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METHODS FOR IDENTIFYING 
MODULATORS OF CCX CKR ACTIVITY 

Matter enclosed in heavy brackets [ ] appears in the 
original patent but forms no part of this reissue speci? 
cation; matter printed in italics indicates the additions 
made by reissue. 

This application is a continuation of US. patent applica 
tion Ser. No. 09/686,019 ?led Oct. 10, 2000 now abandoned 
which claims bene?t of US. Provisional Patent Application 
60/159,015, ?led Oct. 12, 1999, and US. Provisional Patent 
Application No. 60/159,210 ?led Oct. 13, 1999, and US. 
Provisional Patent Application No. 60/ 172,979 ?led Dec. 
20, 1999 and US. Provisional Patent Application 60/ 173, 
388 ?led Dec. 28, 1999 and US. Provisional Patent Appli 
cation 60/186,626 ?led Mar. 3, 2000. The disclosure of each 
of the aforementioned applications is expressly incorporated 
herein by reference, in its entirety and for all purposes. 

The invention relates to a human chemokine receptor, and 
to compositions and methods useful for diagnosing and 
treating physiologic and pathologic conditions mediated by 
the receptor and its ligand. The invention ?nds application in 
the biomedical sciences. 

BACKGROUND OF THE INVENTION 

Chemokines are a class of cytokines that play important 
roles in in?ammatory responses, leukocyte tra?icking, 
angiogenesis, and other biological processes related to the 
migration and activation of cells. As mediators of chemot 
axis and in?ammation, chemokines play roles in pathologi 
cal conditions. For example, the concentration of the 
chemokine MCP-l is higher in the synovial ?uid of patients 
suffering from rheumatoid arthritis than that of patients 
suffering from other arthritic diseases. 
Known chemokines are typically assigned to one of four 

subfamilies based on the arrangement of cysteine motifs. In 
the so-called alpha-chemokines, for example, the ?rst two of 
four cysteines (starting from the amino terminus) are sepa 
rated by an intervening amino acid (i.e., having the motif 
(C-X-C). The beta-chemokines are characterized by the 
absence of an intervening amino acid between ?rst two 
cysteines (i.e., comprising the motif C-C). The smaller 
gamma- and delta-chemokine families are characterized by 
a single C residue (gamma) or a pair of cysteines separated 
by three residues (delta; ie., comprising the motif CX3C). 
For a recent review on chemokines, see Ward et al., 1998, 
Immunity 911*11 and Baggiolini et al., 1998, Nature 
3921565568; and the references cited therein. 

Chemokine activity may be mediated by receptors. For 
example, several seven-transmembrane-domain G protein 
coupled receptors for C-C chemokines have been cloned: a 
C-C chemokine receptor-1 which recognizes MIP-lot, 
RANTES, MCP-2, MCP-3, and MIP-5 (Neote et al., 1993, 
Cell, 7214154115); CCR2 which is a receptor for MCPl, 2, 
3 and 4 or 5; CCR3 which is a receptor for RANTES, 
MCP-2, 3, 4, MIP-5 and eotaxin; CCR5 which is a receptor 
for MIP-lot, MIP-1[3 and RANTES; CCR4 which is a 
receptor for MDC or TARC; CCR6 which is a receptor for 
LARC; and CCR7 which is a receptor for SLC and ELC 
(MIP-3[3; reviewed in Sallusto et al., 1998, Immunol. Today 
191568 and Ward et al., 1998, Immunity 911*11). 
Due to the importance of chemokines and their receptors 

as mediators of chemotaxis and in?ammation, a need exists 
for the identi?cation, isolation, and characterization of mem 
bers of the chemokine receptor family to facilitate modula 
tion of in?ammatory and immune responses. 
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2 
SUMMARY OF THE INVENTION 

In one aspect, the invention provides a new chemokine 
receptor, CCX CKR. In one embodiment, the invention 
provides an isolated, substantially pure, or recombinant 
CCX CKR polypeptide, or immunogenic fragment thereof. 
In one embodiment the: polypeptide has the amino acid 
sequence identical to SEQ ID NO12. In another embodiment, 
the polypeptide with an amino acid sequence that diifers 
from SEQ ID NO12 by conservative mutations, which is at 
least 60%, 80%, or 90% identical to SEQ ID NO12, and/or 
that is immunologically cross-reactive with the full-length 
polypeptide encoded by SEQ ID NO12. In one embodiment, 
the polypeptide of the invention is a fusion protein. In some 
embodiments, the polypeptide of the invention has an activ 
ity of the CCX CKR, such as binding to a chemokine (e.g., 
ELC, SLC, TECK, BLC or vMIPII). In one embodiment, the 
polypeptide binds ELC, SLC, and TECK with high a?inity. 

In a related aspect, the invention provides an isolated 
polynucleotide that encodes, or is complementary to a 
sequence that encodes, the CCX CKR polypeptide. In some 
embodiments the polynucleotide has at least 10, 15, 25, 50 
or 100 contiguous bases identical or exactly complementary 
to SEQ ID NO11. In various embodiments, the polynucle 
otide is the full-length sequence of SEQ ID NO11, encodes 
a CCX CKR polypeptide of the invention (e.g., having the 
sequence of SEQ ID NO12 or a fragment thereof), or 
selectively hybridizes under high stringent hybridization 
conditions to a polynucleotide sequence of SEQ ID NO11. 
The polynucleotide of the invention may be operably linked 
to a promoter. The invention provides recombinant vector 
(e.g., an expression vector) expressing the CCX CKR 
polypeptides of the invention. In one aspect, the invention 
provides a polynucleotide having sequence encoding a 
polypeptide that has an activity (e.g., a chemokine binding 
activity) of a CCX CKR polypeptide and which is (a) a 
polynucleotide having the sequence of SEQ ID NO11 or 
SEQ ID NO13, or (b) a polynucleotide which hybridizes 
under stringent conditions to (a); or (c) a polynucleotide 
sequence which is degenerate as a result of the genetic code 
to the sequences de?ned in (a) or (b). 

The invention further provides a cell (e.g., a bacterial, 
eukaryotic, mammalian, or human cell) containing a recom 
binant CCX CKR polynucleotide of the invention, and 
provides a method for producing an CCX CKR protein, 
peptide, or fusion protein by culturing a cell containing the 
recombinant CCX CKR polynucleotide under conditions in 
which the polypeptide is expressed. 

In another embodiment, the invention provides an 
antibody, or antibody fragment, or binding fragment (e.g., 
produced by phage display) that speci?cally binds to the 
CCX CKR polypeptide of the invention. The antibody may 
be monoclonal and may bind with an a?inity of at least about 
108/M_l. The invention also provides an isolated cell or a 
hybridoma capable of secreting the antibody. The antibody 
may be human or humanized. 

In one aspect the invention provides a method of detecting 
an CCX CKR gene product in a sample by (a) contacting the 
sample with a probe that speci?cally binds the gene product, 
wherein the probe and the gene product form a complex, and 
detecting the formation of the complex; or (b) speci?cally 
amplifying the gene product in the biological sample, 
wherein said gene product is a polynucleotide, and detecting 
the ampli?cation product; wherein the formation of the 
complex or presence of the ampli?cation product is corre 
lated with the presence of the CCX CKR gene product in the 
biological sample. In one embodiment the gene product is a 
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polypeptide and probe is an antibody. In a different 
embodiment, the gene product is an RNA and the probe is 
a polynucleotide. 

The invention also provides a method for determining 
Whether a compound does or does not interact directly With 
the CCX CKR polypeptide, by contacting a chemokine and 
the CCX CKR polypeptide or ligand binding fragment 
thereof, adding a test compound, and measuring any 
decreases in the binding of the chemokine. In various 
embodiments, the chemokine is ELC, SLC, TECK, BLC, 
mCTACK, mMIP-ly or vMIPII or another naturally occur 
ring ligand bound by the CCX CKR. In some embodiments, 
the chemokine is radiolabeled. Thus, in one aspect, the 
invention provides a method for identifying a modulator of 
the binding of CCX CKR to a chemokine by (a) contacting 
a polypeptide of encoding CCX CKR and the chemokine in 
the presence of a test compound, and (b) comparing the level 
of binding of the chemokine and the polypeptide in (a) With 
the level of binding in the absence of the test compound, 
Wherein a decrease in binding indicates that the test com 
pound is an inhibitor of binding and an increase in binding 
indicates that the test compound is an enhancer of binding. 
In one embodiment, the chemokine is ELC, SLC, TECK, 
BLC, mCTACK, mMIP-ly or vMIPII. In an embodiment, 
the CCX CKR polypeptide is expressed by a cell. 

In a related aspect, the invention provides a method of 
identifying a modulator of CCX CKR activity by contacting 
a cell expressing a recombinant CCX CKR polypeptide and 
a test compound and assaying for a biological effect that 
occurs in the presence but not absence of the test compound, 
Wherein a test compound that induces a biological effect is 
identi?ed as a modulator of CCX CKR activity. In one 
embodiment, the biological effect assayed for is receptor 
internaliZation. In some embodiments, the method also 
includes the step of contacting the cell With a chemokine that 
binds the receptor (e.g., ELC, SLC, TECK, BLC, mCTACK, 
mMIP-ly or vMIPII) during the assay. 

In another related aspect, the invention provides a process 
for making a pharmaceutical composition by formulating a 
modulator of CCX CKR activity (e.g., binding) for phar 
maceutical use. 

The invention also provides a method for identifying 
compounds Which Will be useful for the treatment of CCX 
CKR-mediated diseases and conditions, by determining 
Whether the compound interacts With the CCX CKR. 

In another aspect, the invention provides a method of 
treating an CCX CKR-mediated condition in a mammal by 
reducing or increasing the activity or expression of CCX 
CKR in a cell or tissue in the mammal or administering a 
modulator of CCX CKR function to the mammal. In various 
embodiments, the modulator of CCX CKR function is an 
inhibitor of binding of a chemokine (e.g., ELC) to CCX 
CKR or an enhancer of binding of a chemokine (e.g., ELC) 
to CCX CKR. In one embodiment, the invention provides a 
method of treating a CCX CKR-mediated condition or 
disease in a subject in need of such treatment by adminis 
tering an effective amount of a compound that inhibits the 
binding of the CCX CKR and a chemokine. In various 
embodiments, the CCX CKR-mediated condition or disease 
is an in?ammatory or allergic disease, an autoimmune 
disease, graft rejection, cancers, neoplastic diseases, 
retinopathy, macular degeneration, an infectious disease, or 
an immunosuppressive disease. 

BRIEF DESCRIPTION OF THE FIGURES 

FIG. 1 shoWs the nucleotide sequence for a human CCX 
CKR (SEQ ID NO: 1) and the predicted amino acid sequence 
of the human CCX CKR polypeptide (SEQ ID NOS12 and 
12414). 
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4 
FIG. 2 shoWs the CCX CKR sequence aligned With those 

of other chemokine receptors, the expression pattern of CCX 
CKR RNA, and generation of a stable cell line expressing 
CCX CKR. FIG. 2A shoWs sequence homology of the CCX 
CKR coding region (SEQ ID N012) With other chemokine 
receptors (SEQ ID NOSz6i9). FIG. 2B shoWs cells and 
tissues expressing CCX CKR RNA, as analyZed by RT-PCR 
of cytoplasmic RNA from cultured primary cells and Whole 
tissues from various organs as indicated. FIG. 2C shoWs a 
population of transfected HEK-293 cells stably expressing 
CCX CKR protein containing an N-terminal Flag epitope, 
comparing intensity of anti-Flag mAb staining relative to 
Wild type HEK293 cells. 

FIG. 3 shoWs the identi?cation of CCX CKR ligands by 
adhesion to stalkokines. FIG. 3A shoWs interrogation of 
immobiliZed stalkokine (SK) by HEK293-CCX CKR cells, 
Where ‘control’=background adhesion of HEK293-CCX 
CKR cells to Wells containing no stalkokine (anchoring 
antibodies and media are present); ELC-stalkokine (SK)= 
strong adhesion of HEK293-CCX CKR cells to locations 
containing ELC-stalkokines immobiliZed via anchoring 
antibodies; ELC-SK+soluble ELC, soluble TECK, or 
soluble SLC=ablation of adhesion in the presence of excess 
concentrations of soluble recombinant ‘native form’ 
chemokines as shoWn; ELC-SK+soluble MCP-3=no dimi 
nution in adhesion in the presence MCP-3 as representative 
of many non-competing chemokines. Wild type HEK293 
cells shoWed no adhesion to any of the sites (not shoWn). 
FIG. 3B shoWs the quantitation of adhesion of HEK293 
CCX CKR cells to ELC-stalkokine in the absence and 
presence of soluble chemokines from a representative 
experiment. FIG. 3C shoWs the results of homologous 
competition binding assay using radiolabeled ELC in the 
presence of increasing concentrations of cold ELC on either 
HEK293-CCX CKR cells (?lled squares) or Wild type 
HEK293 cells (open squares). 

FIG. 4 shoWs the ligand binding ?ngerprint of CCX CKR 
FIG. 4: De?nition of CCX CKR protein binding activity, as 
indicated by using 125I-ELC against a comprehensive array 
of viral, human and murine chemokines in binding compe 
tition. The percent inhibition of speci?c binding is shoWn as 
a bar graph to emphasiZe that chemokines can be classed in 
categories as potential “high” af?nity (sold bars), potential 
“moderate to low” affinity (hatched bars), or “no” a?inity 
(open bars). The results are means of three determinations, 
the SEM in all cases is 220%; error bars are omitted for 
clarity. Since intra-assay experimental error Was :~20%, 
determinations Within this range to the left or right of the 0% 
meridian are not likely to be statistically signi?cant. FIG. 
4B: Rank order of high affinity CCX CKR ligand binding. 
Multipoint determination re?ecting the competition of unla 
beled chemokines against 125I-ELC binding to CCX CKR. 
Representative result of equilibrium binding using cold 
(unlabeled) ELC, SLC, TECK, BLC, and vMIP-II, With 
calculated IC50s compared in the table at bottom. 

FIG. 5 shoWs DNA sequence 5' to the translation start site 
of the CCX CKR gene (SEQ ID NOSzlO and 11), as 
determined from a genomic clone. 

FIG. 6 shoWs ligand induced internaliZation of CCX CKR 
in 293 cells transfected With a receptor-Flag epitope fusion 
plasmid. FIG. 6(A) shoWs FACS scans of cells incubated for 
45 minutes in the presence or absence of chemokines (1 nM, 
10 nM or 100 nM ELC, SLC, TECK, CTACK or MCP-4), 
or an isotype antibody control. FIG. 6(B) shoWs the same 
experiment With a 15 minute incubation. 

DETAILED DESCRIPTION 

1. De?nitions 

The folloWing de?nitions are provided to assist the reader 
in the practice of the invention. 
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The terms “allele” or “allelic sequence,” as used herein, 
refer to a naturally-occurring alternative form of a gene 
encoding the CCX CKR polypeptide (i.e., a polynucleotide 
encoding an CCX CKR polypeptide). Alleles result from 
mutations (i.e., changes in the nucleic acid sequence), and 
sometimes produce altered and/or differently regulated 
mRNAs or polypeptides Whose structure and/or function 
may or may not be altered. Common mutational changes that 
give rise to alleles are generally ascribed to natural deletions, 
additions, or substitutions of nucleotides that may or may 
not affect the encoded amino acids. Each of these types of 
changes may occur alone, in combination With the others, or 
one or more times Within a given gene, chromosome or other 
cellular polynucleotide. Any given gene may have no, one or 
many allelic forms. As used herein, the term “allele” refers 
to either or both a gene or an mRNA transcribed from the 

gene. 
As used herein, the term “amino acid” refers to naturally 

occurring and synthetic amino acids, as Well as amino acid 
analogs and amino acid mimetics that function in a manner 
similar to the naturally occurring amino acids. Naturally 
occurring amino acids are those encoded by the genetic 
code, as Well as those amino acids that are later modi?ed, 
e.g., hydroxyproline, y-carboxyglutamate, and 
O-phosphoserine. Amino acid analogs refers to compounds 
that have the same basic chemical structure as a naturally 
occurring amino acid, i.e., an alpha-carbon that is bound to 
a hydrogen, a carboxyl group, an amino group, and an R 
group, e.g., homoserine, norleucine, methionine sulfoxide, 
methionine methyl sulfonium. Such analogs have modi?ed 
R groups (e.g., norleucine) or modi?ed peptide backbones, 
but retain the same basic chemical structure as a naturally 
occurring amino acid. Amino acid mimetics refers to chemi 
cal compounds that have a structure that is different from the 
general chemical structure of an amino acid, but that func 
tions in a manner similar to a naturally occurring amino acid. 

The term “antisense sequences” refers to polynucleotides 
having sequence complementary to a RNA sequence. These 
terms speci?cally encompass nucleic acid sequences that 
bind to mRNA or portions thereof to block transcription of 
mRNA by ribosomes. Antisense methods are generally Well 
knoWn in the art (see, e.g., PCT publication W0 94/ 12633, 
and Nielsen et al., 1991, Science 254:1497; OLIGO 
NUCLEOTIDES AND ANALOGUES, A PRACTICAL 
APPROACH, edited by F. Eckstein, IRL Press at Oxford 
University Press (1 991); ANTISENSE RESEARCH AND 
APPLICATIONS (1993, CRC Press)). 

The term “composition” as used herein is intended to 
encompass a product comprising the speci?ed ingredients in 
the speci?ed amounts, as Well as any product Which results, 
directly or indirectly, from combination of the speci?ed 
ingredients in the speci?ed amounts. 

The term “conservative substitution,” When describing a 
polypeptide, refers to a change in the amino acid composi 
tion of the polypeptide that does not substantially alter the 
activity of the polypeptide, i.e., substitution of amino acids 
With other amino acids having similar properties such that 
the substitutions of even critical amino acids does not 
substantially alter activity. Conservative substitution tables 
providing functionally similar amino acids are Well knoWn 
in the art. The folloWing six groups each contain amino acids 
that are conservative substitutions for one another: 1) Ala 
nine (A), Serine (S), Threonine (T); 2) Aspartic acid (D), 
Glutamic acid (E); 3) Asparagine (N), Glutamine (Q); 4) 
Arginine (R), Lysine (K); 5) Isoleucine (I), Leucine (L), 
Methionine (M), Valine (V); and 6) Phenylalanine (F), 
Tyrosine (Y), Tryptophan (W) (see also, Creighton, 1984, 
Proteins, W. H. Freeman and Company). 
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6 
In addition to the above-de?ned conservative 

substitutions, other modi?cation of amino acid residues can 
result in “conservatively modi?ed variants.” For example, 
one may regard all charged amino acids as substitutions for 
each other Whether they are positive or negative. In addition, 
conservatively modi?ed variants can also result from indi 
vidual substitutions, deletions or additions Which alter, add 
or delete a single amino acid or a small percentage of amino 
acids, e.g., often less than 5%, in an encoded sequence. 
Further, a conservatively modi?ed variant can be made from 
a recombinant polypeptide by substituting a codon for an 
amino acid employed by the native or Wild-type gene With 
a different codon for the same amino acid. 

The terms “control elements” or “regulatory sequences” 
include enhancers, promoters, transcription terminators, ori 
gins of replication, chromosomal integration sequences, 5' 
and 3' untranslated regions, With Which polypeptides or 
other biomolecules interact to carry out transcription and 
translation. For eukaryotic cells, the control sequences Will 
include a promoter and preferably an enhancer, e. g., derived 
from immunoglobulin genes, SV40, cytomegalovirus, and a 
polyadenylation sequence, and may include splice donor and 
acceptor sequences. Depending on the vector system and 
host utiliZed, any number of suitable transcription and 
translation elements, including constitutive and inducible 
promoters, may be used. When referring to CCX CKR, a 
promoter other than that naturally associated With the CCX 
CKR coding sequence can be referred to as a “heterologous” 
promoter. 
As used herein, a “derivatiZed” polynucleotide, 

oligonucleotide, or nucleic acid refers to oligo- and poly 
nucleotides that comprise a derivatized substituent. In some 
embodiments, the substituent is substantially non-intefering 
With respect to hybridiZation to complementary polynucle 
otides. DerivatiZed oligo- or polynucleotides that have been 
modi?ed With appended chemical substituents (e.g., by 
modi?cation of an already synthesiZed oligo- or 
polynucleotide, or by incorporation of a modi?ed base or 
backbone analog during synthesis) may be introduced into a 
metabolically active eukaryotic cell to hybridiZe With an 
CCX CKR DNA, RNA, or protein Where they produce an 
alteration or chemical modi?cation to a local DNA, RNA, or 
protein. Alternatively, the derivatiZed oligo or polynucle 
otides may interact With and alter CCX CKR polypeptides, 
or proteins that interact With CCX CKR DNA or CCX CKR 
gene products, or alter or modulate expression or function of 
CCX CKR DNA, RNA or protein. Illustrative attached 
chemical substituents include: europium (III) texaphyrin, 
cross-linking agents, psoralen, metal chelates (e.g., iron/ 
EDTA chelate for iron catalyZed cleavage), topoisomerases, 
endonucleases, exonucleases, ligases, phosphodiesterases, 
photodynamic porphyrins, chemotherapeutic drugs (e.g., 
adriamycin, doxirubicin), intercalating agents, base 
modi?cation agents, immunoglobulin chains, and oligo 
nucleotides. Iron/EDTA chelates are chemical substituents 
often used Where local cleavage of a nucleic acid sequence 
is desired (HertZberg et al., 1982, J. Am. Chem. Soc. 104: 
313; HertZberg and Dervan, 1984, Biochemistry 23: 3934; 
Taylor et al., 1984, Tetrahedron 40: 457; Dervan, 1986, 
Science 232: 464). Illustrative attachment chemistries 
include: direct linkage, e. g., via an appended reactive amino 
group (Corey and SchultZ, 1988, Science 238: 1401, Which 
is incorporated herein by reference) and other direct linkage 
chemistries, although streptavidin/biotin and digoxigenin/ 
anti-digoxigenin antibody linkage methods can also be used. 
Methods for linking chemical substituents are provided in 
US. Pat. Nos. 5,135,720, 5,093,245, and 5,055,556, Which 
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are incorporated herein by reference. Other linkage chem 
istries may be used at the discretion of the practitioner. 
As used herein, a “detectable label” has the ordinary 

meaning in the art and refers to an atom (e.g., radionuclide), 
molecule (e.g., ?uorescein), or complex, that is or can be 
used to detect (e.g., due to a physical or chemical property), 
indicate the presence of a molecule or to enable binding of 
another molecule to Which it is covalently bound or other 
Wise associated. The term “label” also refers to covalently 
bound or otherWise associated molecules (e.g., a biomol 
ecule such as an enzyme) that act on a substrate to produce 
a detectable atom, molecule or complex. Detectable labels 
suitable for use in the present invention include any com 
position detectable by spectroscopic, photochemical, 
biochemical, immunochemical, electrical, optical, chemical 
means and the like. 

The term “epitope” has its ordinary meaning of a site on 
an antigen recogniZed by an antibody. Epitopes are typically 
segments of amino acids Which are a small portion of the 
Whole polypeptide. Epitopes may be conformational (i.e., 
discontinuous). That is, they may be formed from amino 
acids encoded by noncontiguous parts of a primary sequence 
that have been juxtaposed by protein folding. 

The term “fusion protein,” refers to a composite 
polypeptide, i.e., a single contiguous amino acid sequence, 
made up of tWo (or more) distinct, heterologous polypep 
tides Which are not normally fused together in a single amino 
acid sequence. Thus, a fusion protein may include a single 
amino acid sequence that contains tWo entirely distinct 
amino acid sequences or tWo similar or identical polypeptide 
sequences, provided that these sequences are not normally 
found together in the same con?guration in a single amino 
acid sequence found in nature. Fusion proteins may gener 
ally be prepared using either recombinant nucleic acid 
methods, i.e., as a result of transcription and translation of a 
recombinant gene fusion product, Which fusion comprises a 
segment encoding a polypeptide of the invention and a 
segment encoding a heterologous polypeptide, or by chemi 
cal synthesis methods Well knoWn in the art. 

The term “gene product” refers to an RNA molecule 
transcribed from a gene, or a polypeptide encoded by the 
gene or translated from the RNA. 

The term “high a?inity” for an IgG antibody, as used 
herein, refers to an, association constant (Ka) of at least 
about 106M_1, preferably at least about 108M_l, more 
preferably at least about 109M-l or greater, e.g., up to 
1012M“l or greater. HoWever, “high a?inity” binding can 
vary for other antibody isotypes. 

The terms “immunogen” and “immunogenic” have their 
ordinary meaning in the art, i.e., an immunogen is a 
molecule, such as a polypeptide or other antigen, that can 
elicit an adaptive immune response upon injection into a 
person or an animal. 

The terms “modulator” and “modulation” of chemokine 
receptor activity, as used herein in its various forms, is 
intended to encompass antagonism, agonism, partial antago 
nism and/or partial agonism of the activity associated With 
a particular chemokine receptor, preferably the CCX CKR 
receptor. In various embodiments, “modulators” may inhibit 
or stimulate CCX CKR expression or activity. 

The terms “nucleic acid” and “polynucleotide” are used 
interchangeably and refer to deoxyribonucleotides or ribo 
nucleotides and polymers thereof in either single-or double 
stranded form. Unless speci?cally limited, the disclosure of 
a polynucleotide sequence is also intended to refer to the 
complementary sequence. As used herein, the term “poly 
nucleotide” includes oligonucleotides. 
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The terms “oligonucleotides” or “oligomers” refer to a 

nucleic acid sequence of approximately 7 nucleotides or 
greater, and as many as approximately 100 nucleotides, 
Which can be used as a primer or probe. Oligonucleotides are 
often betWeen about 10 and about 50 nucleotides in length, 
more often betWeen about 12 and about 50 nucleotides, very 
often betWeen about 15 and about 25 nucleotides. 

The term “operably linked” refers to a functional rela 
tionship betWeen tWo or more polynucleotide (e.g., DNA) 
segments: for example, a promoter or enhancer is operably 
linked to a coding sequence if it stimulates the transcription 
of the sequence in an appropriate host cell or other expres 
sion system. Generally, sequences that are operably linked 
are contiguous, and in the case of a signal sequence both 
contiguous and in reading phase. HoWever, enhancers need 
not be located in close proximity to the coding sequences 
Whose transcription they enhance. 
The terms “peptidomimetic” and “mimetic” refer to a 

synthetic chemical compound that has substantially the same 
structural and functional characteristics of the CCX CKR 
polypeptides of the invention. Peptide analogs are com 
monly used in the pharmaceutical industry as non-peptide 
drugs With properties analogous to those of the template 
peptide. These types of non-peptide compound are termed 
“peptide mimetics” or “peptidomimetics” (Fauchere, J. Adv. 
Drug Res. 15:29 (1986); Veber and Freidinger TINS p. 392 
(1985); and Evans et al. J. Med. Chem. 30:1229 (1987), 
Which are incorporated herein by reference). Peptide mimet 
ics that are structurally similar to therapeutically useful 
peptides may be used to produce an equivalent or enhanced 
therapeutic or prophylactic effect. Generally, peptidomimet 
ics are structurally similar to a paradigm polypeptide (i.e., a 
polypeptide that has a biological or pharmacological 
activity), such as a CCX CKR, but have one or more peptide 
linkages optionally replaced by a linkage selected from the 
group consisting of, e.g., iCH2NHi, iCH2Si, 
iCH2iCH2i, iCH=CHi (cis and trans), 
%OCH2i, %H(OH)CH2i, and %H2SOi. The 
mimetic can be either entirely composed of synthetic, non 
natural analogues of amino acids, or, is a chimeric molecule 
of partly natural peptide amino acids and partly non-natural 
analogs of amino acids. The mimetic can also incorporate 
any amount of natural amino acid conservative substitutions 
as long as such substitutions also do not substantially alter 
the mimetic’s structure and/or activity. For example, a 
mirnetic composition is Within the scope of the invention if 
it is capable of carrying out the binding or enzymatic 
activities of CCX CKR. 

By “pharmaceutically acceptable” it is meant the carrier, 
diluent or excipient must be compatible With the other 
ingredients of the formulation and not deleterious to the 
recipient thereof. 
The term “polypeptide” is used interchangeably herein 

With the term “protein,” and refers to a polymer composed 
of amino acid residues linked by amide linkages, including 
synthetic, naturally-occurring and non-naturally occurring 
analogs thereof (amino acids and linkages). Peptides are 
examples of polypeptides. 
As used herein, a “probe,” When used in the context of 

polynucleotides and antibodies, refers to a molecule that 
speci?cally binds another molecule. One example of a probe 
is a “nucleic acid probe,” Which can be a DNA, RNA, or 
other polynucleotide. Where a speci?c sequence for a 
nucleic acid probe is given, it is understood that the comple 
mentary strand is also identi?ed and included. The comple 
mentary strand Will Work equally Well in situations Where 
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the target is a double-stranded nucleic acid that speci?cally 
binds (e.g., anneals or hybridiZes) to a substantially comple 
mentary nucleic acid. Another example of a probe is an 
“antibody probe” that speci?cally binds to a corresponding 
antigen or epitope. 

The term “recombinant” refers to a polynucleotide syn 
thesiZed or otherWise manipulated in vitro (e.g., “recombi 
nant polynucleotide”), to methods of using recombinant 
polynucleotides to produce gene products in cells or other 
biological systems, or to a polypeptide (“recombinant 
protein”) encoded by a recombinant polynucleotide. Thus, a 
“recombinant” polynucleotide is de?ned either by its 
method of production or its structure. In reference to its 
method of production, the process is use of recombinant 
nucleic acid techniques, e.g., involving human intervention 
in the nucleotide sequence, typically selection or production. 
Alternatively, it can be a polynucleotide made by generating 
a sequence comprising fusion of tWo fragments Which are 
not naturally contiguous to each other, but is meant to 
exclude products of nature. Thus, for example, products 
made by transforming cells With any non-naturally occurring 
vector is encompassed, as are polynucleotides comprising 
sequence derived using any synthetic oligonucleotide pro 
cess. Similarly, a “recombinant” polypeptide is one 
expressed from a recombinant polynucleotide. 

The phrase “selectively hybridizing to” refers to a poly 
nucleotide probe that hybridiZes, duplexes or binds to a 
particular target DNA or RNA sequence When the target 
sequences are present in a preparation of total cellular DNA 
or RNA. 

The phrase “speci?cally immunoreactive,” or “speci? 
cally binds” When referring to the interaction betWeen an 
antibody and a protein or polypeptide, refers to an antibody 
that speci?cally recogniZes and binds With relatively high 
af?nity to the protein of interest, e.g., CCX CKR, such that 
this binding is determinative of the presence of the protein 
in a heterogeneous population of proteins and other biolog 
ics. Thus, under designated immunoassay conditions, the 
speci?ed antibodies bind to a particular polypeptide and do 
not bind in a signi?cant amount to other polypeptides 
present in the sample. A variety of immunoassay formats 
may be used to select antibodies speci?cally immunoreac 
tive With a particular polypeptide. For example, solid-phase 
ELISA immunoassays are routinely used to select mono 
clonal antibodies speci?cally immunoreactive With a 
polypeptide. See, HarloW, 1988, ANTIBODIES, A LABO 
RATORY MANUAL, Cold Spring Harbor Publications, 
NeW York (hereinafter, “HarloW”), for a description of 
immunoassay formats and conditions that can be used to 
determine speci?c immunoreactivity. 
As used herein, the “substantially sequence identity,” 

refers to tWo or more sequences or subsequences that have 

at least 60%, preferably 80%, most preferably 90%, 95%, 
98%, or 99% nucleotide or amino acid residue identity, When 
compared and aligned for maximum correspondence, as 
measured using one of the folloWing sequence comparison 
algorithms or by visual inspection. TWo sequences (amino 
acid or nucleotide) can be compared over their full-length 
(e.g., the length of the shorter of the tWo, if they are of 
substantially different lengths) or over a subsequence such 
as at least about 50, about 100, about 200, about 500 or about 
1000 contiguous nucleotides or at least about 10, about 20, 
about 30, about 50 or about 100 contiguous amino acid 
residues. 

For sequence comparison, typically one sequence acts as 
a reference sequence, to Which test sequences are compared. 
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When using a sequence comparison algorithm, test and 
reference sequences are input into a computer, subsequence 
coordinates are designated, if necessary, and sequence algo 
rithm program parameters are designated. The sequence 
comparison algorithm then calculates the percent sequence 
identity for the test sequence(s) relative to the reference 
sequence, based on the designated program parameters. 

Optimal alignment of sequences for comparison can be 
conducted, e.g., by the local homology algorithm of Smith 
& Waterman, Adv. Appl. Math. 2:482 (1981), by the homol 
ogy alignment algorithm of Needleman & Wunsch, J. Mol. 
Biol. 48:443 (1970), by the search for similarity method of 
Pearson & Lipman, Proc. Natl. Acad. Sci. USA 85:2444 
(1988), by computeriZed implementations of these algo 
rithms (GAP, BESTFIT, FASTA, and TFASTA in the Wis 
consin Genetics Software Package, Genetics Computer 
Group, 575 Science Dr., Madison, Wis.), or by visual 
inspection (see generally Ausubel et al., Current Protocols In 
Molecular Biology, Greene Publishing and Wiley 
Interscience, NeW York (supplemented through 1999). Each 
of these references and algorithms is incorporated by refer 
ence herein in its entirety. When using any of the aforemen 
tioned algorithms, the default parameters for “WindoW” 
length gap penalty, etc., are used. 
One example of algorithm that is suitable for determining 

percent sequence identity and sequence similarity is the 
BLAST algorithm, Which is described in Altschul et al., J. 
Mol. Biol. 214:403*410 (1990). SoftWare for performing 
BLAST analyses is publicly available through the National 
Center for Biotechnology Information http:// 
WWW.ncbi.nlm.nih.gov/). This algorithm involves ?rst iden 
tifying high scoring sequence pairs (HSPs) by identifying 
short Words of length W in the query sequence, Which either 
match or satisfy some positive-valued threshold score T 
When aligned With a Word of the same length in a database 
sequence. T is referred to as the neighborhood Word score 
threshold (Altschul et al, supra). These initial neighborhood 
Word hits act as seeds for initiating searches to ?nd longer 
HSPs containing them. The Word hits are then extended in 
both directions along each sequence for as far as the cumu 
lative alignment score can be increased. Extension of the 
Word hits in each direction are halted When: the cumulative 
alignment score falls off by the quantity X from its maxi 
mum achieved value; the cumulative score goes to Zero or 
beloW, due to the accumulation of one or more negative 
scoring residue alignments; or the end of either sequence is 
reached. The BLAST algorithm parameters W, T, and X 
determine the sensitivity and speed of the alignment. The 
BLAST program uses as defaults a Wordlength (W) of 11, 
the BLOSUM62 scoring matrix (see Henikolf & Henikolf, 
Proc. Natl. Acad. Sci. USA 89: 10915 (1989)) alignments (B) 
of 50, expectation (E) of 10, M=5, N=—4, and a comparison 
of both strands. 

In addition to calculating percent sequence identity, the 
BLAST algorithm also performs a statistical analysis of the 
similarity betWeen tWo sequences (see, e.g., Karlin & 
Altschul, Proc. Natl. Acad. Sci. USA 90z5873i5787 (1993)). 
One measure of similarity provided by the BLAST algo 
rithm is the smallest sum probability (P(N)), Which provides 
an indication of the probability by Which a match betWeen 
tWo nucleotide or amino acid sequences Would occur by 
chance. For example, a nucleic acid is considered similar to 
a reference sequence if the smallest sum probability in a 
comparison of the test nucleic acid to the reference nucleic 
acid is less than about 0.1, more preferably less than about 
0.01, and most preferably less than about 0.001. 
A further indication that tWo nucleic acid sequences or 

polypeptides are substantially identical is that the ?rst 
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polypeptide (e.g., a polypeptide encoded by the ?rst nucleic 
acid) is immunologically cross reactive With the second 
polypeptide (e.g., a polypeptide encoded by the second 
nucleic acid). Thus, a polypeptide is typically substantially 
identical to a second polypeptide, for example, Where the 
tWo peptides differ only by conservative substitutions. 

Another indication that tWo nucleic acid sequences are 
substantially identical is that the tWo molecules hybridize to 
each other under stringent conditions. Substantial identity 
exists When the segments Will hybridize under stringent 
hybridization conditions to a strand, or its complement, 
typically using a sequence of at least about 50 contiguous 
nucleotides derived from the probe nucleotide sequences. 

“Stringent hybridization conditions” refers to conditions 
in a range from about 5° C. to about 20° C. or, 25° C. beloW 
the melting temperature (Tm) of the target sequence and a 
probe With exact or nearly exact complementarity to the 
target. As used herein, the melting temperature is the tem 
perature at Which a population of double-stranded nucleic 
acid, molecules becomes half-dissociated into single 
strands. Methods for calculating the TM of nucleic acids are 
Well knoWn in the art (see, e.g., Berger and Kimmel, 1987, 
Methods In Enzymology, Vol. 152: Guide To Molecular 
Cloning Techniques, San Diego: Academic Press, Inc. and 
Sambrook, et al.; supra;(1989) Molecular Cloning: A Labo 
ratory Manual, 2nd Ed., Vols. 1%, Cold Spring Harbor 
Laboratory). As indicated by standard references, a simple 
estimate of the Tm value may be calculated by the equation: 
Tm=81.5+0.41(% G+C), When a nucleic acid is in aqueous 
solution at 1 M NaCl (see e.g., Anderson and Young, 
“Quantitative Filter Hybridization” in Nucleic Acid Hybrid 
ization (1985)). Other references include more sophisticated 
computations Which take structural as Well as sequence 
characteristics into account for the calculation of Tm. The 
melting temperature of a hybrid (and thus the conditions for 
stringent hybridization) is affected by various factors such as 
the length and nature (DNA, RNA, base composition) of the 
probe and nature of the target (DNA, RNA, base 
composition, present in solution or immobilized, and the 
like), and the concentration of salts and other components 
(e. g., the presence or absence of formamide, dextran sulfate, 
polyethylene glycol). The effects of these factors are Well 
knoWn and are discussed in standard references in the art, 
see e.g., Sambrook, supra, and Ausubel, supra Typically, 
stringent hybridization conditions are salt concentrations 
less than about 1.0 M sodium ion, typically about 0.01 to 1.0 
M sodium ion at pH 7.0 to 8.3, and temperatures at least 
about 30° C. for short probes (e. g., 10 to 50 nucleotides) and 
at least about 60° C. for long probes (e.g., greater than 50 
nucleotides). As noted, stringent conditions may also be 
achieved With the addition of destabilizing agents such as 
formamide, in Which case loWer temperatures may be 
employed. 

The terms “substantially pure” or “isolated,” When refer 
ring to proteins and polypeptides, e.g., CCX CKR, denote 
those polypeptides that are separated from proteins or other 
contaminants With Which they are naturally associated. A 
protein or polypeptide is considered substantially pure When 
that protein makes up greater than about 50% of the total 
protein content of the composition containing that protein, 
and typically, greater than about 60% of the total protein 
content. More typically, a substantially pure or isolated 
protein or polypeptide Will make up at least 75%, more 
preferably, at least 90%, of the total protein. Preferably, the 
protein Will make up greater than about 90%, and more 
preferably, greater than about 95% of the total protein in the 
composition. When referring to polynucleotides, the terms 
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12 
“substantially pure” or “isolated” generally refer to the 
polynucleotide separated from contaminants With Which it is 
generally associated, e.g., lipids, proteins and other poly 
nucleotides. The substantially pure or isolated polynucle 
otides of the present invention Will be greater than about 
50% pure. Typically, these polynucleotides Will be more 
than about 60% pure, more typically, from about 75% to 
about 90% pure and preferably from about 95% to about 
98% pure. 
The term “therapeutically effective amount” means the 

amount of the subject compound that Will elicit the biologi 
cal or medical response of a tissue, system, animal or human 
that is being sought by the researcher, veterinarian, medical 
doctor or other clinician. 

As used herein, a receptor-mediated “biological effect” 
refers to a change in cell function or structure that results 
from the binding of the receptor to a naturally occurring 
ligand, (e.g. CCX CKR binding of ELC) and can include 
receptor internalization, receptor-mediated signaling (e.g., 
activation of a mammalian G protein, induction of rapid and 
transient increase in the concentration of cytosolic free 
calcium), a cellular response function (e.g., stimulation of 
chemotaxis or release of in?ammatory mediators), and the 
like. 

II. CCX CKR POLYPEPTIDES 

The present invention provides isolated, substantially 
pure, or recombinant CCX CKR polypeptides and immu 
nogenic fragments of mammalian CCX CKR polypeptides. 
In one embodiment, the CCX CKR polypeptide or fragment 
has an amino acid sequence identical to, or substantially 
identical to, the sequence set forth in SEQ ID NO:2 or a 
subsequence thereof. 
A. CCX CKR Polypeptides and Variants 

The invention provides substantially pure, isolated, or 
recombinant CCX CKR polypeptides. In some 
embodiments, the CCX CKR polypeptide has an amino acid 
sequence identical or substantially identical to the amino 
acid sequence shoWn in SEQ ID NO:2. In other 
embodiments, the CCX CKR polypeptides are variants and 
mutants characterized by conservative substitutions of 
amino acid residues of SEQ ID NO:2. 
The polypeptide of the invention may be full-length (e. g., 

containing about 350 amino acids for the species shoWn in 
FIG. 1) or may encode a fragment of the full-length protein 
(e.g., comprising at least 20, at least 40, at least 60 or at least 
100 residues of the CCX CKR polypeptides and variants of 
the invention. Also provided by the invention are CCX CKR 
polypeptides that are modi?ed, relative to the amino acid 
sequence of SEQ ID NO:2, in some manner, e.g., truncated, 
mutated, derivatized, or fused to other sequences (e.g., to 
form a fusion protein). Some CCX CKR polypeptides com 
prise insertions, deletions or substitutions of amino acid 
residues relative to SEQ ID NO:2. For example, some 
conservative amino acid substitutions can be made, i.e., 
substitution of selected amino acids With different amino 
acids having similar structural characteristics, e.g., net 
charge, hydrophobicity, and the like. 

Typically, the CCX CKR variants are structurally and 
functionally similar to the CCX CKR allele having the 
sequence of SEQ ID NO:2. Structural similarity is indicated 
by, e.g., substantial sequence identity (as de?ned above), or 
immunological cross-reactivity. Functional similarity is 
indicated by, e.g., a ligand-binding speci?city similar to or 
the same as that of the naturally occurring CCX CKR allele 
CCX CKR allele having the sequence of SEQ ID NO:2 (e. g., 
binding ELC, SLC, and TECK With high af?nity). In some 
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embodiments, the CCX CKR polypeptide of the invention is 
a fusion protein or a fragment (e.g., a ligand binding 
fragment) of the full-length polypeptide encoded in SEQ ID 
NO:2. As used in this context, a “ligand binding fragment” 
of CCX CKR is a fragment of the receptor polypeptide that 
binds ELC (e.g., human or mouse ELC), SLC (human or 
mouse), or TECK (human or mouse) With high af?nity (e.g., 
an apparent Ki or relational IC50 of less than about 15 nM) 
or moderate af?nity (e.g., an apparent Ki or relational IC50 
of at betWeen about 15 and about 200 nM). Suitable assays 
for detecting binding are Well knoWn in the art. See, e.g., E. 
C Hulme “Receptor-Ligand Interactions” inA PRACTICAL 
APPROACH/THE PRACTICAL APPROACH SERES 
(Series Eds D. RickWood and B D Hames) IRL Press at 
Oxford University Press (1992), especially Ch. 6, Wang et 
al., “The se of the ?ltration technique in in vitro radioligand 
binding assays for membrane-bound and solubiliZed 
receptors,” and Ch. 7, Hulme et al., “Centrifugation binding 
assays”; see also, Sissors et al., 1999, A Homologous 
Receptor Binding Assay for HTS on FlashPlate plusNEN 
Life Science Products inc, Boston, Mass. 02118. 

In one embodiment, binding is detected as described by 
Dairaghi et al., 1997, J. Biol. Chem. 2721282064209 
(incorporated by reference in its entirety for all purposes) 
substituting CCX CKR transfectants for the CCR3 
transfectants). In one embodiment, binding is detected using 
the ?lter based technique described by Dairaghi et al., 1999, 
J. Biol. Chem. 274:2156 (incorporated by reference in its 
entirety for all purposes), e.g., as shoWn in FIG. 4. Brie?y, 
this technology employs expanded, e?‘iciency-maximized 
radioligand binding utiliZing ?ltration protocols. In these 
assays, 1><105 CCXCKR-293 HEK cells are incubated With 
125I-labeled ELC (MIP3beta) (?nal concentration of ~0.05 
nM) in the presence of unlabeled chemokine for 3 h at 4° C. 
in 25 mM HEPES, 140 mM NaCl, 1 mM CaCl2, 5 mM 
MgCl2, and 0.2% bovine serum albumin, adjusted to pH 7.1. 
Reactions Were aspirated onto PEI-treated GF/B glass ?lters 
using a cell harvester (Packard). Filters are Washed tWice (25 
mM HEPES, 500 mM NaCl,1 mM CaCl2 5 mM MgCl2, 
adjusted to pH 7.1) and scintillant (e.g., MicroScint 20; 50 
ul) is added to dried ?lters and counted (e. g., using a Packard 
Topcount scintillation counter). The competition dose 
response curves is analyZed by standard methods to deter 
mine IC50 values (e.g., using GraphPad Prism softWare (San 
Diego, Calif.)). Additionally, a Scatchard transformation can 
be used to estimate the receptor sites per cell (e.g., using 
WaveMetrics Igor softWare (Lake OsWego, Oreg.)). 
As noted, binding assays are Well knoWn and it Will be 

appreciated that binding can be detected using varying 
bulfer conditions and incubation times and temperatures. 
For example, assays can be run at temperatures ranging from 
37° to 40 C., preferably betWeen about 40 C. and about 25° 
C., most preferably 4° C. or as Well as incubation times from 
1 hour to overnight (e.g., 3 hours). Bulfer pH can range from 
6.8 to 7.6, and NaCl concentrations may range from 0 to 160 
mM (e.g., physiological bu?fer conditions). The percentage 
of BSA included can also vary from 0.1% to 0.5%. Exem 
plary conditions are incubation With 0.05 nM 125I-labeled 
ELC in the presence of unlabeled chemokine for 3 h at 4° C. 
in 25 mM HEPES, 140 mM NaCl, 1 M CaCl2, 5 mM 
MgCl2, and 0.2% bovine serum albumin, adjusted to pH 7.1 . 
Other variations are knoWn in the art. 
As used herein, a chemokine speci?cally binds a CCX 

CKR polypeptide When it binds the receptor at least as Well 
as a speci?ed reference chemokine (e.g., ELC, SLC, TECK, 
mMIP-ly, hBLC-1, mMIP-ly, CTACK) knoWn to bind 
Wild-type CCX CKR With high or, alternatively, With mod 
erate af?nity. 
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In some embodiments, the CCX CKR polypeptide of the 

invention may be used as an immunogen (e.g., to produce 
anti-CCX CKR antibodies). Typically, the immunogenic 
CCX CKR fragments of the invention comprise at least 
about 6 contiguous residues of SEQ ID NO:2, more often at 
least about 8, about 10, or about 12, or about 16 contiguous 
residues. 
The substantially pure, isolated or recombinant CCX 

CKR polypeptides of the present invention can also be 
characterized by their ability to bind antibodies that are 
speci?cally immunoreactive With a polypeptide having the 
sequence shoWn in SEQ ID NO:2. Speci?c immunoreactiv 
ity is usually characterized by a speci?c binding af?nity of 
an antibody for its ligand (e.g., CCX CKR) of at least 107, 
108, 109, or 1010 M“. 
For many applications, it Will also be desirable to provide 

CCX CKR polypeptides of the invention as labeled entities, 
i.e., covalently attached or linked to a detectable label or 
group, or cross-linkable group, to facilitate identi?cation, 
detection and quanti?cation of the polypeptide in a given 
circumstance. These detectable groups can comprise a 
detectable polypeptide group, e.g., an assayable enZyme or 
antibody epitope. Alternatively, the detectable group can be 
selected from a variety of other detectable groups or labels, 
such as radiolabels (e.g., 125I, 32P, 35S) or a chemilumines 
cent or ?uorescent group. Similarly, the detectable group can 
be a substrate, cofactor, inhibitor or af?nity ligand. 

In addition, a CCX CKR polypeptide can be modi?ed by 
substituting one or more amino acid residues With a 
D-amino acid of the same type (e.g., D-lysine in place of 
L-lysine) to generate more stable peptides. Similarly, modi 
?cation of the amino or carboxyl terminals can also be used 
to confer stabiliZing properties upon the polypeptides of the 
invention, e.g., amidation of the carboxyl-terminus or acy 
lation of the amino-terminus or pegylated derivatives. 
B. Production and Isolation of CCX CKR Polypeptides 
The CCX CKR polypeptides of the present invention can 

be prepared using recombinant or synthetic methods, or can 
be isolated from natural cellular sources. 

Suitable recombinant techniques for expressing CCX 
CKR polypeptides from the CCX CKR polynucleotides are 
disclosed infra. See also, Sambrook et al., 1989, MOLECU 
LAR CLONING: A LABORATORY MANUAL, (2nd ed.) 
Vols. 143, Cold Spring Harbor Laboratory, and in Ausubel, 
supra, Synthetic methods for synthesiZing polypeptides such 
as CCX CKR polypeptides, variants, or fragments are 
described in Merri?eld, 1963, Amer. Chem. Soc. 
851214942456, Atherton et al., 1989, SOLID PHASE PEP 
TIDE SYNTHESIS: A PRACTICAL APPROACH, IRL 
Press, and Merri?eld, 1986, Science 232:341*347. 

Isolation and puri?cation of the CCX CKR polypeptides 
of the present invention can be carried out by methods that 
are generally Well knoWn in the art. These methods include, 
but are not limited to, ion exchange, hydrophobic 
interaction, HPLC or a?inity chromatography, to achieve the 
desired purity. In one embodiment, CCX CKR polypeptides 
are puri?ed using immunoaf?nity chromatography. For 
example, antibodies raised against a CCX CKR polypeptide 
or immunogenic fragment thereof (e.g., having a sequence 
or subsequence of SEQ. ID NO:2) are coupled to a suitable 
solid support and contacted With a mixture of polypeptides 
containing the CCX CKR polypeptide (e.g., a homogenate 
of brain tissue) under conditions conducive to the associa 
tion of this polypeptide With the antibody. Once the CCX 
CKR polypeptide is bound to the immobiliZed antibody, the 
solid support is Washed to remove unbound material and/or 
nonspeci?cally bound polypeptides. The desired polypep 
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tide can then be eluted from the solid support in substantially 
pure form by, e.g., a change in pH or salt concentration of 
the buffer. 
C. Peptide Analogs and Peptide Mimetics of CCX CKR 

Although primarily described in terms of “proteins” or 
“polypeptides,” one of skill in the art Will understand that 
structural analogs and derivatives of the above-described 
polypeptides, e. g., peptidomimetics, and the like can be used 
as substitutes for CCX CKR, e.g., as CCX CKR agonists, or, 
alternatively, as CCX CKR activity antagonists. 
Peptidomimetics, or peptide mimetics, are peptide analogs 
commonly used in the pharmaceutical industry as non 
peptide drugs With properties (e.g., a biological activity) 
analogous to those of the template peptide (Fauchere, 1986, 
Adv. Drug Res. 15:29; Evans et al., 1987, J. Med. Chem. 
30:1229). They are usually developed With the aid of com 
puteriZed molecular modeling. Peptide mimetics that are 
structurally similar to therapeutically useful peptides can be 
used to produce an equivalent therapeutic effect. Peptide 
mimetics can have signi?cant advantages over polypeptide 
embodiments, including, for example, more economical 
production and greater chemical stability. 

III. CCX CKR POLYNUCLEOTIDES. 

In one aspect, the invention provides a polynucleotide 
having a sequence or subsequence of a mammalian (e.g., rat 
or human) CCX CKR gene or RNA. The polynucleotides of 
the invention (e.g., RNA, DNA, PNA or chimeras), may be 
single-stranded, double stranded, or a mixed hybrid. In one 
embodiment, the polynucleotide has a sequence of SEQ ID 
NO:1 (FIG. 1) or subsequences thereof (e.g., comprising at 
least 15, at least 25, at least 50, at least 100, at least 200, or 
at least 500 bases of the polynucleotides and variants of the 
invention). The invention also provides polynucleotides 
With substantial sequence identity to the CCX CKR poly 
nucleotides disclosed herein. Thus, the invention provides 
naturally occurring alleles of mammalian (e.g., human) 
CCX CKR genes such as human allelic variants of the CCX 
CKR polynucleotides of SEQ ID NO:1. 
As described infra, in some embodiments the polynucle 

otide of the invention encodes a polypeptide With substantial 
sequence similarity to SEQ ID NO:2 (FIG. 1) or encodes a 
fragment of such a polypeptide (e.g., a fusion protein). Also 
contemplated are polynucleotides that, due to the degen 
eracy of the genetic code, are not substantially similar to 
SEQ ID NO: 1, but encode the polypeptide of SEQ ID NO:2 
or a fragment thereof. In other embodiments, the invention 
provides CCX CKR polynucleotides that do not necessarily 
encode CCX CKR polypeptide but Which are useful as e.g., 
probes, primers, antisense, triplex, or riboZyme reagents, 
and the like. 

The invention also includes expression vectors, cell lines, 
and transgenic organisms comprising the CCX CKR poly 
nucleotides. In some embodiments, the vectors, cells, and 
organisms of the invention are capable of expressing the 
encoded CCX CKR polypeptides. 

Using the guidance of this disclosure, the CCX CKR 
polynucleotides of the invention can be produced by recom 
binant means. See, e.g., Sambrook et al., Berger and 
Kimmel, (1987) Methods In EnZymology, Vol. 152: Guide 
To Molecular Cloning Techniques, San Diego: Academic 
Press, Inc.; Ausubel et al., Current Protocols In Molecular 
Biology, Greene Publishing and Wiley-Interscience, NeW 
York (1999). Alternatively, CCX CKR polynucleotides or 
fragments can be chemically synthesiZed using routine 
methods Well knoWn in the art (see, e.g., Narang let al., 
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1979, Meth. EnZymol. 68:90; BroWn et al., 1979, Meth. 
EnZymol. 68:109; Beaucage et al., 1981, Tetra. Lett., 
22: 1859). In some embodiments, the CCX CKR polynucle 
otides of the invention contain non-naturally occurring 
bases, e.g., deoxyinosine (see, BatZer et al., 1991, Nucleic 
Acid Res. 19:5081; Ohtsuka et al., 1985, J. Biol. Chem. 
260:2605*2608; Rossolini et al., 1994, Mol. Cell. Probes 
8:9li98) or modi?ed backbone residues or linkages. 
A. Polynucleotides Encoding CCX CKR 

In one aspect, the invention provides polynucleotides 
encoding CCX CKR polypeptides such as an CCX CKR 
polypeptide having the sequence of SEQ ID NO:2, a frag 
ment thereof, a variant thereof (e.g., a conservative or allelic 
variant), or a CCX CKR fusion polypeptide. In one 
embodiment, the polynucleotide of the invention comprises 
the sequence of SEQ ID NO:1 or a fragment thereof. In 
another embodiment, the polynucleotide encodes a naturally 
occurring CCX CKR polypeptide or fragment, but has a 
sequence that differs from SEQ ID NO:1 (e.g., as a result of 
the degeneracy of the genetic code). In some embodiments 
of the invention, the polynucleotide is other than the 
expressed sequence tags H67224, AI131555, AA215577, 
AW190975 or AI769466 or the polynucleotide encoding 
bovine PPR1 (Matsuoka et al., 1993, Biochem Biophys Res 
Comm 194:540*11). 
The polynucleotides of invention are useful for expression 

of CCX CKR polynucleotides (e.g., sense or antisense 
RNAs) and polypeptides. Methods for recombinant expres 
sion of polynucleotides and proteins are Well knoWn in the 
art Typically, the CCX CKR polynucleotides of the inven 
tion are used in expression vectors for the preparation of 
CCX CKR polypeptides and polynucleotides. Expression 
vectors typically include transcriptional and/or translational 
control signals (e.g., the promoter, ribosome-binding site, 
and ATG initiation codon). In addition, the ef?ciency of 
expression can be enhanced by the inclusion of enhancers 
appropriate to the cell system in use. For example, the SV40 
enhancer or CMV enhancer can be used to increase expres 
sion in mammalian host cells. 

In one embodiment, DNA encoding an CCX CKR 
polypeptide of the present invention is inserted into DNA 
constructs capable of introduction into and expression in an 
in vitro host cell, such as a bacterial (e.g., E. coli, Bacillus 
subtilus), yeast (e.g., Saccharomyces), insect (e.g., 
Spodoptera frugiperda), or mammalian cell culture systems. 
Examples of mammalian cell culture systems useful for 
expression and production of the polypeptides of the present 
invention include human embryonic kidney line (293; Gra 
ham et al., 1977, J. Gen. Virol. 36:59); CHO (ATCC CCL 61 
and CRL 9618); human cervical carcinoma cells (HeLa, 
ATCC CCL 2); and others knoWn in the art. The use of 
mammalian tissue cell culture to express polypeptides is 
discussed generally in Winnacker, FROM GENES TO 
CLONES (VCH Publishers, N.Y., N.Y., 1987) and Ausubel, 
supra. 

In some embodiments, promoters from mammalian genes 
or from mammalian viruses are used, e.g., for expression in 
mammalian cell lines. Suitable promoters can be 
constitutive, cell type-speci?c, stage-speci?c, and/or modu 
latable or regulatable (e.g., by hormones such as 
glucocorticoids). Useful promoters include, but are not 
limited to, the metallothionein promoter, the constitutive 
adenovirus major late promoter, the dexamethasone 
inducible MMTV promoter, the SV40 promoter, and 
promoter-enhancer, combinations knoWn in the art. 
CCX CKR polypeptides or fragments can also be 

expressed in transgenic animals (mouse, sheep, coW, etc.) 




















































