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PLATELET DERIVED GROWTH FACTOR 
RECEPTOR ALPHA (PDGFRA) 

POLYPEPTIDES COMPRISING ACTIVATING 

MUTATION(S) 

CROSS REFERENCE TO RELATED 
APPLICATION 

This is a division of co-pending application Ser. No. 
12/466,218, ?led May 14, 2009, issued as US. Pat. No. 
7,875,710 on Jan. 25, 2011, Whichis a division ofU.S. appli 
cation Ser. No. 10/517,905, ?led Dec. 10, 2004, issued as US. 
Pat. No. 7,595,154 on Sep. 29, 2009, Which is the US. 
National Stage of International Application No. PCT/US03/ 
18901, ?led Jun. 13, 2003, Which Was published in English 
under PCT Article 21 (2), and Which in turn claims the bene?t 
of US. Provisional Applications No. 60/389,107, ?led Jun. 
13, 2002 and No. 60/438,899, ?led Jan. 8, 2003. Each ofthese 
applications is incorporated herein in its entirety. 

STATEMENT OF GOVERNMENT SUPPORT 

This invention Was made With United States government 
support pursuant to employment of one of the inventors as a 
Federal employee, as Well as grant funding from a Veterans 
Affairs Merit RevieW Grant; the United States government 
has certain rights in the invention. 

FIELD 

This disclosure relates to tyrosine kinases, particularly 
receptor tyrosine kinases With one or more activation muta 
tions. Further, it relates to methods of using these molecules 
in screens and analyses, including diagnoses, prognoses, and 
systems for identi?cation and/or selection of pharmaceutical 
compounds. 

BACKGROUND OF THE DISCLOSURE 

Tyrosine kinases are expressed by many human cancers. 
These enZymes are attractive targets for the development of 
anticancer drugs, as it has been possible to optimiZe com 
pounds With excellent inhibitory potency and selectivity to 
individual target tyrosine kinases. The utility of this approach 
has been highlighted by the success of imatinib mesylate 
(GleevecTM) in the treatment of chronic myelogenous leuke 
mia (CML) and gastrointestinal stromal tumors (GISTs). 

Expression of tyrosine kinases is ubiquitous in both can 
cers and normal tissues. Therefore, the ef?cacy of a kinase 
inhibitor is dependent on tWo factors: 1) the degree to Which 
the target kinase is activated in a particular cancer, and 2) the 
degree to Which the groWth and survival of the cancer cells is 
dependent on the activated target kinase. 

Gastrointestinal stromal tumors provide an excellent 
example of this principle. KIT tyrosine kinase is detectable by 
immunohistochemistry in a Wide variety of cancers and nor 
mal tissues, but mutations of the KIT gene that yield consti 
tutively active KIT kinase are found in only a small subset of 
tumors (Heinrich et al., J Clin. Oncol., 20: 1692-1703, 2002). 
More than 85% of GISTs harbor such activating mutations 
(Blanke et al., Proceedings ofASCO 20, 1a-1a. 2001; Hein 
rich et al., J. Clin. Oncol., 20: 1692-1703, 2002; Hirota et al., 
J. Pal/10L, 193: 505-510, 2001; Rubin et al., Cancer Res, 61: 
81 18-8121, 2001) and, correspondingly, phosphorylation of 
KIT kinase (a marker of activation) Was recently demon 
strated in most fresh-frozen GIST specimens (Rubin et al., 
Cancer Res, 61: 8118-8121, 2001). Such phosphorylation of 
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2 
KIT is rarely observed in other cancer specimens. Recent 
success in the treatment of advanced malignant GISTs With 
imatinib mesylate is thought to re?ect an important role of 
KIT activation in the groWth and/ or survival of GIST tumor 
cells (Blanke et al., Proceedings ofASCO 20, 1a-1a. 2001; 
Joensuu et al., NEngl JMed, 344: 1052-1056, 2001; Van 
Oosterom et al., Lancet, 358:1421-1423, 2001). The obser 
vation that treatment results With imatinib mesylate are sig 
ni?cantly better for tumors With evidence of mutational acti 
vation of KIT than for tumors With no KIT mutation further 
supports this vieW (Heinrich et al., J. Clin. Oncol., 20: 1692 
1703, 2002). Thus, in the case of GISTs, testing of clinical 
specimens for genomic mutations resulting in tyrosine kinase 
activation Will be useful in determining Which patients are 
most likely to respond to a tyrosine kinase inhibitor. 
The PDGFRA (or PDGFR-ot) protein is a type III receptor 

tyrosine kinase With homology to KIT, FLT3, CSF1-R and 
PDGFR-[3 (PDGFRB). Although PDGFRA activation has 
been hypothesized to be involved in certain cancers, most 
notably gliomas, evidence of genomic activation in human 
cancer has only recently been reported in tWo cases of myelo 
proliferative disease associated With translocation of the BCR 
and PDGFRA genes. 

SUMMARY OF THE DISCLOSURE 

Disclosed herein are novel mutations of PDGFRA that 
result in constitutive activation of this tyrosine kinase. These 
mutations Were initially discovered in GISTs. Also disclosed 
are consensus PDGFRA nucleic acid and amino acid 
sequences, Which summariZe certain groups of activating 
mutations and regions of relatively active mutation. 

Thus, this disclosure provides several novel PDGFRA 
variant proteins, and nucleic acids encoding these variants. 
Also disclosed are methods of using these molecules in 
detecting biological conditions associated With an activating 
PDGFRA mutation in a subject, methods of treating such 
conditions, methods of selecting treatments (e.g., speci?c 
tyrosine kinase inhibitors), and methods of screening for 
inhibitors of PDGFRA activity, particularly activated PDG 
FRA variant activity. Oligonucleotides for use in examples of 
such methods are also provided. 

Also disclosed herein are protein speci?c binding agents, 
such as antibodies, that bind speci?cally to at least one 
epitope of a PDGFRA variant protein preferentially com 
pared to Wildtype PDGFRA, and methods of using such anti 
bodies in diagnosis, treatment, and screening. 

Kits are also provided for carrying out the methods 
described herein. 
The foregoing and other features and advantages Will 

become more apparent from the folloWing detailed descrip 
tion of several embodiments, Which proceeds With reference 
to the accompanying ?gures. 

BRIEF DESCRIPTION OF THE FIGURES 

FIG. 1 (including FIG. 1A and FIG. 1B): Immunostaining 
for phosphotyrosine (A) and PDGFRA (B) in GIST478. A) A 
strongly tyrosine phosphorylated doublet at 150/170 kD is 
seen in the RTK immunoprecipitate (lane 2). This phospho 
rylated doublet corresponds to tWo of the stronger phosphop 
roteins in the total cell lysate (lane 1), and comigrates With the 
strongly phosphorylated PDGFRA doublet (lane 4). KIT is 
not demonstrably phosphorylated (lane 3). B) The strongly 
phosphorylated RTK (lane 2) Was con?rmed as PDGFRA, by 
stripping and restaining the blot With a speci?c antibody to 
PDGFRA. 
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FIG. 2 (including FIGS. 2A, 2B, and 2C): Sequential stain 
ing of GIST immunoblot for KIT (A), phosphoPDGFRA 
Y754 (B), and total PDGFRA (C). A) The four GISTs ana 
lyzed here include tWo cases With a loW (lane 1) or absent 
(lane 2) level of KIT expression and tWo cases With strong 
KIT expression (lanes 3 and 4). B) Strongly phosphorylated 
PDGFRA (doublet at 150/170 kD) is seen in the GISTs With 
loW-to-absent KIT expression. C) Total PDGFRA is also 
expressed strongly in the tWo GISTs With loW-to-absent KIT 
expression. The tWo GISTs With phosphoPDGFRA have 
D842V oncogenic mutations. 

FIG. 3: Detection of PDGFRA activation loop deletion 
mutations by D-HPLC. DNA Was isolated from GISTs and 
ampli?ed using primer pair PDGFRA 181634F and PDG 
FRA 181874R as described herein. Amplicons Were analyzed 
at 50° C. using a Transgenomics WAVETM D-HPLC system. 
Sample 1 has the DIMH deletion described herein. The dele 
tion mutant is readily detected due to the appearance of novel 
peaks representing species homozygous for the deletion and 
heteroduplexes of Wild-type and deletion mutation. 

FIG. 4: Detection of PDGFRA activation loop V824V SNP 
and D842V point mutation by D-HPLC. Amplicons Were 
prepared from GISTs using the PDGFRA 181634F and PDG 
FRA 181874R primer pair as described above and analyzed at 
61° C. using a Transgenomics WAVETM D-HPLC system. 
Under partially denaturing conditions, amplicons With the 
V824V SNP and the D842V point mutation (tWo examples) 
elute in a complex pattern. The V824V and D842V amplicons 
have unique elution pro?les. Direct DNA sequencing Was 
performed to con?rm that the V824V and D842V amplicons 
contained the equivalent stretch of PDGFRA nucleotide 
sequence. 

FIG. 5: Detection of D842V point mutation using a primer 
pair that excludes the V824V SNP. Amplicons Were prepared 
from GISTs using the PDGFRA 181752F (SNP exclusion) 
and PDGFRA 181874R primer pair as described above and 
analyzed at 61 ° C. using a Transgenomics WAVETM D-HPLC 
system. Under partially denaturing conditions, amplicons 
With the D842V point mutation elute in a complex pattern. 
Note that this amplicon does not contain the V824V SNP and 
therefore these amplicons have the same elution pro?le as for 
Wild-type PDGFRA. Direct DNA sequencing Was performed 
to con?rm that the amplicons from GISTs With V824V (tWo 
examples) versus D842V contained the equivalent stretch of 
PDGFRA nucleotide sequence. 

FIG. 6: Detection of PDGFRA Exon 12 Deletion and Inser 
tionVariants . Amplicons Were prepared from GI STs using the 
PDGFRA 170636F and PDGFRA 170894R primer pair as 
described above and analyzed at 500 C. using a Transgenom 
ics WAVETM D-HPLC system. The amplicons prepared from 
the tWo samples With Wild-type PDGFRA exon 12 elute as a 
single peak. In contrast, amplicons from tumors With either a 
deletion mutation or an insertion are easily detected due to the 
appearance of novel peaks representing species homozygous 
for the deletion and heteroduplexes of Wild-type and deletion 
mutation. In tumors homozygous for these mutations, only a 
single unique elution peak Would be detected. These muta 
tions Would be identi?able based on the unique peak elution 
pro?le compared With Wild type amplicons. 

FIG. 7 (including FIGS. 7A and 7B): Differential sensitiv 
ity of various KIT activation loop mutants to imatinib mesy 
late. FIG. 7 shoWs the genomic sequences of PDGFRA 
around exon 18 (FIG. 7A) (SEQ ID NO: 28 and its reverse 
complement) and exon 12 (FIG. 7B) (SEQ ID NO: 30 and its 
reverse complement). PDGFRA primers are indicated; PDG 
FRA exon sequences and amino acid translations (SEQ ID 
NOs: 29 and 31, respectively) are also shoWn. 
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4 
FIG. 8: DGFRA mutations in GISTs result in constitutive 

activation of PDGFRA kinase. FIG. 8 shoWs a series of 
immunoblots, probed With antibodies to phospho-tyrosine 
and PDGFRA. CHO cells Were transiently transfected With 
expression vectors encoding cDNAs for Wild-type or mutant 
PDGFRA. Transfected cells Were serum starved overnight 
and treated With vehicle or ligand (recombinant human 
PDGF-AA) for 10 minutes. Whole cell lysates Were immun 
ostained sequentially for phospho-tyrosine and PDGFRA. 
Wild type PDGFRA displays loW-level phosphorylation that 
is upregulated by ligand stimulation With PDGF-AA. In con 
trast, the mutant PDGFRA proteins display ligand-indepen 
dent pho sphorylation. 

FIG. 9: Cell signaling pro?les in PDGFRA-mutant (2686, 
478, and 1015) and KIT-mutant GISTs (174 and 208). FIG. 9 
shoWs a series of immunoblots, illustrating the cell signaling 
pro?les of the indicated mutants. Whole cell lysates Were 
prepared from snap-frozen GISTs, and immunoblots Were 
detected With antibodies to phosphorylated and total forms of 
AKT, MAPK, and STATs. All GISTs express phosphorylated 
AKT, MAPK, STAT1, and STAT3, Whereas STAT5 is not 
tyrosine phosphorylated. 

SEQUENCE LISTING 

The nucleic and amino acid sequences listed in the accom 
panying sequence listing are shoWn using standard letter 
abbreviations for nucleotide bases, and three letter code for 
amino acids, as de?ned in 37 CPR. 1.822. Only one strand of 
each nucleic acid sequence is shoWn, but the complementary 
strand is understood as included by any reference to the 
displayed strand. Unless speci?cally noted otherwise herein, 
the position numbering associated With the name of a variant 
PDGFRA molecule is based on numbering in the correspond 
ing Wildtype molecule. Where a reference is made to posi 
tions in a variant, the numbering is based on the actual posi 
tion in the speci?ed variant. The Sequence Listing is 
submitted as an ASCII text ?le in the form of the ?le 
of ~578,000 bytes created on Dec. 30, 2011, Which is incor 
porated by reference herein. 

In the accompanying sequence listing: 
SEQ ID NO: 1 shoWs the nucleic acid sequence of the 

human PDGFRA cDNA (GenBank Accession No. 
XMfOl 1186); the sequence list also shoWs the encoded pro 
tein. 
SEQ ID NO: 2 shoWs the amino acid sequence of human 

PDGFRA protein. 
SEQ ID NO: 3 shoWs the nucleic acid sequence of the 

human PDGFRA D842V variant cDNA; the sequence list 
also shoWs the encoded protein. 
SEQ ID NO: 4 shoWs the amino acid sequence of human 

PDGFRA D842V variant protein. 
SEQ ID NO: 5 shoWs the nucleic acid sequence of the 

human PDGFRA DIMH842-845 variant cDNA; the 
sequence list also shoWs the encoded protein. 
SEQ ID NO: 6 shoWs the amino acid sequence of human 

PDGFRA DIMH842-845 variant protein. 
SEQ ID NO: 7 shoWs the nucleic acid sequence of the 

human PDGFRA HDSN845-848P variant cDNA; the 
sequence list also shoWs the encoded protein. 
SEQ ID NO: 8 shoWs the amino acid sequence of human 

PDGFRA HDSN845-848P variant protein. 
SEQ ID NO: 9 shoWs the nucleic acid sequence of the 

human PDGFRA ER561-562 variant cDNA; the sequence 
list also shoWs the encoded protein. 
SEQ ID NO: 10 shoWs the amino acid sequence of human 

PDGFRA ER561-562 variant protein. 
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SEQ ID NO: 11 shows the nucleic acid sequence of the 
human PDGFRA SPDGHE566-571R variant cDNA; the 
sequence list also shoWs the encoded protein. 
SEQ ID NO: 12 shoWs the amino acid sequence of human 

PDGFRA SPDGHE566-571R variant protein. 
SEQ ID NOs: 13-18 are amino acid sequences of the RTK 

catalytic domain sequences of different families of human 
RTK proteins. 
SEQ ID NO: 19 is the genomic sequence of PDGFRA, With 

introns and exons indicated. Regions Where the sequence is 
unknoWn or uncon?rmed have been indicated With “n” des 
ignations using standard conventions. This sequence is avail 
able in the April 2002 release of the human genome project, as 
provided by University of California, Santa Cruz, on their 
Internet Website. 
SEQ ID NO: 20 shoWs the nucleic acid sequence of the 

human PDGFRA V561D variant cDNA; the sequence list 
also shoWs the encoded protein. 
SEQ ID NO: 21 shoWs the amino acid sequence of human 

PDGFRA V561D variant protein. 
SEQ ID NO: 22 shoWs the nucleic acid sequence of the 

human PDGFRA RVIES560-564 variant cDNA; the 
sequence list also shoWs the encoded protein. 
SEQ ID NO: 23 shoWs the amino acid sequence of human 

PDGFRA RVIES560-564 variant protein. 
SEQ ID NO: 24 shoWs the nucleic acid sequence of the 

human PDGFRA Substitution RD841-842KI variant cDNA; 
the sequence list also shoWs the encoded protein. 
SEQ ID NO: 25 shoWs the amino acid sequence of human 

PDGFRA Substitution RD841-842KI variant protein. 
SEQ ID NO: 26 shoWs the consensus sequence produced 

by aligning the nucleic acid sequences of each of the identi 
?ed activating PDGFRA mutants (SEQ ID NOs: 3, 5, 7, 9, l l, 
20, 22, and 24), and the consensus protein encoded thereby. 
SEQ ID NO: 27 shoWs a PDGFRA consensus sequence. 
SEQ ID NO: 28 shoWs the genomic sequence of PDGFRA 

around exon 18. 

SEQ ID NO: 29 shoWs the amino acid sequence encoded 
by PDGFRA exon 18. 
SEQ ID NO: 30 shoWs the genomic sequence of PDGFRA 

around exon 12. 
SEQ ID NO: 31 shoWs the amino acid sequence encoded 

by PDGFRA exon 12. 

DETAILED DESCRIPTION 

I. Abbreviations 

2D-PAGE tWo-dimensional polyacrylamide gel electro 
phoresis 
ASO allele-speci?c oligonucleotide 
ASOH allele-speci?c oligonucleotide hybridization 
DASH dynamic allele-speci?c hybridization 
ELISA enzyme-linked immunosorbant assay 
HPLC high pressure liquid chromatography 
MALDI-TOF matrix-assisted laser desorption/ionization 

time-of-?ight 
PCR polymerase chain reaction 
PDGFRA platelet derived groWth factor receptor alpha 
PDGFRB platelet derived groWth factor receptor beta 
RT-PCR reverse-transcription polymerase chain reaction 
SSCP single-strand conformation polymorphism 
TKI tyrosine kinase inhibitor 

II. Terms 

Unless otherWise noted, technical terms are used according 
to conventional usage. De?nitions of common terms in 
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6 
molecular biology may be found in Benjamin LeWin, Genes 
V, published by Oxford University Press, 1994 (ISBN 0-19 
854287-9); KendreW et al. (eds.), The Encyclopedia of 
Molecular Biology, published by Blackwell Science Ltd., 
1994 (ISBN 0-632-02182-9); and Robert A. Meyers (ed.), 
Molecular Biology and Biotechnology: a Comprehensive 
Desk Reference, published by VCH Publishers, Inc., 1995 
(ISBN 1-56081-569-8). 

In order to facilitate revieW of the various embodiments of 
the invention, the folloWing explanations of speci?c terms are 
provided: 

Antisense, Sense, and Antigene: Double-stranded DNA 
(dsDNA) has tWo strands, a 5'->3' strand, referred to as the 
plus strand, and a 3'->5' strand (the reverse complement), 
referred to as the minus strand. Because RNA polymerase 
adds nucleic acids in a 5'->3' direction, the minus strand of the 
DNA serves as the template for the RNA during transcription. 
Thus, the RNA formed Will have a sequence complementary 
to the minus strand and identical to the plus strand (except that 
U is substituted for T). 

Antisense molecules are molecules that are speci?cally 
hybridizable or speci?cally complementary to either RNA or 
the plus strand of DNA. Sense molecules are molecules that 
are speci?cally hybridizable or speci?cally complementary 
to the minus strand of DNA. Antigene molecules are either 
antisense or sense molecules directed to a dsDNA target. 

cDNA (complementary DNA): A piece of DNA lacking 
internal, non-coding segments (introns) and transcriptional 
regulatory sequences. cDNA may also contain untranslated 
regions (UTRs) that are responsible for translational control 
in the corresponding RNA molecule. cDNA is usually syn 
thesized in the laboratory by reverse transcription from mes 
senger RNA extracted from cells. 
DNA (deoxyribonucleic acid): DNA is a long chain poly 

mer Which comprises the genetic material of most living 
organisms (some viruses have genes comprising ribonucleic 
acid (RNA)). The repeating units in DNA polymers are four 
different nucleotides, each of Which comprises one of the four 
bases, adenine (A), guanine (G), cytosine (C), and thymine 
(T) bound to a deoxyribose sugar to Which a phosphate group 
is attached. Triplets of nucleotides (referred to as codons) 
code for each amino acid in a polypeptide, or for a stop signal. 
The term codon is also used for the corresponding (and 
complementary) sequences of three nucleotides in the mRNA 
into Which the DNA sequence is transcribed. 

Unless otherWise speci?ed, any reference to a DNA mol 
ecule is intended to include the reverse complement of that 
DNA molecule. Except Where single-strandedness is required 
by the text herein, DNA molecules, though Written to depict 
only a single strand, encompass both strands of a double 
stranded DNA molecule. Thus, a reference to the nucleic acid 
molecule that encodes a speci?c protein, or a fragment 
thereof, encompasses both the sense strand and its reverse 
complement. For instance, it is appropriate to generate probes 
or primers from the reverse complement sequence of the 
disclosed nucleic acid molecules. 

Hybridization: Oligonucleotides and their analogs hybrid 
ize by hydrogen bonding, Which includes Watson-Crick, 
Hoogsteen or reversed Hoogsteen hydrogen bonding, 
betWeen complementary bases. Generally, nucleic acid con 
sists of nitrogenous bases that are either pyrimidines (cy 
tosine (C), uracil (U), and thymine (T)) or purines (adenine 
(A) and guanine (G)). These nitrogenous bases form hydro 
gen bonds betWeen a pyrimidine and a purine, and the bond 
ing of the pyrimidine to the purine is referred to as “base 
pairing.” More speci?cally, A Will hydrogen bond to T or U, 
and G Will bond to C. “Complementary” refers to the base 
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pairing that occurs between tWo distinct nucleic acid 
sequences or tWo distinct regions of the same nucleic acid 

sequence. 
“Speci?cally hybridizable” and “speci?cally complemen 

tary” are terms that indicate a su?icient degree of comple 
mentarity such that stable and speci?c binding occurs 
betWeen the oligonucleotide (or its analog) and the DNA or 
RNA target. The oligonucleotide or oligonucleotide analog 
need not be 100% complementary to its target sequence to be 
speci?cally hybridizable. An oligonucleotide or analog is 
speci?cally hybridizable When binding of the oligonucleotide 
or analog to the target DNA or RNA molecule interferes With 
the normal function of the target DNA or RNA, and there is a 
suf?cient degree of complementarity to avoid non-speci?c 
binding of the oligonucleotide or analog to non-target 
sequences under conditions Where speci?c binding is desired, 
for example under physiological conditions in the case of in 
vivo assays or systems. Such binding is referred to as speci?c 
hybridization. 

Hybridization conditions resulting in particular degrees of 
stringency Will vary depending upon the nature of the hybrid 
ization method of choice and the composition and length of 
the hybridizing nucleic acid sequences. Generally, the tem 
perature of hybridization and the ionic strength (especially 
the Na+ concentration) of the hybridization buffer Will deter 
mine the stringency of hybridization, though Waste times also 
in?uence stringency. Calculations regarding hybridization 
conditions required for attaining particular degrees of strin 
gency are discussed by Sambrook et al. (ed.), Molecular 
Cloning: A Laboratory Manual, 2nd ed., vol. 1-3, Cold 
Spring Harbor Laboratory Press, Cold Spring Harbor, N.Y., 
1989, chapters 9 and 11, herein incorporated by reference. 

For present purposes, “stringent conditions” encompass 
conditions under Which hybridization Will only occur if there 
is less than 25% mismatch betWeen the hybridization mol 
ecule and the target sequence. “Stringent conditions” may be 
broken doWn into particular levels of stringency for more 
precise de?nition. Thus, as used herein, “moderate strin 
gency” conditions are those under Which molecules With 
more than 25% sequence mismatch Will not hybridize; con 
ditions of “medium stringency” are those under Which mol 
ecules With more than 15% mismatch Will not hybridize, and 
conditions of “high stringency” are those under Which 
sequences With more than 10% mismatch Will not hybridize. 
Conditions of “very high stringency” are those under Which 
sequences With more than 6% mismatch Will not hybridize. 

Injectable composition: A pharmaceutically acceptable 
?uid composition including at least one active ingredient. The 
active ingredient is usually dissolved or suspended in a physi 
ologically acceptable carrier, and the composition can addi 
tionally include amounts of one or more non-toxic auxiliary 
substances, such as emulsifying agents, preservatives, and pH 
buffering agents and the like. Such injectable compositions 
that are useful for use With the provided nucleotides and 
proteins are conventional; appropriate formulations are Well 
knoWn in the art. 

In vitro ampli?cation: Techniques that increase the number 
of copies of a nucleic acid molecule in a sample or specimen. 
An example of in vitro ampli?cation is the polymerase chain 
reaction, in Which a biological sample collected from a sub 
ject is contacted With a pair of oligonucleotide primers, under 
conditions that alloW for the hybridization of the primers to 
nucleic acid template in the sample. The primers are extended 
under suitable conditions, dissociated from the template, and 
then re-annealed, extended, and dissociated to amplify the 
number of copies of the nucleic acid. 
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8 
The product of in vitro ampli?cation may be characterized 

by electrophoresis, restriction endonuclease cleavage pat 
terns, oligonucleotide hybridization or ligation, and/or 
nucleic acid sequencing, using standard techniques. 

Other examples of in vitro ampli?cation techniques 
include strand displacement ampli?cation (see US. Pat. No. 
5,744,311); transcription-free isothermal ampli?cation (see 
US. Pat. No. 6,033,881); repair chain reaction ampli?cation 
(see WO 90/01069); ligase chain reaction ampli?cation (see 
EP-A-320 308); gap ?lling ligase chain reaction ampli?ca 
tion (see US. Pat. No. 5,427,930); coupled ligase detection 
and PCR (see US. Pat. No. 6,027,889); and NASBATM RNA 
transcription-free ampli?cation (see US. Pat. No. 
6,025,134). 

Isolated: An “isolated” biological component (such as a 
nucleic acidmolecule, protein or organelle) has been substan 
tially separated or puri?ed aWay from other biological com 
ponents in the cell of the organism in Which the component 
naturally occurs, i.e., other chromosomal and extra-chromo 
somal DNA and RNA, proteins and organelles. Nucleic acids 
and proteins that have been “isolated” include nucleic acids 
and proteins puri?ed by standard puri?cation methods. The 
term also embraces nucleic acids and proteins prepared by 
recombinant expression in a host cell as Well as chemically 
synthesized nucleic acids. 

Mutation: Any change of the DNA sequence Within a gene 
or chromosome. In some instances, a mutation Will alter a 
characteristic or trait (phenotype), but this is not alWays the 
case. Types of mutations include base substitution point 
mutations (e.g., transitions or transversions), deletions, and 
insertions. Missense mutations are those that introduce a 
different amino acid into the sequence of the encoded protein; 
nonsense mutations are those that introduce a neW stop 

codon. In the case of insertions or deletions, mutations can be 
in-frame (not changing the frame of the overall sequence) or 
frame shift mutations, Which may result in the misreading of 
a large number of codons (and often leads to abnormal termi 
nation of the encoded product due to the presence of a stop 
codon in the alternative frame). 

This term speci?cally encompasses variations that arise 
through somatic mutation, for instance those that are found 
only in disease cells, but not constitutionally, in a given indi 
vidual. Examples of such somatically-acquired variations 
include the point mutations that frequently result in altered 
function of various genes that are involved in development of 
cancers. This term also encompasses DNA alterations that are 
present constitutionally, that alter the function of the encoded 
protein in a readily demonstrable manner, and that can be 
inherited by the children of an affected individual. In this 
respect, the term overlaps With “polymorphism,” as de?ned 
beloW, but generally refers to the subset of constitutional 
alterations that have arisen Within the past feW generations in 
a kindred and that are not Widely disseminated in a population 
group. In particular embodiments, the term is directed to 
those constitutional alterations that have major impact on the 
health of affected individuals. 

Nucleotide: “Nucleotide” includes, but is not limited to, a 
monomer that includes a base linked to a sugar, such as a 

pyrimidine, purine or synthetic analogs thereof, or a base 
linked to an amino acid, as in a peptide nucleic acid (PNA). A 
nucleotide is one monomer in a polynucleotide. A nucleotide 
sequence refers to the sequence of bases in a polynucleotide. 

Oligonucleotide: An oligonucleotide is a plurality of joined 
nucleotides joined by native phosphodiester bonds, betWeen 
about 6 and about 500 nucleotides in length. An oligonucle 
otide analog refers to moieties that function similarly to oli 
gonucleotides but have non-naturally occurring portions. For 
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example, oligonucleotide analogs can contain non-naturally 
occurring portions, such as altered sugar moieties or inter 
sugar linkages, such as a phosphorothioate oligodeoxynucle 
otide. Functional analogs of naturally occurring polynucle 
otides can bind to RNA or DNA, and include PNA molecules. 

Particular oligonucleotides and oligonucleotide analogs 
can include linear sequences up to about 300 nucleotides in 
length, for example a sequence (such as DNA or RNA) that is 
at least 6 bases, for example at least 8, 10, 15, 20, 25, 30, 35, 
40, 45, 50, 100 or even 200 or more bases long, or from about 
6 to about 50 bases, for example about 10-25 bases, such as 
12, 15, 20, or 25 bases. 

Operably linked: A ?rst nucleic acid sequence is operably 
linked With a second nucleic acid sequence When the ?rst 
nucleic acid sequence is placed in a functional relationship 
With the second nucleic acid sequence. For instance, a pro 
moter is operably linked to a coding sequence if the promoter 
affects the transcription or expression of the coding sequence. 
Generally, operably linked DNA sequences are contiguous 
and, Where necessary to join tWo protein-coding regions, in 
the same reading frame. 
Open reading frame (ORF): A series of nucleotide triplets 

(codons) coding for amino acids Without any internal termi 
nation codons. These sequences are usually translatable into 
a peptide. 

Ortholog: TWo nucleic acid or amino acid sequences are 
orthologs of each other if they share a common ancestral 
sequence and diverged When a species carrying that ancestral 
sequence split into tWo species. Orthologous sequences are 
also homologous sequences. 

Parenteral: Administered outside of the intestine, e. g., not 
via the alimentary tract. Generally, parenteral formulations 
are those that Will be administered through any possible mode 
except ingestion. This term especially refers to injections, 
Whether administered intravenously, intrathecally, intramus 
cularly, intraperitoneally, or subcutaneously, and various sur 
face applications including intranasal, intradermal, and topi 
cal application, for instance. 

Peptide Nucleic Acid (PNA): An oligonucleotide analog 
With a backbone comprised of monomers coupled by amide 
(peptide) bonds, such as amino acid monomers joined by 
peptide bonds. 

Pharmaceutically acceptable carriers: The pharmaceuti 
cally acceptable carriers useful With the compositions pro 
vided herein are conventional. By Way of example, Martin, in 
Remington ’s Pharmaceutical Sciences, published by Mack 
Publishing Co., Easton, Pa., 19th Edition, 1995, describes 
compositions and formulations suitable for pharmaceutical 
delivery of the nucleotides and proteins herein disclosed. 

In general, the nature of the carrier Will depend on the 
particular mode of administration being employed. For 
instance, parenteral formulations usually comprise injectable 
?uids that include pharmaceutically and physiologically 
acceptable ?uids such as Water, physiological saline, bal 
anced salt solutions, aqueous dextrose, glycerol or the like as 
a vehicle. For solid compositions (e. g., poWder, pill, tablet, or 
capsule forms), conventional non-toxic solid carriers can 
include, for example, pharmaceutical grades of mannitol, 
lactose, starch, or magnesium stearate. In addition to biologi 
cally-neutral carriers, pharmaceutical compositions to be 
administered can contain minor amounts of non-toxic auxil 
iary substances, such as Wetting or emulsifying agents, pre 
servatives, and pH buffering agents and the like, for example 
sodium acetate or sorbitan monolaurate. 

Polymorphism: Variant in a sequence of a gene, usually 
carried from one generation to another in a population. Poly 
morphisms can be those variations (nucleotide sequence dif 
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10 
ferences) that, While having a different nucleotide sequence, 
produce functionally equivalent gene products, such as those 
variations generally found betWeen individuals, different eth 
nic groups, or geographic locations. The term polymorphism 
also encompasses variations that produce gene products With 
altered function, i.e., variants in the gene sequence that lead to 
gene products that are not functionally equivalent. This term 
also encompasses variations that produce no gene product, an 
inactive gene product, or increased or decreased activity gene 
product. 

Polymorphisms can be referred to, for instance, by the 
nucleotide position at Which the variation exists, by the 
change in amino acid sequence caused by the nucleotide 
variation, or by a change in some other characteristic of the 
nucleic acid molecule or protein that is linked to the variation 
(e.g., an alteration of a secondary structure such as a stem 
loop, or an alteration of the binding af?nity of the nucleic acid 
for associated molecules, such as polymerases, RNases, and 
so forth). 

Probes and primers: Nucleic acid probes and primers can 
be readily prepared based on the nucleic acid molecules pro 
vided as indicators of disease or disease progression. It is also 
appropriate to generate probes and primers based on frag 
ments or portions of these nucleic acid molecules. Also 
appropriate are probes and primers speci?c for the reverse 
complement of these sequences, as Well as probes and prim 
ers to 5' or 3' regions. 
A probe comprises an isolated nucleic acid attached to a 

detectable label or other reporter molecule. Typical labels 
include radioactive isotopes, enZyme substrates, co-factors, 
ligands, chemiluminescent or ?uorescent agents, haptens, 
and enzymes. Methods for labeling and guidance in the 
choice of labels appropriate for various purposes are dis 
cussed, e.g., in Sambrook et al. (In Molecular Cloning: A 
Laboratory Manual, CSHL, NeW York, 1989) and Ausubel et 
al. (In CurrentProtocols in MolecularBiology, John Wiley & 
Sons, NeW York, 1998). 

Primers are short nucleic acid molecules, for instance DNA 
oligonucleotides 10 nucleotides or more in length. Longer 
DNA oligonucleotides may be about 15, 20, 25, 30 or 50 
nucleotides or more in length. Primers can be annealed to a 
complementary target DNA strand by nucleic acid hybridiZa 
tion to form a hybrid betWeen the primer and the target DNA 
strand, and then the primer extended along the target DNA 
strand by a DNA polymerase enZyme. Primer pairs can be 
used for ampli?cation of a nucleic acid sequence, e.g., by the 
polymerase chain reaction (PCR) or other in vitro nucleic 
acid ampli?cation methods knoWn in the art. 

Methods for preparing and using nucleic acid probes and 
primers are described, for example, in Sambrook et al. (In 
Molecular Cloning: A Laboratory Manual, CSHL, NeW 
York, 1989), Ausubel et al. (ed.) (In Current Protocols in 
Molecular Biology, John Wiley & Sons, NeW York, 1998), 
and lnnis et al. (PCR Protocols, A Guide to Methods and 
Applications, Academic Press, Inc., San Diego, Calif., 1990). 
Ampli?cation primer pairs (for instance, for use With poly 
merase chain reaction ampli?cation) can be derived from a 
knoWn sequence such as the PDGFRA or other tyrosine 
kinase sequences described herein, for example, by using 
computer programs intended for that purpose such as Primer 
(Version 0.5, © 1991, Whitehead Institute for Biomedical 
Research, Cambridge, Mass.). 
One of ordinary skill in the art Will appreciate that the 

speci?city of a particular probe or primer increases With its 
length. Thus, for example, a primer comprising 30 consecu 
tive nucleotides of a tyrosine kinase protein encoding nucle 
otide Will anneal to a target sequence, such as another 
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homolog of the designated tyrosine kinase protein, With a 
higher speci?city than a corresponding primer of only 15 
nucleotides. Thus, in order to obtain greater speci?city, 
probes and primers can be selected that comprise at least 20, 
23, 25, 30, 35, 40, 45, 50 or more consecutive nucleotides of 
a tyrosine kinase-encoding nucleotide sequence. 

Also provided are isolated nucleic acid molecules that 
comprise speci?ed lengths of tyrosine kinase-encoding 
nucleotide sequences. Such molecules may comprise at least 
10, 15, 20, 23, 25, 30, 35, 40, 45 or 50 or more (e.g., at least 
100, 150, 200, 250, 300 and so forth) consecutive nucleotides 
of these sequences or more. These molecules may be obtained 
from any region of the disclosed sequences (e.g., a PDGFRA 
nucleic acid may be apportioned into halves or quarters based 
on sequence length, and isolated nucleic acid molecules may 
be derived from the ?rst or second halves of the molecules, or 
any of the four quarters, etc.). A cDNA or other encoding 
sequence also can be divided into smaller regions, eg about 
eighths, sixteenths, tWentieths, ?ftieths, and so forth, With 
similar effect. 

Another mode of division, provided by Way of example, is 
to divide a tyrosine kinase-encoding sequence based on the 
regions of the sequence that are relatively more or less 
homologous to other tyrosine kinase sequences. 

Another mode of division is to select the 5' (upstream) 
and/or 3' (doWnstream) region associated With a tyrosine 
kinase gene (e.g., PDGFRA). 

Nucleic acid molecules may be selected that comprise at 
least 10, 15, 20, 25, 30, 35, 40, 50, 100, 150, 200, 250, 300 or 
more consecutive nucleotides of any of these or other portions 
of a PDGFRA nucleic acid molecule, such as those disclosed 
herein, and associated ?anking regions. Thus, representative 
nucleic acid molecules might comprise at least 10 consecu 
tive nucleotides of the PDGFRA cDNA shoWn in SEQ ID 
NO: 1. 

Protein: A biological molecule expressed by a gene or 
recombinant or synthetic coding sequence and comprised of 
amino acids. 

Puri?ed: The term “puri?ed” does not require absolute 
purity; rather, it is intended as a relative term. Thus, for 
example, a puri?ed protein preparation is one in Which the 
protein referred to is more pure than the protein in its natural 
environment Within a cell or Within a production reaction 
chamber (as appropriate). 

Recombinant: A recombinant nucleic acid is one that has a 
sequence that is not naturally occurring or has a sequence that 
is made by an arti?cial combination of tWo otherWise sepa 
rated segments of sequence. This arti?cial combination can 
be accomplished by chemical synthesis or, more commonly, 
by the arti?cial manipulation of isolated segments of nucleic 
acids, e.g., by genetic engineering techniques. 

Sequence identity: The similarity betWeen tWo nucleic acid 
sequences, or tWo amino acid sequences, is expressed in 
terms of the similarity betWeen the sequences, otherWise 
referred to as sequence identity. Sequence identity is fre 
quently measured in terms of percentage identity (or similar 
ity or homology); the higher the percentage, the more similar 
the tWo sequences are. Homologs or orthologs of human 
PDGFRA protein, and the corresponding cDNA or gene 
sequence(s), Will possess a relatively high degree of sequence 
identity When aligned using standard methods. This homol 
ogy Will be more signi?cant When the orthologous proteins or 
genes or cDNAs are derived from species that are more 
closely related (e.g., human and chimpanzee sequences), 
compared to species more distantly related (e.g., human and 
C. elegans sequences). 
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Methods of alignment of sequences for comparison are 

Well knoWn in the art. Various programs and alignment algo 
rithms are described in: Smith & Waterman Adv. Appl. Math. 
2: 482, 1981; Needleman & Wunsch .1. Mol. Biol. 48: 443, 
1970; Pearson & Lipman Proc. Natl. Acad. Sci. USA 85: 
2444, 1988; Higgins & Sharp Gene, 73: 237-244, 1988; Hig 
gins & Sharp CABIOS 5: 151-153, 1989; Corpet et al. Nuc. 
Acids Res. 16, 10881-90, 1988; Huang et al. ComputerAppls. 
in the Biosciences 8, 155-65, 1992; and Pearson et al. Meth. 
Mol. Bio. 24, 307-31, 1994. Altschul et al. (J. Mol. Biol. 
215:403 -410, 1990), presents a detailed consideration of 
sequence alignment methods and homology calculations. 
The NCBI Basic Local Alignment Search Tool (BLAST) 

(Altschul et al. J. Mol. Biol. 215:403-410, 1990) is available 
from several sources, including the National Center for Bio 
technology Inforrnation (NCBI, Bethesda, Md.) and on the 
Internet, for use in connection With the sequence analysis 
programs blastp, blastn, blastx, tblastn and tblastx. By Way of 
example, for comparisons of amino acid sequences of greater 
than about 30 amino acids, the Blast 2 sequences function is 
employed using the default BLOSUM62 matrix set to default 
parameters, (gap existence cost of 11, and a per residue gap 
cost of 1). When aligning short peptides (feWer than around 
30 amino acids), the alignment is performed using the Blast 2 
sequences function, employing the PAM30 matrix set to 
default parameters (open gap 9, extension gap 1 penalties). 
An alternative indication that tWo nucleic acid molecules 

are closely related is that the tWo molecules hybridize to each 
other under stringent conditions. Stringent conditions are 
sequence-dependent and are different under different envi 
ronmental parameters. Generally, stringent conditions are 
selected to be about 50 C. to 200 C. loWer than the thermal 
melting point (Tm) for the speci?c sequence at a de?ned ionic 
strength and pH. The Tm is the temperature (under de?ned 
ionic strength and pH) at Which 50% of the target sequence 
remains hybridized to a perfectly matched probe or comple 
mentary strand. Conditions for nucleic acid hybridization and 
calculation of stringencies can be found in Sambrook et al. (In 
Molecular Cloning: A Laboratory Manual, CSHL, NeW 
York, 1989) and Tij ssen (Laboratory Techniques in Biochem 
istry and Molecular BiologyiHybridization with Nucleic 
Acid Probes Part I, Chapter 2, Elsevier, NeW York, 1993). 
Nucleic acid molecules that hybridize under stringent condi 
tions to a human tyrosine kinase protein-encoding sequence 
Will typically hybridize to a probe based on either an entire 
human tyrosine kinase protein-encoding sequence or selected 
portions of the encoding sequence under Wash conditions of 
2><SSC at 500 C. 

Nucleic acid sequences that do not shoW a high degree of 
sequence identity may nevertheless encode similar amino 
acid sequences, due to the degeneracy of the genetic code. It 
is understood that changes in nucleic acid sequence can be 
made using this degeneracy to produce multiple nucleic acid 
molecules that all encode substantially the same protein. 

Speci?c binding agent: An agent that binds substantially 
only to a de?ned target. Thus a protein-speci?c binding agent 
binds substantially only the speci?ed protein. By Way of 
example, as used herein, the term “PDGFRA-protein speci?c 
binding agent” includes anti-PDGFRA protein antibodies 
(and functional fragments thereof) and other agents (such as 
soluble receptors) that bind substantially only to the PDG 
FRA protein. 
Anti-PDGFRA protein antibodies (or antibodies to another 

tyrosine kinase) may be produced using standard procedures 
described in a number of texts, including HarloW and Lane 
(Antibodies, A Laboratory Manual, CSHL, NeWYork, 1988). 
The determination that a particular agent binds substantially 
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only to the speci?ed protein may readily be made by using or 
adapting routine procedures. One suitable in vitro assay 
makes use of the Western blotting procedure (described in 
many standard texts, including HarloW and Lane (Antibodies, 
A Laboratory Manual, CSHL, NeW York, 1988)). Western 
blotting may be used to determine that a given protein binding 
agent, such as an anti-PDGFRA protein monoclonal anti 
body, binds substantially only to the PDGFRA protein. 

Shorter fragments of antibodies can also serve as speci?c 
binding agents. For instance, Fabs, Fvs, and single-chain Fvs 
(SCFvs) that bind to a speci?ed protein Would be speci?c 
binding agents. These antibody fragments are de?ned as fol 
loWs: (1) Fab, the fragment Which contains a monovalent 
antigen-binding fragment of an antibody molecule produced 
by digestion of Whole antibody With the enZyme papain to 
yield an intact light chain and a portion of one heavy chain; (2) 
Fab‘, the fragment of an antibody molecule obtained by treat 
ing Whole antibody With pepsin, folloWed by reduction, to 
yield an intact light chain and a portion of the heavy chain; 
tWo Fab‘ fragments are obtained per antibody molecule; (3) 
(Fab')2, the fragment of the antibody obtained by treating 
Whole antibody With the enZyme pepsin Without subsequent 
reduction; (4) F(ab')2, a dimer of tWo Fab' fragments held 
together by tWo disul?de bonds; (5) EV, a genetically engi 
neered fragment containing the variable region of the light 
chain and the variable region of the heavy chain expressed as 
tWo chains; and (6) single chain antibody (“SCA”), a geneti 
cally engineered molecule containing the variable region of 
the light chain, the variable region of the heavy chain, linked 
by a suitable polypeptide linker as a genetically fused single 
chain molecule. Methods of making these fragments are rou 
tine. 

Subject: Living multi-cellular vertebrate organisms, a cat 
egory that includes both human and non-human mammals. 

Target sequence: “Target sequence” is a portion of ssDNA, 
dsDNA or RNA that, upon hybridiZation to a therapeutically 
effective oligonucleotide or oligonucleotide analog, results in 
the inhibition of expression. For example, hybridization of 
therapeutically effective oligonucleotide(s) to a PDGFRA 
target sequence results in inhibition of PDGFRA expression. 
Either an antisense or a sense molecule can be used to target 

a portion of dsDNA, since both Will interfere With the expres 
sion of that portion of the dsDNA. The antisense molecule can 
bind to the plus strand, and the sense molecule can bind to the 
minus strand. Thus, target sequences can be ssDNA, dsDNA, 
and RNA. 

Transformed: A transformed cell is a cell into Which has 
been introduced a nucleic acid molecule by molecular biol 
ogy techniques. As used herein, the term transformation 
encompasses all techniques by Which a nucleic acid molecule 
might be introduced into such a cell, including transfection 
With viral vectors, transformation With plasmid vectors, and 
introduction of naked DNA by electroporation, lipofection, 
and particle gun acceleration. 

Vector: A nucleic acid molecule as introduced into a host 
cell, thereby producing a transformed host cell. A vector may 
include nucleic acid sequences that permit it to replicate in a 
host cell, such as an origin of replication. A vector may also 
include one or more selectable marker genes and other 
genetic elements knoWn in the art. 

Unless otherWise explained, all technical and scienti?c 
terms used herein have the same meaning as commonly 
understood by one of ordinary skill in the art to Which this 
invention belongs. The singular terms “a,” “an,” and “the” 
include plural referents unless context clearly indicates oth 
erWise. Similarly, the Word “or” is intended to include “and” 
unless the context clearly indicates otherWise. Hence “com 
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prising A or B” means including A, or B, or A and B. It is 
further to be understood that all base siZes or amino acid siZes, 
and all molecular Weight or molecular mass values, given for 
nucleic acids or polypeptides are approximate, and are pro 
vided for description. Although methods and materials simi 
lar or equivalent to those described herein can be used in the 
practice or testing of the present invention, suitable methods 
and materials are described beloW. All publications, patent 
applications, patents, and other references mentioned herein 
are incorporated by reference in their entirety. In case of 
con?ict, the present speci?cation, including explanations of 
terms, Will control. In addition, the materials, methods, and 
examples are illustrative only and not intended to be limiting. 

III. OvervieW of Several Embodiments 

One embodiment is an isolated variant PDGFRA polypep 
tide. Speci?c examples of such polypeptides comprise an 
amino acid sequence as set forth in SEQ ID NO: 4, 6, 8, 10, 
12, 21, 23, or 25 or a fragment thereof comprising at least 10 
contiguous amino acids including the variant site as set forth 
in position(s) 842 of SEQ ID NO: 4, 841 and 842 of SEQ ID 
NO: 6, 845 and 846 ofSEQ ID NO: 8, 561 and 562 ofSEQ ID 
NO: 10,565 and 566 ofSEQ ID NO: 12,561 ofSEQID NO: 
21,559 and 560 ofSEQ ID NO: 23, or 841 and 842 ofSEQ ID 
NO: 25. Also encompassed herein are the PDGFRA polypep 
tides de?ned by the consensus sequence shoWn in SEQ ID 
NO: 27, and fragments thereof, particularly fragments that 
overlap one or more of the noted variable regions. 

Also provided are isolated nucleic acid molecules encod 
ing such polypeptides, recombinant nucleic acid molecules 
comprising a promoter sequence operably linked to these 
nucleic acid molecules, and cells transformed With such 
recombinant nucleic acid molecules. Speci?c examples of 
nucleic acid molecules comprise a nucleotide sequence as set 
forth in SEQ ID NO: 3, 5, 7, 9, 11, 20, 22, or 24; or a fragment 
thereof including the variant nucleic sequence shoWn in posi 
tion(s) 2919 ofSEQ ID NO: 3, 2917 and 2918 ofSEQ ID NO: 
5, 2927 and 2928 of SEQ ID NO: 7, 2075 to 2080 of SEQ ID 
NO: 9, 2089 to 2093 of SEQ ID NO: 11,2076 ofSEQ ID NO: 
20,2071 and 2072 ofSEQ ID NO: 22, or 291 6 to 2919 ofSEQ 
ID NO: 24. Also encompassed herein are the PDGFRA 
nucleic acid molecules de?ned by the consensus sequence 
shoWn in SEQ ID NO: 26, and fragments thereof, particularly 
fragments that overlap one or more of the noted variable 
regions. 
A further embodiment is a method of detecting a biological 

condition (e. g., neoplasia) associated With an activating 
PDGFRA mutation in a subject, comprising determining 
Whether the subject has an activating mutation in PDGFRA, 
and Wherein the activating mutation comprises the variant 
nucleic sequence shoWninposition(s) 2919 of SEQ ID NO: 3, 
2917 and 2918 of SEQ ID NO: 5,2927 and 2928 of SEQ ID 
NO: 7, 2075 to 2080 of SEQ ID NO: 9, 2089 to 2093 of SEQ 
ID NO: 11, 2076 of SEQ ID NO: 20, 2071 and 2072 of SEQ 
ID NO: 22, or 2916 to 2919 ofSEQ ID NO: 24, or in any one 
or more of the variable positions indicated in SEQ ID NO: 26. 
Speci?c examples of biological conditions contemplated 
herein are neoplasias that comprise a GIST. 

In speci?c examples of these methods, the method involves 
reacting at least one PDGFRA molecule contained in a clini 
cal sample from the subject With a reagent comprising a 
PDGFRA-speci?c binding agent to form a PDGFRA:agent 
complex. For instance, the PDGFRA molecule in some 
instances is a PDGFRA encoding nucleic acid or a PDGFRA 
protein, and the PDGFRA speci?c binding agent is a PDG 
FRA oligonucleotide or a PDGFRA protein speci?c binding 



US 8,202,969 B2 
15 

agent. In some embodiments, the sample from the subject 
includes a neoplastic cell, or is prepared from a neoplastic cell 
or a sample comprising a neoplastic cell. 

In some of the provided methods of detecting a biological 
condition, the PDGFRA molecule is a PDGFRA encoding 
nucleic acid sequence. Speci?c examples of such methods 
involve using an agent that comprises a labeled nucleotide 
probe. For instance, the nucleotide probe Will in some 
instances have a sequence as shoWn in SEQ ID NO: 3, 5, 7, 9, 
11, 20, 22, or 24, or a fragment of one of these sequences that 
is at least 15 nucleotides in length, and that includes the 
sequence shoWn in position(s) 2919 of SEQ ID NO: 3, 2917 
and 2918 ofSEQ ID NO: 5, 2927 and 2928 of SEQ ID NO: 7, 
2075 to 2080 of SEQ ID NO: 9, 2089 to 2093 of SEQ ID NO: 
11, 2076 of SEQ ID NO: 20, 2071 and 2072 of SEQ ID NO: 
22, or 2916 to 2919 of SEQ ID NO: 24. 

Speci?c method embodiments involve in vitro amplifying 
a PDGFRA nucleic acid prior to detecting the activating 
PDGFRA mutation. By Way of example, the PDGFRA 
nucleic acid is in some cases in vitro ampli?ed using at least 
one oligonucleotide primer derived from a PDGFRA-protein 
encoding sequence, such as the speci?c oligonucleotide 
primers listed herein. Other speci?c oligonucleotide primers 
comprise at least 15 contiguous nucleotides from SEQ ID 
NO: 3, 5, 7, 9, 11, 20, 22, or 24. For instance, representative 
examples of such primers include a sequence as represented 
by at least 15 contiguous nucleotides shoWn in position(s) 
2919 of SEQ ID NO: 3,2917 and 2918 of SEQ ID NO: 5, 
2927 and 2928 of SEQ ID NO: 7, 2075 to 2080 of SEQ ID 
NO: 9, 2089 to 2093 ofSEQ ID NO: 11,2076 ofSEQ ID NO: 
20,2071 and 2072 ofSEQ ID NO: 22, or 291 6 to 2919 ofSEQ 
ID NO: 24. Also included are primers that Would be situated 
across a region including one or more of these variant posi 
tions, or any variant position indicated in SEQ ID NO: 26, so 
that the primers could be used to prime the ampli?cation of a 
nucleic acid sequence encompassing one or more of the vari 
ants. 

In other method of detection embodiments, the PDGFRA 
molecule is a PDGFRA protein, for instance a variant PDG 
FRA protein comprising a sequence as shoWn in SEQ ID NO: 
4, 6, 8, 10, 12, 21, 23, or 25. In examples ofsuch methods, the 
complexes are detected by Western blot assay, or by ELISA. 

Speci?c examples of PDGFRA-speci?c binding agents are 
PDGFRA-speci?c antibody or a functional fragment thereof, 
for instance monoclonal antibodies or fragments of mono 
clonal antibodies. Optionally, such monoclonal antibodies 
recogniZe an epitope of a variant PDGFRA (such as an 
epitope of a variant PDGFRA having an amino acid sequence 
as shoWn in SEQ ID NO: 4, 6, 8, 10, 12, 21, 23, or 25) and not 
(or to a lesser extent) an epitope of Wildtype PDGFRA. In 
particular methods, the antibody is reactive to an epitope 
including the amino acid sequence shoWn in position(s) 842 
ofSEQ ID NO: 4, 841 and 842 ofSEQ ID NO: 6, 845 and 846 
of SEQ ID NO: 8, 561 and 562 of SEQ ID NO: 10,565 and 
566 ofSEQ ID NO: 12,561 ofSEQID NO: 21,559 and 560 
of SEQ ID NO: 23, or 841 and 842 of SEQ ID NO: 25. 

Also provided in the disclosure are kits for detecting an 
activating PDGFRA mutation in a subject using methods 
described herein. Examples of such kits are used With protein 
detection methods, and include at least one PDGFRA protein 
speci?c binding agent. For instance, in speci?c kits the agent 
(e. g., an antibody) is capable of speci?cally binding to an 
epitope Within a PDGFRA variant protein but not to an 
epitope of Wildtype PDGFRA. Thus, some such agents are 
capable of speci?cally binding to an epitope Within the amino 
acid sequence shoWn in SEQ ID NO: 4, 6, 8, 10, 12, 21, 23, or 
25, or more particularly antigenic fragments of (a) that com 
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prise the sequence shoWn in position(s) 842 of SEQ ID NO: 4, 
841 and 842 of SEQ ID NO: 6, 845 and 846 of SEQ ID NO: 
8,561 and 562 of SEQ ID NO: 10, 565 and 566 of SEQ ID 
NO: 12,561 ofSEQID NO: 21,559 and 560 ofSEQ ID NO: 
23, or 841 and 842 of SEQ ID NO: 25. Examples of the 
protein-detection kits further include a means for detecting 
binding of the PDGFRA protein binding agent to a PDGFRA 
polypeptide. 
A further embodiment is a kit for determining Whether or 

not a subject (e.g., an animal, or more particularly a mammal) 
has a biological condition (e.g., neoplasia, such as that com 
prising a GIST) associated With an activating PDGFRA muta 
tion by detecting a mutant PDGFRA sequence in the subject, 
Which kit includes a container comprising at least one oligo 
nucleotide speci?c for a PDGFRA mutation sequence; and 
instructions for using the kit, the instructions indicating steps 
for performing a method to detect the presence of mutant 
PDGFRA nucleic acid in the sample; and analyZing data 
generated by the method, Wherein the instructions indicate 
that presence of the mutant nucleic acid in the sample indi 
cates that the individual has or is predisposed to the biological 
condition. Optionally, such kits further include at least one 
container that comprises a detectable oligonucleotide. Spe 
ci?c examples of oligonucleotides (labeled or not) that may 
be included in these kits Will be speci?c for a PDGFRA 
mutation sequence. For instance, particular example oligo 
nucleotides comprise a sequence speci?c for a PDGFRA 
encoding sequence and containing the speci?c sequence 
shoWn in position(s) 2919 of SEQ ID NO: 3, 2917 and 2918 
of SEQ ID NO: 5, 2927 and 2928 of SEQ ID NO: 7, 2075 to 
2080 ofSEQ ID NO: 9, 2089 to 2093 ofSEQ ID NO: 11,2076 
ofSEQ ID NO: 20,2071 and 2072 ofSEQ ID NO: 22, or 2916 
to 2919 of SEQ ID NO: 24. 

Another speci?c embodiment is a kit for determining 
Whether or not a subject (e.g., an animal, or more particularly 
a mammal) has a biological condition (e.g., neoplasia, such as 
that comprising a GIST) associated With an activating PDG 
FRA mutation, the kit including a container comprising a 
PDGFRA mutant speci?c antibody; a container comprising a 
negative control sample; and instructions for using the kit, the 
instructions indicating steps for: performing a test assay to 
detect a quantity of PDGFRA mutant protein in a test sample 
of tissue and/or bodily ?uid from the subject, performing a 
negative control assay to detect a quantity of PDGFRA 
mutant protein in the negative control sample; and comparing 
data generated by the test assay and negative control assay, 
Wherein the instructions indicate that a quantity of PDGFRA 
mutant protein in the test sample more than the quantity of 
PDGFRA mutant protein in the negative control sample indi 
cates that the subject has the biological condition. Speci?c 
examples of such kits further include one or more detectable 
antibodies that bind to the antibody speci?c for PDGFRA 
mutant protein (e.g., to be used in detection of the primary 
antibody). 

Yet another embodiment is a method of screening for a 
compound useful in in?uencing (for instance, inhibiting or 
treating) PDGFRA-mediated neoplasia in a mammal, com 
prising determining if a test compound binds to or interacts 
With the polypeptide or fragment according to claim 1, and 
selecting a compound that so binds. In speci?c examples of 
this method, binding of the compound inhibits a PDGFRA 
protein biological activity (e.g., kinase activity). In certain 
examples, the test compound is applied to a test cell. Com 
pounds identi?ed or selected by such methods, Whether or not 
formulated for use as therapeutic agents, are also contem 
plated. 
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Also provided are compositions that include at least one 
antigenic fragment of a provided PDGFRA variant protein, 
Where the antigenic fragment includes the variant sequence as 
shoWn at position(s) 842 of SEQ ID NO: 4, 841 and 842 of 
SEQ ID NO: 6, 845 and 846 of SEQ ID NO: 8, 561 and 562 
of SEQ ID NO: 10, 565 and 566 of SEQ ID NO: 12, 561 of 
SEQ ID NO: 21, 559 and 560 of SEQ ID NO: 23, or 841 and 
842 of SEQ ID NO: 25. 

IV. Identi?cation of Activating Mutations of 
PDGFRA 

The inventors have determined that mutations in the plate 
let derived groWth factor receptor alpha (PDGFRA) gene, 
particularly mutations that produce activated PDGFRA pro 
tein, are linked to neoplastic disease such as cancer, and 
thereby can be used to assess Whether a subject suffers from 
or is susceptible to such a condition. The folloWing examples 
illustrate this by shoWing particular examples of mutations 
that are associated With speci?c cancers in human subjects. 
Moreover, guidance is provided about ?nding other muta 
tions associated With other speci?c cancers, both in PDGFRA 
and in other tyrosine kinases. Hence, in its broadest aspect, 
the disclosure is not limited to particular mutations, but is 
instead premised on the ?nding that activating PDGFRA 
mutations are associated With neoplastic disease. 

The PDGFRA protein is a type III receptor tyrosine kinase 
With homology to KIT, FLT3, CSFl-R, and PDGFR beta 
(PDGFRB). Although PDGFRA activation has been hypoth 
esiZed to be involved in certain cancers, most notably glio 
mas, evidence of genomic activation in human cancer has 
only recently been reported in tWo cases of myeloprolifera 
tive disease associated With translocation of the BCR and 
PDGFRA genes. We report herein several novel mutations of 
PDGFRA resulting in constitutive activation. These muta 
tions Were initially discovered in GISTs. Based on experience 
With KIT and FLT3, it is likely that mutations in other regions 
of the PDGFRA gene may result in constitutive activation of 
tyrosine kinase activity. At least in the case of KIT, the site of 
mutation varies betWeen different diseases (e.g., mastocyto 
sis vs. GIST). Finally, ?ndings reported herein strongly sug 
gest that similar mutations can activate related family mem 
bers PDGFRB and CSF-lR, and that these mutant proteins 
are likely to be therapeutic targets in human cancer. 

The discovery that mutations in the sequence of PDGFRA 
predisposes a subject to developing neoplasms also enables a 
variety of diagnostic, prognostic, and therapeutic methods 
that are further embodiments. The neW appreciation of the 
role of activated PDGFRA in neoplastic diseases, such as 
cancers, enables detection of predisposition to or diagnosis of 
these conditions in a subject. This disclosure also enables 
early detection of subjects at high risk of these conditions, 
identi?cation of subj ects With particularly severe disease and/ 
or tendency to progress, and in some embodiments detection 
of resistance or susceptibility of a subject to drug(s). Identi 
?cation of the activating mutations described herein provides 
opportunities for prevention and/ or early treatment as Well as 
particular treatment selection. 

V. Diagnostic and Therapeutic Applications 

The presence of PDGFRA gene mutations in GIST 
strongly suggests that other human cancers Will have similar 
mutations. When present in a cancer, mutant isoforms of 
PDGFRA represent a therapeutic target for tyrosine kinase 
inhibitors (TKIs), immunotherapy and other novel targeted 
approaches. Because PDGFRA gene mutations are not found 
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in all tumors, the selection of patients for therapy targeting 
mutant PDGFRA isoforms Would be optimiZed by pre 
therapy analysis of cancer cells for the presence of PDGFRA 
gene mutations. 

Such analysis can be based on PCR-based assays for these 
mutations, using for instance one or more of the folloWing 
approaches: siZe fractionation by gel electrophoresis, direct 
sequencing, single-strand conformation polymorphism 
(SSCP), high pressure liquid chromatography (including par 
tially denaturing HPLC), allele-speci?c hybridization, ampli 
?cation refractory mutation screening, PDGFRA mutation 
screening by oligonucleotide microarray, restriction frag 
ment polymorphism, MALDI-TOF mass spectrometry, or 
various related technologies (Abu-Duhier et al., Br J. Hae 
matol., 113: 983-988, 2001 ; Kottaridis et al., Blood, 98: 1752 
1759, 2001; Choy et al.,Ann. Hum. Gen., 63: 383-391, 1999; 
Grompe, Nature Genetics, 5: 111-117, 1993; Perlin & SZa 
bady, Hum. Mutat, 19: 361-373, 2002; Amos & Patnaik, 
Hum. Mutat., 19: 324-333, 2002; Cotton, Hum. Mutat., 19: 
313-314, 2002; StireWalt et al., Blood, 97: 3589-3595, 2001; 
Hung et al., Blood Coagul. Fibrinolysis, 13: 117-122, 2002; 
Larsen et al., Pharmacogenomics, 2: 387-399, 2001; Shche 
pinov et al., Nucleic Acids Res., 29: 3864-3872, 2001). 

In addition, mutant PDGFRA proteins may be detected 
through novel epitopes recogniZed by polyclonal and/or 
monoclonal antibodies used in ELISA, immunoblotting, ?oW 
cytometric, immunohistochemical and other mutant protein 
detection strategies (Wong et al., Cancer Res., 46: 6029 
6033, 1986; LuWor et al., Cancer Res., 61: 5355-5361, 2001; 
Mishima et al., CancerRes., 61: 5349-5354, 2001; IjaZ et al., 
J. Med. Wrol, 63: 210-216, 2001). Additionally mutant PDG 
FRA proteins could be detected by mass spectrometry assays 
coupled to immunoaf?nity assays, the use of matrix-assisted 
laser desorption/ionization time-of-?ight (MALDI-TOF) 
mass mapping and liquid chromatography/quadrupole time 
of-?ight electro spray ioniZation tandem mass spectrometry 
(LC/Q-TOF-ESI-MS/MS) sequence tag of tumor derived 
proteins separated by tWo-dimensional polyacrylamide gel 
electrophoresis (2D-PAGE) (Kiernan et al., Anal. Biochem., 
301: 49-56, 2002; Poutanen et al., Mass Spectrom, 15: 1685 
1692, 2001). All of these approaches may be used to detect a 
sequence anomaly or variant of the PDGFRA protein, a rela 
tive increase in the phosphorylation of the protein, or an 
increase in the inherent kinase activity of the protein. 

In addition to direct detection of mutant PDGFRA pro 
teins, it is expected that various PDGFRA mutants Will result 
in distinctive signal transduction pro?les that could be 
detected by global gene expression pro?le or analysis of the 
activation of various signaling intermediates (e.g., STAT5) 
(Hofmann et al., Lancet, 359: 481-486, 2002). 

Utility of this disclosure is highlighted by the correlative 
studies of response to imatinib mesylate and tumor KIT geno 
type in patients treated in a phase II trial of imatinib mesylate. 
In this trial, response to treatment Was vastly superior in 
patients With an imatinib mesylate-sensitive KIT mutation 
compared With patients With no detectable KIT mutation 
(Heinrich et al., Proc. of ASCO, 21:2A, 2002). 

It is believed that the nature and location of PDGFRA 
mutations affects the sensitivity of the resultant mutant pro 
tein to various TKIs. For example, imatinib mesylate is highly 
active against the kinase activity of Wild-type KIT and against 
activating mutations involving the extracellular, juxtamem 
brane and TK1 domain (Tuveson et al., Oncogene, 20: 5054 
5058, 2001; Heinrich et al., Blood, 96: 925-932, 2000). In 
contrast, imatinib mesylate has no clinically useful activity 
against mutations of the aspartic acid residue at position 816 
(e.g., D816V, D816Y, D816F, or D816H) (Ma et al., Blood, 
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99: 1741 -1744, 2002). The KIT D816V mutation is homolo 
gous to the D842V PDGFRA mutation described in this 
application. In addition, indolinone and tyrphostin com 
pounds have little or no activity against KIT D816 mutations 
(or the equivalent D814 residue in murine KIT) but are potent 
inhibitors of the kinase activity of Wild-type and juxtamem 
brane mutant KIT polypeptides (Ma et al., Blood, 99: 1741 
1744, 2002; Ikeda et al., Blood 96, 99a-99a. Nov. 16, 2000; 
Ma et al., J. Invest. Derma, 114: 392-394, 2000). HoWever, 
imatinib mesylate has some activity against other KIT acti 
vation loop mutations that involve residues other than aspartic 
acid 816. 

Based on homology to KIT, it is predicted that imatinib 
mesylate and indolinone compounds Would have minimal 
activity against the D842V PDGFRA mutation but might 
have clinically useful activity against PDGFRA deletion and/ 
or insertion mutations. In the absence of structural biology 
information concerning the structure of both Wild type and 
mutant PDGFRA proteins and the site of binding of imatinib 
mesylate or other TKIs to these proteins, it Will be necessary 
to empirically determine the activity of TKIs against the 
kinase activity of various mutant PDGFRA proteins. This 
could be accomplished by cloning cDNAs of the various 
PDGFRA mutant isoforms and the recombinant protein in 
prokaryotic or eukaryotic cells (Ma et al., Blood, 99: 1741 
1744, 2002; Wood et al., Cancer Res, 60: 2178-2189, 2000). 
Protein expressed in such a manner could be used to deter 
mine biochemical activity of existing TKIs and could also be 
used in high throughput screening of chemical libraries to 
help identify and optimiZe pre-clinical development of neW 
compounds against these or other PDGFRA mutant isoforms 
(Chroeder et al., J. Med. Chem, 44: 1915-1926, 2001 ; Hamby 
et al., J. Med. Chem, 40: 2296-2303, 1997; Druker et al., 
Nature Medicine, 2: 561-566, 1996). Prior determination of 
biochemical potency of speci?c compounds to different 
PDGFRA mutations Would alloW clinical testing of patient 
specimens for PDGFRA mutations and selection of the 
appropriate TKI based on the speci?c mutation and sensitiv 
ity associated With that patient’s tumor. 

Since the novel PDGFRA activating protein variants are 
only expressed by neoplastic cells, they have the potential to 
serve as tumor- speci?c antigens for cytotoxic T-lymphocytes 
(CTL). Indeed, it has been shoWn that the unique peptide 
sequence generated by the BCR-ABL fusion protein charac 
teristic of chronic myelogenous leukemia can serve as the 
basis of an in vivo immune therapy that utiliZes BCR-ABL 
peptide loaded dendritic cells to generate CTL With BCR 
ABL speci?city (He et al., Cancer Immunol. Immunother, 
50: 31-40, 2001). 

VI. Prediction of Additional Types of PDGFRA 
Mutations 

Based on experience With KIT and FLT3, it is likely that 
mutations in other regions of the PDGFRA gene may result in 
constitutive activation of tyrosine kinase activity. Other likely 
sites of PDGFRA activating mutations include the proximal 
extra-cellular, juxtamembrane, and TK1 domains of PDG 
FRA (Rubin et al., Cancer Res, 61: 8118-8121, 2001; Lux et 
al., Am. J Pathol., 156: 791 -795, 2000; Abu-Duhier et al., Br. 
J. Haematol, 111: 190-195, 2000). Indeed, it should be noted 
that there is one solitary case report of an astrocytoma With a 
large in-frame deletion of 81 amino acids involving portions 
of the fourth and ?fth immuno globulin domains of PDGFRA. 
The tumor in that report had genomic ampli?cation of this 
PDGFRA mutant allele. The activity of PDGFRA kinase of 
this mutant isoform Was not reported (Kumabe et al., Onco 
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gene, 7: 627-633, 1992). Recently Baxter et al. reported a 
translocation having the structure t(4; 22) (q12; q11) in tWo 
cases of atypical chronic myeloid leukemia. Molecular clon 
ing of the translocation revealed fusion of a portion of the 
BCR gene With part of exon 12 of PDGFRA (Baxter et al., 
Hum Mol. Genet. 11:1391-1397, 2002). The fusion gene 
from these translocations is predicted to encode a constitu 
tively activated tyrosine kinase, hoWever no formal biochemi 
cal characterization of these proteins Was performed (Baxter 
et al., 2002). Without meaning to be limited to a single inter 
pretation, it is believed that fusion mechanisms of oncogen 
esis involving PDGFRA (e.g., the BCR-PDGFRA fusions 
reported by Baxter et al.) likely are a rare occurrence, While 
point mutation and deletion activations are expected to be 
more common, and that these tWo mechanisms are indepen 
dent of each other. 

In KIT, FLT3, and CSF-IR, kinase activation results from 
a variety of amino acid substitutions at the conserved aspartic 
acid in the activation loop (D816 KIT, D835 FLT3, and D802 
of CSF-IR) (Morley et al., Oncogene, 18: 3076-3084, 1999; 
Moriyama et al., J. Biol. Chem, 271: 3347-3350, 1996). In 
the case of KIT and FLT3, a number of these substitutions 
have been found in association With certain malignancies (Ma 
et al., Blood, 99: 1741-1744, 2002; Abu-Duhier et al., Br. J 
Haematol, 113: 983-988, 2001;Yamamoto et al., Blood, 97: 
2434-2439, 2001; Longley et al., Leuk. Res., 25: 571-576, 
2001; Ning et al., Leuk. Lymphoma, 41: 513-522, 2001). To 
date, no mutations of D802 of CSF-IR have been found in any 
human cancer. Thus far, We have found only a valine substi 
tution at D842 of PDGFRA, but it can be predicted that a 
variety of amino acid substitutions at this position of PDG 
FRA Would be activating. Assuming a single nucleotide 
change in codon 842, the most likely possible mutations of 
PDGFRA Would be substitution of Asparagine, Tyrosine, 
Histidine, Valine, Alanine, Glycine, or Glutamic acid for the 
normal Aspartic acid. We predict that these additional PDG 
FRA mutations Would also be oncogenic and Will be found in 
one or more human neoplasms. 

VII. Prediction of Similar Activating Mutations in 
PDGFRB 

The amino acid sequence of the members of the Type III 
receptor tyrosine kinase family are highly conserved in the 
activation loop: 

DFGLARDIMHDSN Human PDGFRA 

DFGLARDIMRDSN Human PDGFRB 

DFGLARDIKNDSN Human KIT 

DFGLARDIMNDSN Human CSF-lR 

DFGLARDIMSDSN Human FLT3 

As noted above, amino acid substitutions at the conserved 
aspartic acid (shoWn in bold) result in constitutive activation 
of the tyrosine kinase activity of KIT, PDGFRA or FLT3 in 
different human malignancies (Rosnet et al., Blood, 82: 1 110 
1119, 1993; Claesson-Welsh et al., Proc. Natl. Acad. Sci. 
USA, 86: 4917-4921, 1989; GronWald et al., Proc. Natl. 
Acad. Sci. USA, 85: 3435-3439, 1988;Yarden et al.,Nature, 
323: 226-232, 1986). Amino acid substitution at the same 
aspartic acid of CSF-IR is also activating, but has not yet been 
found in association With human disease. Based on our ?nd 
ings, We predict that amino acid substitution at the same 
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aspartic acid of PDGFRB Would also be activating and that 
this mutation Will be found in some human malignances. 

VIII. Identi?cation of Compounds that Inhibit 
PDGFRA Variants 

This disclosure further relates in some embodiments to 
novel methods for screening test compounds for their ability 
to treat, detect, analyze, ameliorate, reverse, and/or prevent 
neoplasia, especially pre-cancerous lesions. In particular, the 
present disclosure provides methods for identifying test com 
pounds that can be used to treat, ameliorate, reverse, and/or 
prevent neoplasia, including precancerous lesions. The com 
pounds of interest can be tested by exposing the novel acti 
vating PDGFRA variants described herein to the compounds, 
and if a compound inhibits one of the PDGFRA variants, the 
compound is then further evaluated for its anti-neoplastic 
properties. 
One aspect involves a screening method to identify a com 

pound effective for treating, preventing, or ameliorating neo 
plasia, Which method includes ascertaining the compound’s 
inhibition of a provided novel activating PDGFRA variant or 
another activating PDGFRA variant. In some embodiments, 
the screening method further includes determining Whether 
the compound inhibits the groWth of tumor cells in a cell 
culture. 
By screening compounds in this fashion, potentially ben 

e?cial and improved compounds for treating neoplasia can be 
identi?ed more rapidly and With greater precision than pos 
sible in the past. 
A. In General 

Activating tyrosine kinase mutants, for instance the novel 
activating PDGFRA variants described herein, are useful to 
identify compounds that can be used to treat, ameliorate, or 
prevent neoplasms. 

The screening or creation, identi?cation and selection of 
appropriate high af?nity inhibitors of activating PDGFRA 
mutants can be accomplished by a variety of methods. 
Broadly speaking these may include, but are not limited to, 
tWo general approaches. One approach is to use structural 
knowledge about the target enzyme to design a candidate 
molecule With Which it Will precisely interact. An example 
Would be computer assisted molecular design. A second 
approach is to use combinatorial or other libraries of mol 
ecules, Whereby a large library of molecules is screened for 
a?inity With regard to the target enzyme. 

Cancer and precancer may be thought of as diseases that 
involve unregulated cell groWth. Cell groWth involves a num 
ber of different factors. One factor is hoW rapidly cells pro 
liferate, and another involves hoW rapidly cells die. Cells can 
die either by necrosis or apoptosis depending on the type of 
environmental stimuli. Cell differentiation is yet another fac 
tor that in?uences tumor groWth kinetics. Resolving Which of 
the many aspects of cell groWth a test compound affects can 
be important to the discovery of a relevant target for pharma 
ceutical therapy. Screening assays based on this technology 
can be combined With other tests to determine Which com 
pounds have groWth inhibiting and pro-apoptotic activity. 
B. Inhibitor Screening 
Some embodiments provided herein involve determining 

the ability of a given compound to inhibit activating PDG 
FRA mutants, for instance the ability to speci?cally inhibit 
constitutive kinase and/or transforming activities in the PDG 
FRA D842V, PDGFRA V561D, PDGFRA DIMH842-845, 
PDGFRA HDSN845-848P, insertion ER561-562, or 
SPDGHE566-571R, RD841-842KI, or RVIES560-564 dele 
tion mutants described herein. Test compounds can be 

20 

25 

30 

35 

40 

45 

50 

55 

60 

65 

22 
assessed for their probable ability to treat neoplastic lesions 
either directly, or indirectly by comparing their activities 
against compounds knoWn to be useful for treating neoplasia. 
In particular, the compounds are tested for their ability to 
inhibit a neoplasia that is found to contain an activating PDG 
FRA mutation. 
C. Determining Tyrosine Kinase In?uencing Activity 
Compounds can be screened for inhibitory or other effects 

on the activity of the novel activating PDGFRA mutants 
described herein using an expressed recombinant version of 
the enzyme, or a homolog or ortholog isolated from another 
species. Alternatively, cells expressing one of these tyrosine 
kinases can be treated With a test compound and the effect of 
the test compound on phosphorylation of a speci?c target can 
be determined, for instance using one of the techniques 
described herein. Additional detail regarding methods for 
determining tyrosine kinase phosphorylation in?uencing 
activity (e.g., inhibition) is provided herein. 
D. Determining Whether a Compound Reduces the Number 
of Tumor Cells 

In an alternate embodiment, provided screening methods 
involve further determining Whether the compound reduces 
the groWth of tumor cells, for instance tumor cells knoWn to 
express an activated tyrosine kinase mutation such as a muta 
tion in PDGFRA. 

Various cell lines canbe used, Which may be selected based 
on the tissue to be tested. For example, these cell lines 
include: SW-480—colonic adenocarcinoma; HT-294co 
lonic adenocarcinoma, A-427ilung adenocarcinoma carci 
noma; MCF-7ibreast adenocarcinoma; and UACC-375i 
melanoma line; and DU145iprostate carcinoma. Cell lines 
can also be used that are knoWn to express activated, mutant, 
tyrosine kinase proteins, for example: GIST882igas 
trointestinal stromal tumor cell line expressing KIT tyrosine 
kinase point mutant; SKBR3ibreast carcinoma cell line 
expressing ERBB2 ampli?cation mutant; and K562ileuke 
mia cell line expressing BCR-ABL tyrosine kinase fusion 
mutant. Cytotoxicity data obtained using these cell lines are 
indicative of an inhibitory effect on neoplastic lesions. Cer 
tain cell lines are Well characterized, and are used for instance 
by the United States National Cancer Institute (NCI) in their 
screening program for neW anti-cancer drugs. Though a com 
pound may be identi?ed by its ability to inhibit a speci?c 
tyrosine kinase activating mutant, its activity likely Will not 
be limited to inhibition of only that mutant protein, thus 
testing in different cell lines and samples is bene?cial to 
determine the scope of its activity. 
By Way of example, a test compound’s ability to inhibit 

tumor cell groWth in vitro can be measured using the HT-29 
human colon carcinoma cell line obtained from ATCC (Be 
thesda, Md.). HT-29 cells have previously been characterized 
as a relevant colon tumor cell culture model (Fogh & Trempe, 
In: Human Tumor Cells in WW0, Fogh (ed.), Plenum Press, 
N.Y., pp. 115-159, 1975). HT-29 cells are maintained in 
RPMI media supplemented With 5% fetal bovine calf serum 
(Gemini Bioproducts, Inc., Carlsbad, Calif.) and 2 mM 
glutamine, and 1% antibiotic-antimycotic, in a humidi?ed 
atmosphere of 95% air and 5% CO2 at 37° C. Brie?y, HT-29 
cells are plated at a density of 500 cells/Well in 96 Well 
microtiter plates and incubated for 24 hours at 37° C. prior to 
the addition of test compound. Each determination of cell 
number involved six replicates. After six days in culture, the 
cells are ?xed by the addition of cold trichloroacetic acid 
(TCA) to a ?nal concentration of 10% and protein levels are 
measured, for instance using the sulforhodamine B (SRB) 
colorimetric protein stain assay as previously described by 
Skehan et al. (J. Natl. Cancer Inst. 82: 1107-112, 1990). In 
















































































































































































































































































































































































