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Abstract
Constitutively active BCR-ABL kinase fusions are causative mutations in the pathogenesis

of hematopoietic neoplasias including chronic myelogenous leukemia (CML). Although

these fusions have been successfully targeted with kinase inhibitors, drug-resistance and

relapse continue to limit long-term survival, highlighting the need for continued innovative

drug discovery. We developed a time-resolved Förster resonance energy transfer (TR-

FRET) -based assay to identify compounds that disrupt stimulation of the ABL kinase by

blocking its ability to bind the positive regulator RIN1. This assay was used in a high

throughput screen (HTS) of two small molecule libraries totaling 444,743 compounds. 708

confirmed hits were counter-screened to eliminate off-target inhibitors and reanalyzed to pri-

oritize compounds with IC50 values below 10 μM. The CML cell line K562 was then used to

identify five compounds that decrease MAPK1/3 phosphorylation, which we determined to

be an indicator of RIN1-dependent ABL signaling. One of these compounds is a thiadiazole,

and the other four are structurally related acyl piperidine amides. Notably, these five com-

pounds lower cellular BCR-ABL1 kinase activity by blocking a positive regulatory interaction

rather than directly inhibiting ABL catalytic function.
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Introduction
Chromosome translocations that create ABL kinase fusion proteins are responsible for 95% of
chronic myelogenous leukemia (CML), as well as some cases of acute lymphoblastic leukemia
(ALL) and acute myelogenous leukemia [1]. The most common translocation fuses BCR on
chromosome 22 to ABL1 on chromosome 9 [2], creating a constitutively active BCR-ABL1 ki-
nase that promotes hyperproliferation of progenitor hematopoietic cells. The selective kinase
inhibitor imatinib has been successful in achieving what appear to be complete cytogenetic re-
sponses in most CML patients [3]. Treatment is not curative, however, because dormant cancer
cells can develop resistance to imatinib through mutations in BCR-ABL1 [4,5]. The rate of pa-
tient relapse is 18% after a median of five years of kinase inhibitor therapy [6]. The most refrac-
tory mutation, BCR-ABL1T315I, is not responsive to the second generation kinase inhibitors
nilotinib [7], dasatinib [8] and bosutinib [9]. Although the third generation kinase inhibitor
ponatinib is effective against BCR-ABLT315I [10], compound mutations still lead to resistance
in some patients [11,12].

The constitutive activity of BCR-ABL1 is attributed to loss of the ABL1 amino terminal autoin-
hibitory peptide, which is typically myristoylated [13,14], and its replacement by a BCR-encoded
oligomerization domain [15]. However, BCR-ABL1 retains the autoinhibitory ABL-SH2 and SH3
domains common in non-receptor tyrosine kinases [16]. RIN1 stimulates ABL catalytic activity
by directly binding these domains and relieving their autoinhibitory effect on the kinase domain
[17–19]. Retention of ABL-SH2 and SH3 sequences in BCR-ABL1 suggests that, although consti-
tutively active relative to normal ABL kinases, BCR-ABL1 is still subject to positive regulation by
RIN1. Indeed, altered RIN1 expression correlates directly with BCR-ABL1 activity [20].

RIN1 binding to ABL proteins is initiated by a low affinity interaction between a proline rich
motif on RIN1 and the SH3 domain of ABL [17]. ABL subsequently phosphorylates RIN1 on
Y36, which then binds to the SH2 domain of ABL. This leads to a stable divalent interaction
between the proteins and alleviation of ABL autoinhibition [18]. RIN1 co-localizes with
BCR-ABL1 when exogenously expressed in Cos-7 cells [21]. In addition, RIN1 binds to and en-
hances the leukemogenic properties of BCR-ABL1 [18,20] and RIN1 is required for ex vivo
BCR-ABL1 transformation of bone marrow cells to a state of growth factor independence. More-
over, RIN1 depletion in the ALL cell line TOM-1 increased imatinib sensitivity. This is consis-
tent with RIN1 functioning as a BCR-ABL1 stimulator that works allosterically to promote
catalytic activity. Notably, imatinib-resistant primary ALL cells from a BCR-ABL1T315I-relapsed
patient were re-sensitized to imatinib by RIN1 silencing [20].

To identify a novel class of drugs that exploits ABL’s reliance on RIN1 for full kinase activity,
we developed a time-resolved Förster resonance energy transfer (TR-FRET) high throughput
screen (HTS) that provides an indirect measure of RIN1 binding to ABL. Compounds that block
RIN1::ABL association might be effective as inhibitors of BCR-ABL1 mutants that are resistant
to catalytic site inhibitors, as components in multi-domain targeting treatments, and as molecu-
lar probes to further study the mechanism of RIN1-induced ABL stimulation. We screened a
combined 444,743 compounds at the UCLAMolecular Shared Screening Resource (MSSR) and
The Scripps Research Institute, Florida (TSRI). The screen identified five compounds of interest
that disrupt RIN1-stimulated BCR-ABL1 signaling in the CML cell line K562.

Results

Assay development and validation
To measure binding between purified RIN1 and ABL proteins we designed a quantitative
TR-FRET based assay. The first assay component is full-length human RIN1 fused at the
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carboxy terminus to a streptavidin binding peptide (RIN1-SBP), which binds stably to a
streptavidin-terbium complex that serves as the TR-FRET donor. The second assay component
is the amino terminal half of ABL1 (includes the SH3, SH2 and tyrosine kinase domains and is
fully activatable by RIN1) fused to eGFP (ABL1-eGFP), which serves as the TR-FRET acceptor
(Fig 1A). Because the lanthanide ion donor, terbium, exhibits slowly decaying luminescence
[22], FRET emission can be detected after excitation pulse termination, reducing background
relative to signal.

The assay readout was calculated as a ratio of donor and acceptor emissions, a measurement
independent of donor and acceptor concentrations that allows for reliable comparison across
assays. Assay components were mixed in kinase buffer and incubated for one hour at room
temperature to allow for RIN1-Y36 phosphorylation by ABL1 and subsequent formation of a
stable divalent interaction between these proteins. Each multi-well assay plate included nega-
tive control samples (streptavidin-terbium, ABL-eGFP and ATP without RIN1-SBP). Positive
control samples (all assay components included) gave robust and reproducible increases in the
FRET ratio following incubation, reflecting the interaction of RIN1 and ABL1 constructs and
subsequent energy transfer from terbium to eGFP (Fig 1B).

The assay was validated using several additional controls. Omission of ATP significantly de-
creased the FRET ratio (Fig 2A), reflecting the loss of ABL-mediated RIN1-Y36 phosphoryla-
tion and resultant loss of ABL-SH2 domain binding. Addition of the ABL kinase inhibitor
imatinib also decreased the FRET ratio (Fig 2B), as expected if RIN1 tyrosine phosphorylation
were blocked. The remaining signal in both cases is likely due to low affinity binding between
the proline-rich motif of RIN1 and the ABL-SH3 domain. Addition of untagged ABL1 into the
assay also decreased the FRET ratio in a dose-dependent manner due to competition with the
ABL1-eGFP FRET acceptor construct for binding to RIN1 (Fig 2C). The Z’-factor of the
assay was 0.97±0.03, indicating a high degree of assay sensitivity and reproducibility for high
throughput screening.

Based on the assay design and control results, we anticipated identifying three types of in-
hibitors: 1) compounds that work through steric interference by binding directly to residues at

Fig 1. TR-FRET screen for RIN1::ABL1 interaction inhibitors. (A) Binding between RIN1 and ABL is
initiated by a proline rich motif in RIN1 binding to the ABL-SH3 domain. ABL phosphorylates RIN1-Y36, which
then binds the ABL-SH2 domain. For the assay, ABL was fused to eGFP and RIN1 was fused to a
streptavidin binding peptide (SBP) that connects to a streptavidin-terbium complex. A 340 nm pulse excites
terbium, which can transfer energy to excite the GFP acceptor if the fluorophores are in close proximity,
reflecting RIN1::ABL binding. Predicted FRET inhibitor classes: 1. Orthosteric inhibitors, 2. Direct ABL kinase
inhibitors and 3. Allosteric inhibitors. (B) RIN1::ABL binding was quantified as a FRET ratio: GFP emission at
520 nm to terbium emission at 486 nm. The negative control was donor and acceptor fluorophores only (no
RIN1) and was normalized to 1.

doi:10.1371/journal.pone.0121833.g001

Small Molecule Inhibitors of RIN1-ABL Signaling

PLOS ONE | DOI:10.1371/journal.pone.0121833 March 26, 2015 3 / 17



Fig 2. Validation of TR-FRET screening assay for detection of RIN1::ABL binding. Binding was
quantified as a ratio of GFP emission at 520 nm to terbium emission at 486 nm. The negative control was
normalized to 1. Experiments were performed in quadruplicate. (A) ATP was omitted from the buffer mix to
prevent RIN1 phosphorylation by ABL. *p = 3.0x10-6 (B) 10 μM or 100 μM imatinib was added to inhibit ABL
kinase activity. *p = 0.001 (C) Added untagged ABL competed with ABL-eGFP (1:1 and 10:1 ratios were
used). *p = 1.4x10-7

doi:10.1371/journal.pone.0121833.g002
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the protein-protein interface, 2) kinase inhibitor compounds that decrease ABL-mediated
phosphorylation of RIN1-Y36 and 3) compounds that work allosterically on one protein to
alter conformation and diminish interaction with its partner protein (Fig 1A).

High-throughput screening and counter-screening
High-throughput screens were carried out at two facilities. At the UCLAMolecular Screening
Shared Resource 86,259 compounds were screened at a concentration of 10 μM, with an aver-
age Z-factor of 0.64. At the Scripps Research Institute, Florida, 358,484 compounds from the
NIHMLSMR small molecule library were screened at 7.35 μM, with an average Z-factor of
0.76 (Table 1). Z’-factor was used to evaluate plate data quality without the interference of test
compounds. Individual plate-based 3-standard deviation decreases from the mean FRET ratio
(Z score� -3) were used to select hits on a plate per plate basis, with the majority of com-
pounds having no effect in the assay (Fig 3). The combined hit rate was 0.36%. In total, 1,637
hits were identified and 708 of these were confirmed by testing in triplicate (Table 1).

Based on the assay design, two types of false positive inhibitors were predicted: compounds
that quench GFP fluorescence, and compounds that bind with high affinity to streptavidin and
sequester it from RIN1-SBP (Fig 4A). We identified GFP quenchers by incubating the com-
pounds with ABL-eGFP and measuring GFP fluorescence (Fig 4B). Compounds were tested in
triplicate dose-response curves and quenchers were defined as compounds that decreased GFP
fluorescence by� 50% at 10 μM. To eliminate compounds that might bind with high affinity
to streptavidin and sequester it from RIN1-SBP, confirmed hits were examined for structural
similarity to biotin (Fig 4C). Lastly, we narrowed the list of hits by performing concentration-
response curves in triplicate and giving higher preference to compounds with IC50 <10 μM
(Fig 4D). Confirmed and targeted hits from the UCLAMSSR screen can be found in S1 Table,
and hits from the TSRI screen at PubChem BioAssay AID 602181 (https://pubchem.ncbi.nlm.
nih.gov/assay/assay.cgi?aid=602181).

Although the objective of our TR-FRET assay was to identify a unique class of compounds
that disrupt the RIN1::ABL interaction allosterically or by binding to the protein-protein inter-
face, compounds that directly inhibit ABL catalytic activity could also appear as hits (Fig 1A).
To identify these direct ABL kinase inhibitors, we screened the compounds using an in vitro

Table 1. High throughput screen results.

Molecular Screening Shared Resource
(UCLA)

The Scripps Research Institute,
Florida

Primary screen Compounds tested 86,259 compounds at 10 μM 358,484 compounds at 7.35 μM

Avg. Z’-factor 0.94 ±. 03a 0.90 ±. 01b

Avg. Z-factor 0.64 ± 0.38a 0.76 ± 0.38b

hitsc 202 hits = 0.2% 1435 hits = 0.4%

Confirmation and counter-
screens

confirmed 78 confirmed 630 confirmed

quenchers (7 quenchers) (93 quenchers)

Biotin analogs (4 biotin analogs) (11 biotin analogs)

IC50 < 10 μM 11 active 82 active

Selected for further
analysis

3 compounds 21 compounds

a n = 254 plates
b n = 296 plates
c hits were identified by Z-score �-3 computed on a per plate basis.

doi:10.1371/journal.pone.0121833.t001
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kinase assay. Purified ABL1-eGFP was incubated with CRK, a well-characterized substrate,
in kinase buffer containing ATP. CRK and ABL phosphorylation were detected by anti-
phosphotyrosine immunoblot, and both were reduced by imatinib. All of the hits were
screened, and a representative immunoblot is shown in Fig 5. Using this assay we identified
one hit compound, theaflavin-3,3’-digallate, that directly inhibits ABL trans-phosphorylation
of CRK as well as ABL (Fig 5). Although this tea polyphenol has been studied for its

Fig 3. Representative data from primary HTS. Example of 384-well plate data presented as a scatterplot.
Each plate was screened with positive (purple) and negative (blue) controls consisting of streptavidin terbium
and ABL-eGFP with and without RIN1-SBP, respectively. Screening compounds are represented in gray.
The hit cutoff was a plate-based 3-standard deviation decrease in the FRET ratio.

doi:10.1371/journal.pone.0121833.g003

Fig 4. Elimination of off-target inhibitors. (A) Two types of off-target inhibitors were predicted (red T-bars):
compounds that quench GFP fluorescence, and biotin-like compounds that bind and sequester streptavidin.
(B) Hit compounds were tested in triplicate dose-response curves with ABL-eGFP. Concentration response
curve data from a representative GFP quencher (methyl 3,4,6-trihydroxy-5-oxo-5H-benzo[7]annulene-
8-carboxylate) is shown. (C) Biotin mimics were identified by in silico screening for structural similarity to
biotin. (D) Hit compounds were re-tested in the TR-FRET assay in triplicate 10-point dose-response curves to
prioritize those with IC50<10 μM. Data from the representative compound CID 24512426 is shown.

doi:10.1371/journal.pone.0121833.g004
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antioxidant [23] and anti-cancer effects [24,25], this is the first report of its activity as an ABL
kinase inhibitor.

After eliminating off-target inhibitors, the best remaining hits clustered into 7 scaffold
groups. Pyridone/pyrimidines, acyl piperidine carboxamides and heterocyclic amides are the
largest clusters, with 8, 9 and 17 members, respectively. In addition, we identified three macro-
cycles, four tetrazoles, one indole alkaloid and one thiadiazole (S1 Fig). We selected 21 hits for
further analysis (S2 Table) based on several criteria: 1) strong inhibition in the TR-FRET assay
(IC50 <12 µM); 2) high maximal inhibition (>60%); 3) low or moderate hit rate of compounds
in other assays reported in PubChem (<10%); 4) chemical tractability; and 5) positive evidence
for structure activity relationships in hit scaffolds.

Five hit compounds decrease MAPK1 phosphorylation
To independently confirm that the hit compounds inhibit RIN1::ABL binding, and to identify
those that effectively block signal transduction in cells, we developed a secondary assay to
measure the effect of the compounds in the CML cell line K562. We sought to employ ABL
substrate phosphorylation as a read-out of RIN1-dependent ABL signaling because of its suit-
ability for cell-based screening. To identify RIN1-dependent ABL substrates, we employed
immunoaffinity purification of tyrosine phosphopeptides followed by tandem mass spectrome-
try to generate phosphotyrosine profiles of previously described K562 cells expressing a control
shRNA or a RIN1-targeted shRNA [20]. We noted downregulation of many known ABL sub-
strates such as BCR pY644, ABL1 pY253, ABL1 pY257 and ABI1 pY213, but one of the most ro-
bust losses of phosphorylation was seen for MAPK1 pY187 (S3 Table).

Downregulation of MAPK1 phosphorylation is a known consequence of imatinib inhibition
of BCR-ABL1 in K562 cells, and it is required for imatinib-induced erythroid differentiation
[26,27]. RIN1 depletion reduced the level of MAPK1/3 phosphorylation by 25 ± 4%. Converse-
ly, RIN1 over-expression increased the level of this phosphorylation by 35 ± 3% (Fig 6A).
BCR-ABL1 inhibition by imatinib rapidly decreased the MAPK1/3 phosphorylation signal (Fig
6B), suggesting that the RIN1 effect was mediated, at least in part, by ABL kinase activity. We
next demonstrated that the decrease in MAPK1/3 phosphorylation in response to RIN1 silenc-
ing was strong and replicable (Fig 6C). While it has not been shown directly that RIN1::ABL
binding is required for MAPK1/3 phosphorylation, growth factor stimulation that enhances

Fig 5. Theaflavin-3,3’-digallate is a direct ABL kinase inhibitor. 0.5 nM purified ABL-eGFP was mixed
with 2 μMCRK and 10 μM test compound and incubated in kinase buffer for 30 minutes at 30°C. Samples
were analyzed by immunoblot using anti-phosphotyrosine. All the hits were screened, and a representative
immunoblot is shown here. Test compounds were as follows: DMSO (ctrl), imatinib (IM), CID 16312764 (1),
CID 467320 (2), CID 7457610 (3), CID 6084 (4), CID 4844281 (5), IUPAC 1-(4-phenylphenyl)-2-[4-(pyrimidin-
2-yl)piperazin-1-yl]ethan-1-ol (6), CID 9291491 (7), CID 3991439 (8) and CID 16350799 (9).

doi:10.1371/journal.pone.0121833.g005
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MAPK1/3 phosphorylation also enhances RIN1-Y36 phosphorylation by ABL tyrosine kinases
[28], which entails a physical interaction [29]. The responsiveness of MAPK1/3 phosphoryla-
tion status to RIN1 expression and BCR-ABL1 activity made it a useful surrogate for RIN1::
ABL binding.

Using this novel assay, we tested our 21 selected hits for their ability to disrupt RIN1-ABL
signaling and identified five compounds in two structural classes that significantly decrease
MAPK1/3 phosphorylation in K562 cells. One compound is a thiadiazole. The other four com-
pounds are N-acetyl piperidine 4-carboxamides. Levels of inhibition ranged from 25–75%
(Fig 7). These five lead compounds also decreased K562 proliferation in a dose-dependent
manner (S2 Fig).

Discussion
Despite the essential role of protein-protein interactions in cell signaling and disease, inhibition
of these interactions via small molecules remains challenging. Contacts between proteins often
involve large and flat interfaces with few apparent openings for high affinity small molecule
binding [30]. Here we describe the design, validation and results of a robust TR-FRET based
HTS to identify inhibitors of the RIN1::ABL1 protein-protein interaction that stimulates tyro-
sine kinase activity. Two design elements were crucial to the success of the assay. First, the use
of the lanthanide element, terbium, contributed to an increased signal to noise ratio by allowing
for delayed detection of the emission signal. Secondly, measurement of donor and acceptor
emission and calculation of the FRET ratio decreased variability by normalizing for small dif-
ferences in concentration.

The average Z’ and Z factors of the assay were consistently high, reflecting the large signal
range and low well-to-well variability [31]. The standard deviation of Z’ was very small,

Fig 6. MAPK1/3 phosphorylation is RIN1 and BCR-ABL1-dependent in K562 cells. (A) K562 cells
expressing a control vector, RIN1 shRNA or RIN1 over-expression construct were analyzed by immunoblot
with anti-pMAPK1/3 and anti-MAPK1/3 antibodies (top) and anti-RIN1 and anti-tubulin antibodies (bottom).
Band intensity was quantified using LI-COROdyssey software. Phospho-MAPK1/3 signal intensities were
normalized to total MAPK1/3 and RIN1 normalized to tubulin. Changes in expression or phosphorylation
were calculated as fold-change compared to control vector (normalized to 1) and presented below each blot.
The immunoblot shown is representative of three independent experiments. (B) K562 cells were treated with
1 μM imatinib (IM) for 1 and 4 hours at 37°C, then analyzed by immunoblot as in A. (C) K562 cells expressing
control or RIN1 shRNA were analyzed by immunoblot as in A. The ratio of pMAPK/MAPK signal intensity is
graphed. Results were averaged over five independent experiments. *p-value = 1x10-4

doi:10.1371/journal.pone.0121833.g006
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reflecting good reproducibility of the assay over multiple plates and days. The difference be-
tween Z and Z’ revealed the effect of the compound library on the assay. For many plates, Z
and Z’ values were very similar, because the compounds were inactive in the assay. However in
some plates, large groups of structurally related compounds on the same plate were active in

Fig 7. Five compounds significantly decrease MAPK1 phosphorylation in K562 cells. DMSO or
compound was added to K562 cells at a final concentration of 1% or 10 μM, respectively, and incubated for 4
hours at 37°C before being lysed and analyzed by immunoblot with anti-pMAPK1/3 and anti-MAPK1/3. Each
compound was tested with six biological replicates. Band intensity was quantified using LI-COROdyssey,
and the ratio of pMAPK/MAPK signal intensity is graphed for each compound and its DMSO control.
Compounds are identified by their PubChem CID number.

doi:10.1371/journal.pone.0121833.g007
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the assay, as reflected by large changes in the FRET ratio. This led to negative Z factors for
some plates and contributed to a larger standard deviation for Z.

The primary screen identified 1,637 compounds, of which 708 were confirmed. Serendipi-
tously, two of the hits provided further internal validation of the assay design. Theaflavin-3,3’-
digallate was identified as a hit in the primary screen for its ability to decrease the FRET ratio.
We also found that theaflavin-3,3’-digallate decreased phosphorylation of CRK and ABL in
vitro, suggesting that it can function as a direct ABL kinase inhibitor. Its activity as a kinase in-
hibitor would be expected to destabilize the RIN1::ABL binding interaction by suppressing the
RIN1 tyrosine phosphorylation needed for connecting with the ABL SH2 domain. This alone
could explain the observed decrease in the FRET ratio. Moreover, theaflavin-3,3’-digallate may
also bind RIN1’s proline-rich motif and block binding to the ABL SH3 domain, as other tea
polyphenols have been shown to have affinity for proline rich regions [32,33].

The screen also identified an aminopyrimidine hit, 2-amino-6-[2-(4-methoxyphenyl)ethy-
lamino]-1H-pyrimidin-4-one (CID 1532134), which shares core structural features with the al-
losteric BCR-ABL inhibitor GNF-1 and its analogue GNF-2, which are also aminopyrimidines
(S3 Fig). GNF-2 binds to the kinase domain myristate pocket of BCR-ABL and thereby stabi-
lizes the catalytically inactive conformation. And just as GNF-2 has no activity against native
ABL1 [34,35], CID 1532134 had no activity against native ABL1 in our kinase assay, implying
that it interferes with ABL activity but is not an active site competitor. Its structural similarity
to GNF-2 suggests that CID 1532134 may inhibit RIN1::ABL complex formation allosterically
by binding in the myristate pocket of ABL and stabilizing an inactive conformation.

In narrowing our list of hits, we sought to identify lead compounds that were effective in
limiting BCR-ABL1 stimulation by RIN1 in cells. The K562 MAPK1/3 phosphorylation assay
used here allowed for rapid and reproducible identification of compounds that disrupt RIN1-
dependent BCR-ABL1 signaling. This also singled out compounds with favorable characteris-
tics including stability, potency, target selectivity, solubility and cell permeability. Our cell
assay identified five lead compounds: one thiadiazole and four structurally similar acyl
piperidine carboxamides.

These five lead compounds are notable for their ability to alter BCR-ABL activity by targeting
its interaction with the positive regulator RIN1. While BCR-ABL has been extensively targeted
with direct kinase inhibitors, this is the first demonstration of selectively altering BCR-ABL ki-
nase activity by interfering with a protein-protein interaction partner. Furthermore, we show
that the compounds decrease MAPK1/3 phosphorylation in K562 cells, a downregulation that is
required for imatinib-induced apoptosis and differentiation of leukemia cells [27].

Because the target selectivities of our lead compounds have not yet been established, we can-
not exclude other possible mechanisms of p-MAPK1/3 reduction in the current study. Inhibi-
tion of upstream kinases, enhanced phosphatase activity or even direct binding to MAPK1/3
might inhibit MAPK1/3 phosphorylation. However, the results of our high throughput screen
and the identification of lead compounds offer a novel tactic for targeting BCR-ABL oncopro-
teins, and provide a starting point for new molecular tools for understanding ABL tyrosine ki-
nase regulation by RIN1 binding.

The manner in which these compounds bind and inhibit the formation of a RIN1::ABL
complex is unclear. The acyl piperidine carboxamides are distinctly linear and extended mole-
cules, however, perhaps making them well suited for interaction at a protein-protein interface.
There was also strong evidence of a structure-activity relationship in this series (S4 Table). Sev-
eral structural isomers of these hits, such as meta-substituted analogs in the two central phenyl
rings and also 3-acyl piperidine analogues, were present in the screening collection. All such
positional isomers were inactive in the TR-FRET screening assay (S4 Fig), suggesting that a
large and elongated conformation is necessary for activity.
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Materials and Methods

Plasmid construction and baculovirus production
The ABL1 amino terminus was amplified from AblWT1-531 (gift of Dr. John Kuriyan) and
cloned into the pKS Bluescript vector. Insertion of the eGFP coding sequence with a His6 tag to
the carboxy terminus created a 775 amino acid fusion (S5 Fig). This was subsequently moved
into pFastBac1 for insect cell expression. The RIN1-SBP construct was generated by connecting
a full-length human RIN1 coding sequence to the tandem affinity purification (TAP) tag from
pSNSAP1 (PMID: 12574127). This generated a RIN1-SBP (streptavidin binding peptide)-TEV
(protease cleavage site)-ProtA(immunoglobulin binding)-Flag(epitope) fusion orf that was
cloned into pFastBac1 for insect cell expression. S5 Fig shows the amino acid sequence of each
fusion protein construct. Baculovirus stocks were generated using the Life Technologies baculo-
virus expression system protocol. Briefly, pFastBac1 constructs were transformed into DH10Bac
E. coli (Life Technologies) to generate recombinant bacmids, which were screened by blue/white
selection. Recombinant bacmids were transfected into Sf9 cells using Cellfectin (Life Technolo-
gies). Medium containing passage 1 virus was harvested 72 hours post-transfection, clarified by
centrifugation at 500xg, and stored at 4°C. Baculoviruses were then plaque purified and ampli-
fied using the same protocol.

Purification of Recombinant Proteins
To express protein, 2.5x106 Sf9 cells/mL were infected 1:10 with p3-p5 baculovirus. Cells were
incubated at 27°C on 150 rpm shaker for 72 hours. Cells were collected and pelleted at 800xg.
For ABL-eGFP-His6, cells were sonicated in 20 mM Tris-HCl pH 8, 100 mMNaCl and 5 mM
imidazole. The lysate was clarified at 17,000xg for 30 minutes, and then incubated with Ni-
NTA agarose (Qiagen) overnight. Beads were washed with 20 mM Tris-HCl pH 8, 250 mM
NaCl, 10 mM imidazole and then eluted with 20 mM Tris-HCl pH 8, 250 mMNaCl, 10% glyc-
erol and 100 mM imidazole, followed by 200 mM imidazole. Elutions were dialyzed in 50 mM
Tris pH 8, 50 mMNaCl, 1 mM DTT and 10% glycerol. Protein concentration was determined
by Bradford assay, and aliquots were frozen at -80°C until use.

For RIN1-SBP, protein was expressed as above. The cell pellet was sonicated in 20 mM Tris-
HCl pH 8, 100 mMNaCl and 10% glycerol. The lysate was centrifuged at 17,000xg for 30 min-
utes, and incubated overnight with IgG sepharose (GE Healthcare Life Sciences). Beads were
washed once with 50 mM Tris-HCl pH 8, 150 mMNaCl and. 05% Tween. They were then
washed twice with TEV cleavage buffer: 50 mM Tris-HCl pH 8, 0.5 mM EDTA and 1 mM
DTT. Beads were resuspended in TEV cleavage buffer, and incubated with TEV protease at
15°C overnight. After the supernatant containing RIN1-SBP was collected, beads were resus-
pended in 50 mM Tris pH 8, 2 M NaCl, 0.5 mM EDTA, 1 mM DTT, 1% NP-40 and 1% BRIJ35
and rotated for 1 hour at 4°C. This was done twice to wash the RIN1-SBP from the beads. Elu-
tions were combined, dialyzed and aliquots frozen at -80°C until use.

TR-FRET assay
For the TR-FRET assay, 75 nM purified ABL1-eGFP was pre-mixed with 100 nM RIN1-SBP
and 2.5 nM Streptavidin-terbium (Life Technologies PV3966) in a kinase buffer consisting of
10 mM Tris pH 7.4, 100 mMNaCl, 10 mMMgCl2, 500 µM ATP, 1 mMDTT, 100 µM
Na3VO4, 100 µM NaF and 100 µM BSA. For the UCLAMSSR screen, a Multidrop 384 was
used to dispense 10 µL/well in a 384-well assay plate (Corning 3673). Compounds were added
using Biomek FX, to a final concentration of 10 µM and 1% DMSO. The plates, with lids
(Corning 3089), were then incubated for one hour at room temperature. After incubation,
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plates were read on a Perkin Elmer Victor 3 plate reader using 340 nm pulse, 100 µsec delay
and 300 µsec window for signal. Emission filters were 520 ± 10 nm and 486 ± 5 nm.

The assay was further miniaturized to 1536 ultra-HTS format at TSRI, Florida and validated
by comparing %inhibition and IC50 of a hit from the UCLAMSSR screen, CID 24512426. De-
tails including data analysis methods and hit selection from the TSRI uHTS can be found at Pub-
Chem BioAssay AID 588664 (https://pubchem.ncbi.nlm.nih.gov/assay/assay.cgi?aid=588664).

Cheminformatics. Shared scaffolds of active compound families from the confirmation
screen and CRC experiments were identified using a Maximum Common Substructure hierar-
chical clustering (ChemAxon LibraryMCS 5.10.2). LibraryMCS searches for the Maximum
Common Substructures of a compound library in a hierarchical manner; where increasing mo-
lecular complexity of the shared substructure is represented down the dendrogram [36]. The
physical properties (i.e. molecular mass, topological polar surface area, chiral atoms, H-bond
acceptors/donors, ring count and rotatable bonds) of the compounds tested in dose-response
format were calculated (ChemAxon Instant JChem 6.2.2).

Chemicals. The MLSMR library was provided by BioFocus DPI (South San Francisco, CA)
through the NIH’s Roadmap Molecular Libraries Initiative. Details regarding compound selec-
tion for this library can be found online at http://mli.nih.gov/mli/compound-repository/mlsmr-
compounds/. Briefly, this library is a highly diversified collection of small molecules (more than
50% in the molecular weight range 350–410 g/mol) and is comprised of both synthetic and nat-
ural products, from either commercial or academic sources, that can be grouped into the 4 fol-
lowing categories: (1) specialty sets of known bioactive compounds such as drugs and toxins
(0.65%), (2) focused libraries aimed at specific target classes (2.85%), (3) non-commercial
sources (7.4%) and (4) diversity sets covering a large area of the chemical space (89.1%).

In vitro kinase assay for direct ABL inhibitors
The kinase assay to identify direct ABL kinase inhibitors from UCLAMSSR and TSRI hits was
performed as described in PubChem BioAssay AID 624303 (https://pubchem.ncbi.nlm.nih.
gov/assay/assay.cgi?aid=624303). Purified His6-CrkII was expressed and purified as previously
described [19].

Mass spectrometry and phosphopeptide identification of
RIN1-dependent BCR-ABL1 substrates
K562 [37] cells were cultured in RPMI with 10% FBS and 1% Pen/Strep. K562 with control
and RIN1 shRNA were previously described [20]. K562 cells expressing control shRNA or
RIN1-shRNA were grown, processed and analyzed by MS twice independently. Cells were cul-
tured in the presence of antibiotic during expansion before MS analysis, and were lysed by son-
ication in urea buffer (8 M urea, 50 mM Tris-HCl pH 7.5, 1 mM vanadate). Phosphotyrosine
peptide were immunoprecipitated with anti-phosphotyrosine antibodies (Millipore, clone
4G10) using 2x108 cells as previously described [38].

Phosphorylated peptides were analyzed by LC-MS/MS using an autosampler coupled with
Nano2DLC pump (Eksigent) and LTQ-Orbitrap (Thermo Fisher Scientific). The samples were
loaded onto an analytical column (10 cm ×75 μm i.d.) packed with 5 μm Integrafit Proteopep2
300 Å C18 (New Objective). Peptides were eluted into the mass spectrometer using a HPLC
gradient of 5−40% Buffer B in 45 min followed by a quick gradient of 40−90% Buffer B in 10
min, where Buffer A contains 0.1% formic acid in water and Buffer B contains 0.1% formic
acid in acetonitrile (Ultima Gold, Fisher Scientific). Mass spectra were collected in positive ion
mode using the Orbitrap for parent mass determination and the LTQ for data-dependent
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MS/MS acquisition of the top five most abundant peptides. Each sample was analyzed twice
(replicate runs), and in each run, one-half of the sample was injected.

MS/MS fragmentation spectra were searched with SEQUEST (Version v.27, rev. 12, Thermo
Fisher Scientific) against a database containing the human International Protein Index (IPI)
protein database (ftp://ftp.ebi.ac.uk). Search parameters included carboxyamidomethylation of
cysteine as static modification. Dynamic modifications included phosphorylation on tyrosine,
and oxidation on methionine. Results derived from database searching were filtered using the
following criteria: Xcorr>1.0(+1), 1.5(+2), 2(+3); peptide probability score<0.001; dCn>0.1;
and mass accuracy<5 ppm (parts per million) with Bioworks version 3.2 (Thermo Electron
Corp.). We estimated the false-positive rate of sequence assignments at 0.5% on the basis of a
composite target-reversed decoy database search strategy [39]. The Ascore algorithm was used
to more accurately localize the phosphate on the peptide (http://ascore.med.harvard.edu) [40].

As is common in data-dependent MS2 fragmentation sequencing, some peptides identified
by sequencing in one sample may not be sequenced or identified in another sample even if the
peak is present. Peptide peaks sequenced in some samples but not in others were located in the
remaining samples by aligning the chromatogram elution profiles by means of a dynamic time
warping algorithm [41]. An extended explanation of the strategy used in this work, and exam-
ple performance results, can be found in the supporting information of Zimman et al [38].

Antibodies and Immunoblotting
The following antibodies were used: monoclonal rabbit-anti-pERK1 pY204/ERK2 pY187 1:500
(Epitomics, 2219–1), monoclonal mouse-anti-ERK1/2 1:5000 (BD, 610123), monoclonal
mouse-anti-RIN1 1:500 (Colicelli lab, clone C9E11, Abpro), polyclonal rabbit-anti-ABL 1:1000
(Santa Cruz Biotechnology, sc-131), monoclonal mouse-anti-BCR 1:1000 (Santa Cruz Biotech-
nology, sc-48422), mouse-anti-tubulin 1:5000 (Sigma-Aldrich, T6074), goat-anti-rabbit-IRDye
800 1:5000 (Li-Cor Biosciences, 926–32211) and goat-anti-mouse-IRDye 680 1:5000 (Li-Cor
Biosciences, 926–32220).

Membranes were scanned and signal intensity quantified using a Li-Cor Odyssey scanner. To
quantify RIN1 expression, signal intensities were first normalized to the housekeeping gene, tu-
bulin. Phospho-MAPK1/3 signal intensities were normalized to total MAPK1/3. Changes in pro-
tein expression or phosphorylation were calculated as fold-change compared to control vector.

pMAPK in K562
K562 with vector or RIN1 overexpression lentivirus were previously described [20]. To analyze
MAPK1 phosphorylation, confluent K562 cells were lysed in NP-40 buffer and immuno-
blotted. To test the effect of imatinib on MAPK phosphorylation, K562 cells were seeded
5x105/well in a 12-well plate and incubated overnight at 37°C and 5% CO2. Cells were treated
with 1 µM imatinib for 1 or 4 hours. Cells from each well were harvested, lysed in 400 µL NP-
40 and immunoblotted.

To test each compound, 5x105 K562 cells were plated on a 10 cm tissue culture plate and in-
cubated for 3 days. Cells were harvested and the volume brought to 12 mLs with fresh medium.
1 mL of the cells was distributed into each well of a 12-well tissue culture plate. In 6 of the
wells, 10 µL of 1 mM compound was added per well. 10 µL of DMSO was added to the remain-
ing wells and mixed by pipetting up and down. Cells were incubated at 37°C and 5% CO2 for 4
hours. After incubation, cells were harvested from each well, lysed in 150 µL of RIPA buffer
and analyzed as above.
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K562 Proliferation Assays
K562 cells were plated 3x104 cells/well in 96-well plates. Cells were treated with DMSO or test
compound in dose-response (100, 50, 25, 12.5, 6.25, 3.125 μM) to a final DMSO concentration
of 1%. After 48 hours of incubation at 37°C, cell proliferation was assessed by MTS assay (Pro-
mega CellTiter 96 AQueous One Solution) according to the manufacturer’s protocol. Absor-
bance at 490nm was read on a PerkinElmer Victor3 plate reader. Experiments were performed
in triplicate.

Statistical Analysis
Two-tailed, equal variance Student’s t tests were used to analyze the data from TR-FRET and
K562 cell-based assays. K562 phosphoprofiling data were analyzed by two-tailed, equal vari-
ance Student’s t tests, with and without Bonferroni correction.

Supporting Information
S1 Fig. Scaffold clustering of selected hits. Pyridone/pyrimidines, acyl piperidine carboxa-
mides and heterocyclic amides are the largest clusters, with 8, 9 and 17 members, respectively.
Three compounds are macrocycles, four are tetrazoles and we identified one indole alkaloid
(CID 44601827) and one thiadiazole (CID 1818178). Representative compounds are shown for
groups 1–5 and their PubChem CID numbers are as follows: (1) 3607724, (2) 44142745, (3)
24686095, (4) 44502732, (5) 51360358.
(PDF)

S2 Fig. The five lead compounds decrease K562 proliferation in a dose-dependent manner.
K562 cells were treated with DMSO or test compound in dose-response. After 48 hours of in-
cubation at 37°C, cell proliferation was assessed by MTS assay. Growth in the presence of test
compound was normalized to DMSO-treated K562 cells and results are presented as % of
growth relative to control. Experiments were performed in triplicate.
(PDF)

S3 Fig. CID 1532134 is structurally similar to known allosteric BCR-ABL kinase inhibitors
GNF-1 and GNF-2.
(PDF)

S4 Fig. Acyl piperidine carboxamide structure-activity relationship.
(PDF)

S5 Fig. ABL-eGFP and RIN1-TAP protein sequences.
(PDF)

S1 Table. Confirmed hits from UCLAMSSR screen.
(XLSX)

S2 Table. 21 hits selected for cell-based assay.
(XLSX)

S3 Table. Phosphotyrosine peptides from K562 ctrl vs. K562 RIN1 knockdown.
(XLSX)

S4 Table. N-acyl piperidine-4-carboxamide Series SAR table.
(XLSX)

Small Molecule Inhibitors of RIN1-ABL Signaling

PLOS ONE | DOI:10.1371/journal.pone.0121833 March 26, 2015 14 / 17

http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0121833.s001
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0121833.s002
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0121833.s003
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0121833.s004
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0121833.s005
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0121833.s006
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0121833.s007
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0121833.s008
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0121833.s009


Acknowledgments
The authors would like to thank Xiaoqing Cao and Nicole Walsh for assistance with purifica-
tion of RIN1-SBP. We would also like to thank Jong Lee for management of UCLAMSSR com-
pounds and technical expertise in high throughput screening. The acyl piperidine carboxamide
series of compounds in the NIHMLSMR library was prepared by Dr. TimWard in the labs of
Professor Gunda I. Georg, Department of Medicinal Chemistry, University of Minnesota Col-
lege of Pharmacy. Dr. Ward kindly provided authentic samples of several of these compounds
for confirmation screening, useful synthetic intermediates, and methods for their synthesis.
We also thank intern Mr. Samuel D. Jackson, Glades Central High School, for a study of the
pyridone series of inhibitors. We thank Pierre Baillargeon and Lina DeLuca (Lead Identifica-
tion, Scripps Florida) for compound management.

Author Contributions
Conceived and designed the experiments: PYT JC RD KAB BT TGG TDB PH TS. Performed
the experiments: PYT BT VFV TDB PC RN LS. Analyzed the data: PYT JC BT VFV TDB PH
PC LS. Wrote the paper: PYT JC KAB TDB TS.

References
1. Kurzrock R, Gutterman JU, Talpaz M. The molecular genetics of Philadelphia chromosome-positive

leukemias. N Engl J Med. 1988; 319: 990–998. doi: 10.1056/NEJM198810133191506 PMID: 3047582

2. Rowley JD. Letter: A new consistent chromosomal abnormality in chronic myelogenous leukaemia
identified by quinacrine fluorescence and Giemsa staining. Nature. 1973; 243: 290–293. PMID:
4126434

3. Druker BJ, Talpaz M, Resta DJ, Peng B, Buchdunger E, Ford JM, et al. Efficacy and safety of a specific
inhibitor of the BCR-ABL tyrosine kinase in chronic myeloid leukemia. N Engl J Med. 2001; 344:
1031–1037. doi: 10.1056/NEJM200104053441401 PMID: 11287972

4. Shah NP, Nicoll JM, Nagar B, Gorre ME, Paquette RL, Kuriyan J, et al. Multiple BCR-ABL kinase do-
main mutations confer polyclonal resistance to the tyrosine kinase inhibitor imatinib (STI571) in chronic
phase and blast crisis chronic myeloid leukemia. Cancer Cell. 2002; 2: 117–125. PMID: 12204532

5. Gorre ME, Mohammed M, Ellwood K, Hsu N, Paquette R, Rao PN, et al. Clinical resistance to STI-571
cancer therapy caused by BCR-ABL gene mutation or amplification. Science. American Association for
the Advancement of Science; 2001; 293: 876–880. doi: 10.1126/science.1062538

6. Druker BJ, Guilhot F, O'Brien S, Larson N. Long-term benefits of imatinib (IM) for patients newly diag-
nosed with chronic myelogenous leukemia in chronic phase (CML-CP): The 5-year update from the
IRIS study. Journal of Clinical Oncology. 2006; 24: 338S–338S.

7. Kantarjian HM, Giles F, Gattermann N, Bhalla K, Alimena G, Palandri F, et al. Nilotinib (formerly
AMN107), a highly selective BCR-ABL tyrosine kinase inhibitor, is effective in patients with Philadelphia
chromosome-positive chronic myelogenous leukemia in chronic phase following imatinib resistance
and intolerance. Blood. 2007; 110: 3540–3546. doi: 10.1182/blood-2007-03-080689 PMID: 17715389

8. Shah NP, Tran C, Lee FY, Chen P, Norris D, Sawyers CL. Overriding imatinib resistance with a novel
ABL kinase inhibitor. Science. 2004; 305: 399–401. doi: 10.1126/science.1099480 PMID: 15256671

9. Khoury HJ, Cortes JE, Kantarjian HM, Gambacorti-Passerini C, Baccarani M, Kim D-W, et al. Bosutinib
is active in chronic phase chronic myeloid leukemia after imatinib and dasatinib and/or nilotinib therapy
failure. Blood. 2012; 119: 3403–3412. doi: 10.1182/blood-2011-11-390120 PMID: 22371878

10. Cortes JE, Kantarjian H, Shah NP, Bixby D, Mauro MJ, Flinn I, et al. Ponatinib in refractory Philadelphia
chromosome-positive leukemias. N Engl J Med. 2012; 367: 2075–2088. doi: 10.1056/
NEJMoa1205127 PMID: 23190221

11. Cortes JE, Kim D-W, Pinilla-Ibarz J, le Coutre P, Paquette R, Chuah C, et al. A phase 2 trial of ponatinib
in Philadelphia chromosome-positive leukemias. N Engl J Med. 2013; 369: 1783–1796. doi: 10.1056/
NEJMoa1306494 PMID: 24180494

12. Zabriskie MS, Eide CA, Tantravahi SK, Vellore NA, Estrada J, Nicolini FE, et al. BCR-ABL1 Compound
Mutations Combining Key Kinase Domain Positions Confer Clinical Resistance to Ponatinib in Ph Chro-
mosome-Positive Leukemia. Cancer Cell. 2014. doi: 10.1016/j.ccr.2014.07.006

Small Molecule Inhibitors of RIN1-ABL Signaling

PLOS ONE | DOI:10.1371/journal.pone.0121833 March 26, 2015 15 / 17

http://dx.doi.org/10.1056/NEJM198810133191506
http://www.ncbi.nlm.nih.gov/pubmed/3047582
http://www.ncbi.nlm.nih.gov/pubmed/4126434
http://dx.doi.org/10.1056/NEJM200104053441401
http://www.ncbi.nlm.nih.gov/pubmed/11287972
http://www.ncbi.nlm.nih.gov/pubmed/12204532
http://dx.doi.org/10.1126/science.1062538
http://dx.doi.org/10.1182/blood-2007-03-080689
http://www.ncbi.nlm.nih.gov/pubmed/17715389
http://dx.doi.org/10.1126/science.1099480
http://www.ncbi.nlm.nih.gov/pubmed/15256671
http://dx.doi.org/10.1182/blood-2011-11-390120
http://www.ncbi.nlm.nih.gov/pubmed/22371878
http://dx.doi.org/10.1056/NEJMoa1205127
http://dx.doi.org/10.1056/NEJMoa1205127
http://www.ncbi.nlm.nih.gov/pubmed/23190221
http://dx.doi.org/10.1056/NEJMoa1306494
http://dx.doi.org/10.1056/NEJMoa1306494
http://www.ncbi.nlm.nih.gov/pubmed/24180494
http://dx.doi.org/10.1016/j.ccr.2014.07.006


13. Hantschel O, Nagar B, Guettler S, Kretzschmar J, Dorey K, Kuriyan J, et al. A myristoyl/phosphotyro-
sine switch regulates c-Abl. Cell. 2003; 112: 845–857. PMID: 12654250

14. Nagar B, Hantschel O, Young MA, Scheffzek K, Veach D, BornmannW, et al. Structural basis for the
autoinhibition of c-Abl tyrosine kinase. Cell. 2003; 112: 859–871. PMID: 12654251

15. McWhirter JR, Galasso DL, Wang JY. A coiled-coil oligomerization domain of Bcr is essential for the
transforming function of Bcr-Abl oncoproteins. Mol Cell Biol. 1993; 13: 7587–7595. PMID: 8246975

16. Smith KM, Yacobi R, Van Etten RA. Autoinhibition of Bcr-Abl through its SH3 domain. Mol Cell. 2003;
12: 27–37. PMID: 12887890

17. Han L, Wong D, Dhaka A, Afar D,White M, XieW, et al. Protein binding and signaling properties of RIN1
suggest a unique effector function. Proc Natl Acad Sci USA. 1997; 94: 4954–4959. PMID: 9144171

18. Afar DE, Han L, McLaughlin J, Wong S, Dhaka A, Parmar K, et al. Regulation of the oncogenic activity
of BCR-ABL by a tightly bound substrate protein RIN1. Immunity. 1997; 6: 773–782. PMID: 9208849

19. Cao X, Tanis KQ, Koleske AJ, Colicelli J. Enhancement of ABL kinase catalytic efficiency by a
direct binding regulator is independent of other regulatory mechanisms. J Biol Chem. 2008; 283:
31401–31407. doi: 10.1074/jbc.M804002200 PMID: 18796434

20. Thai M, Ting PY, McLaughlin J, Cheng D, Müschen M, Witte ON, et al. ABL fusion oncogene transfor-
mation and inhibitor sensitivity are mediated by the cellular regulator RIN1. Leukemia. 2011; 25:
290–300. doi: 10.1038/leu.2010.268 PMID: 21102429

21. Dixon AS, Constance JE, Tanaka T, Rabbitts TH, Lim CS. Changing the subcellular location of the
oncoprotein Bcr-Abl using rationally designed capture motifs. Pharm Res. 2012; 29: 1098–1109. doi:
10.1007/s11095-011-0654-8 PMID: 22183511

22. Yuan J, Wang G. Lanthanide complex-based fluorescence label for time-resolved fluorescence bioas-
say. J Fluoresc. 2005; 15: 559–568. doi: 10.1007/s10895-005-2829-3 PMID: 16167214

23. Miller NJ, Castelluccio C, Tijburg L, Rice-Evans C. The antioxidant properties of theaflavins and their
gallate esters—Radical scavengers or metal chelators? FEBS Lett. 1996; 392: 40–44. PMID: 8769311

24. Hibasami H, Komiya T, Achiwa Y, Ohnishi K, Kojima T, Nakanishi K, et al. Black tea theaflavins induce
programmed cell death in cultured human stomach cancer cells. Int J Mol Med. 1998; 1: 725–727.
PMID: 9852288

25. Liang YC, Chen YC, Lin YL, Lin-Shiau SY, Ho CT, Lin JK. Suppression of extracellular signals and cell
proliferation by the black tea polyphenol, theaflavin-3,3 '-digallate (vol 20, pg 733, 1999). Carcinogene-
sis. 1999; 20: 1383–1383.

26. Jacquel A, Herrant M, Legros L, Belhacene N, Luciano F, Pages G, et al. Imatinib induces mitochon-
dria-dependent apoptosis of the Bcr-Abl-positive K562 cell line and its differentiation toward the ery-
throid lineage. FASEB J. 2003; 17: 2160–2162. doi: 10.1096/fj.03-0322 PMID: 14597677

27. Kawano T, Horiguchi-Yamada J, Iwase S, Furukawa Y, Kano Y, Yamada H. Inactivation of ERK accel-
erates erythroid differentiation of K562 cells induced by herbimycin A and STI571 while activation of
MEK1 interferes with it. Mol Cell Biochem. 2004; 258: 25–33. PMID: 15030167

28. Balaji K, Mooser C, Janson CM, Bliss JM, Hojjat H, Colicelli J. RIN1 orchestrates the activation of
RAB5 GTPases and ABL tyrosine kinases to determine the fate of EGFR. J Cell Sci. 2012; 125:
5887–5896. doi: 10.1242/jcs.113688 PMID: 22976291

29. Hu H, Bliss JM, Wang Y, Colicelli J. RIN1 is an ABL tyrosine kinase activator and a regulator of epitheli-
al-cell adhesion and migration. Curr Biol. 2005; 15: 815–823. doi: 10.1016/j.cub.2005.03.049 PMID:
15886098

30. Jin L, WangW, Fang G. Targeting protein-protein interaction by small molecules. Annu Rev Pharmacol
Toxicol. 2014; 54: 435–456. doi: 10.1146/annurev-pharmtox-011613-140028 PMID: 24160698

31. Zhang J, Chung T, Oldenburg K. A Simple Statistical Parameter for Use in Evaluation and Validation of
High Throughput Screening Assays. J Biomol Screen. 1999; 4: 67–73. PMID: 10838414

32. Baxter NJ, Lilley TH, Haslam E, Williamson MP. Multiple interactions between polyphenols and a
salivary proline-rich protein repeat result in complexation and precipitation. Biochemistry. 1997; 36:
5566–5577. doi: 10.1021/bi9700328 PMID: 9154941

33. Charlton AJ, Baxter NJ, Lilley TH, Haslam E, McDonald CJ, Williamson MP. Tannin interactions with a
full-length human salivary proline-rich protein display a stronger affinity than with single proline-rich re-
peats. FEBS Lett. 1996; 382: 289–292. PMID: 8605987

34. Adrián FJ, Ding Q, Sim T, Velentza A, Sloan C, Liu Y, et al. Allosteric inhibitors of Bcr-abl-dependent
cell proliferation. Nat Chem Biol. 2006; 2: 95–102. doi: 10.1038/nchembio760 PMID: 16415863

35. Zhang J, Adrián FJ, JahnkeW, Cowan-Jacob SW, Li AG, Iacob RE, et al. Targeting Bcr-Abl by combin-
ing allosteric with ATP-binding-site inhibitors. Nature. 2010; 463: 501–506. doi: 10.1038/nature08675
PMID: 20072125

Small Molecule Inhibitors of RIN1-ABL Signaling

PLOS ONE | DOI:10.1371/journal.pone.0121833 March 26, 2015 16 / 17

http://www.ncbi.nlm.nih.gov/pubmed/12654250
http://www.ncbi.nlm.nih.gov/pubmed/12654251
http://www.ncbi.nlm.nih.gov/pubmed/8246975
http://www.ncbi.nlm.nih.gov/pubmed/12887890
http://www.ncbi.nlm.nih.gov/pubmed/9144171
http://www.ncbi.nlm.nih.gov/pubmed/9208849
http://dx.doi.org/10.1074/jbc.M804002200
http://www.ncbi.nlm.nih.gov/pubmed/18796434
http://dx.doi.org/10.1038/leu.2010.268
http://www.ncbi.nlm.nih.gov/pubmed/21102429
http://dx.doi.org/10.1007/s11095-011-0654-8
http://www.ncbi.nlm.nih.gov/pubmed/22183511
http://dx.doi.org/10.1007/s10895-005-2829-3
http://www.ncbi.nlm.nih.gov/pubmed/16167214
http://www.ncbi.nlm.nih.gov/pubmed/8769311
http://www.ncbi.nlm.nih.gov/pubmed/9852288
http://dx.doi.org/10.1096/fj.03-0322
http://www.ncbi.nlm.nih.gov/pubmed/14597677
http://www.ncbi.nlm.nih.gov/pubmed/15030167
http://dx.doi.org/10.1242/jcs.113688
http://www.ncbi.nlm.nih.gov/pubmed/22976291
http://dx.doi.org/10.1016/j.cub.2005.03.049
http://www.ncbi.nlm.nih.gov/pubmed/15886098
http://dx.doi.org/10.1146/annurev-pharmtox-011613-140028
http://www.ncbi.nlm.nih.gov/pubmed/24160698
http://www.ncbi.nlm.nih.gov/pubmed/10838414
http://dx.doi.org/10.1021/bi9700328
http://www.ncbi.nlm.nih.gov/pubmed/9154941
http://www.ncbi.nlm.nih.gov/pubmed/8605987
http://dx.doi.org/10.1038/nchembio760
http://www.ncbi.nlm.nih.gov/pubmed/16415863
http://dx.doi.org/10.1038/nature08675
http://www.ncbi.nlm.nih.gov/pubmed/20072125


36. Kawabata T. Build-up algorithm for atomic correspondence between chemical structures. J Chem Inf
Model. 2011; 51: 1775–1787. doi: 10.1021/ci2001023 PMID: 21736325

37. Klein E, Ben-Bassat H, Neumann H, Ralph P, Zeuthen J, Polliack A, et al. Properties of the K562 cell
line, derived from a patient with chronic myeloid leukemia. Int J Cancer. 1976; 18: 421–431. PMID:
789258

38. Zimman A, Chen SS, Komisopoulou E, Titz B, Martínez-Pinna R, Kafi A, et al. Activation of aortic
endothelial cells by oxidized phospholipids: a phosphoproteomic analysis. J Proteome Res. 2010; 9:
2812–2824. doi: 10.1021/pr901194x PMID: 20307106

39. Elias JE, HaasW, Faherty BK, Gygi SP. Comparative evaluation of mass spectrometry platforms used
in large-scale proteomics investigations. Nat Methods. 2005; 2: 667–675. doi: 10.1038/nmeth785
PMID: 16118637

40. Beausoleil SA, Villén J, Gerber SA, Rush J, Gygi SP. A probability-based approach for high-throughput
protein phosphorylation analysis and site localization. Nat Biotechnol. 2006; 24: 1285–1292. doi: 10.
1038/nbt1240 PMID: 16964243

41. Prakash A, Mallick P, Whiteaker J, Zhang H, Paulovich A, Flory M, et al. Signal maps for mass
spectrometry-based comparative proteomics. Mol Cell Proteomics. 2006; 5: 423–432. doi: 10.1074/
mcp.M500133-MCP200 PMID: 16269421

Small Molecule Inhibitors of RIN1-ABL Signaling

PLOS ONE | DOI:10.1371/journal.pone.0121833 March 26, 2015 17 / 17

http://dx.doi.org/10.1021/ci2001023
http://www.ncbi.nlm.nih.gov/pubmed/21736325
http://www.ncbi.nlm.nih.gov/pubmed/789258
http://dx.doi.org/10.1021/pr901194x
http://www.ncbi.nlm.nih.gov/pubmed/20307106
http://dx.doi.org/10.1038/nmeth785
http://www.ncbi.nlm.nih.gov/pubmed/16118637
http://dx.doi.org/10.1038/nbt1240
http://dx.doi.org/10.1038/nbt1240
http://www.ncbi.nlm.nih.gov/pubmed/16964243
http://dx.doi.org/10.1074/mcp.M500133-MCP200
http://dx.doi.org/10.1074/mcp.M500133-MCP200
http://www.ncbi.nlm.nih.gov/pubmed/16269421



