 +/— 13.0 +/— 27.5 +/— 
0.7 0.4 0.6 0.6 2.2 
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TABLE 2A-continued 

% OP-1 % OP-1 % OP-1 % OP-1 Total 
Thrombin release at release at release at release at % OP-1 
conc. 0—1 hours 1-3 hours 3-5 hours 5-24 hours release 

50 U/ml 9.9 +/— 5.8 +/— 3.3 +/— 15.1 +/— 34.1 +/— 
2.1 0.7 0.5 1.7 4.8 

III. Formulation and Delivery Considerations 

[0110] General Considerations 

[0111] The devices of the invention can be formulated 
using routine methods. All that is required is determination 
of the desired ?nal concentration of osteogenic protein per 
device, keeping in mind that the delivered volume of device 
can be, but is not necessarily required to be, less than the 
volume at the defect site. The desired ?nal concentration of 
protein Will depend on the speci?c activity of the protein as 
Well as the type, volume, and/or anatomical location of the 
defect. Additionally, the desired ?nal concentration of pro 
tein can depend on the age, sex and/or overall health of the 
recipient. Typically, for a critical siZe segmental defect 
approximately at least 2.5 cm in length, 0.5-1.75 mg osteo 
genic protein has been observed using the standard device to 
induce bone formation suf?cient to repair the gap. In the case 
of a non-critical siZe defect or a fresh fracture, approxi 
mately 0.1-0.5 mg protein has been observed using the 
standard osteogenic device to repair the defect. In general, 
protein concentrations for use With preferred matrices 
described herein can range from about 0.4 mg to about 3.0 
mg per device. OptimiZation of dosages requires no more 
than routine experimentation and is Within the skill level of 
one of ordinary skill in the art. 

[0112] As exempli?ed herein, osteogenic protein and a 
binding agent such as carboxymethylcellulose (loW viscos 
ity, Aqualon®) or ?brin glue can be admixed to form a putty. 
In some embodiments, saline is added to binding agent to 
form a paste or putty in Which an osteogenic protein such as 
OP-1 is dispersed. Apaste con?guration can be used to paint 
the surfaces of a defect, such as a cavity. Pastes can be used 
to paint fracture defects, chondral or osteochondral defects, 
as Well as bone defects at a prosthetic implant site. A more 
?uid con?guration can be injected or extruded into or along 
the surfaces of a defect, in a manner similar to extruding 
toothpaste or caulking from a tube, such that a bead of 
device is delivered along the length of the defect site. 
Typically, the diameter of the extruded bead is determined 
by the type of defect as Well as the volume of the void at the 
defect site. 

[0113] As mentioned above, other binding agents as 
de?ned herein can be used to formulate a device With a 
con?guration like putty. As Will be obvious to the skilled 
artisan, such a con?guration results from adjusting the 
proportion of carrier to Wetting agent, With less Wetting 
agent producing a drier device and more producing a Wetter 
device. The precise device con?guration suitable to repair a 
defect Will at least depend on the type of defect and the siZe 
of the defect. The skilled artisan Will appreciate the vari 
ables. 
















































































