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Protein kinase signaling is fundamental to cell homeostasis
and is deregulated in all cancers but varies between pa-
tients. Understanding the mechanisms underlying this het-
erogeneity is critical for personalized targeted therapies.
Here, we used a recently established LC-MS/MS platform to
profile protein phosphorylation in acute myeloid leukemia
cell lines with different sensitivities to kinase inhibitors. The
compounds used in this study were originally developed to
target Janus kinase, phosphatidylinositol 3-kinase, and
MEK. After further validation of the technique, we identified
several phosphorylation sites that were inhibited by these
compounds but whose intensities did not always correlate
with growth inhibition sensitivity. In contrast, several hun-
dred phosphorylation sites that correlated with sensitivity/
resistance were not in general inhibited by the compounds.
These results indicate that markers of pathway activity may
not always be reliable indicators of sensitivity of cancer
cells to inhibitors that target such pathways, because the
activity of parallel kinases can contribute to resistance. By
mining our data we identified protein kinase C isoforms as
one of such parallel pathways being more active in resistant
cells. Consistent with the view that several parallel kinase
pathways were contributing to resistance, inhibitors that
target protein kinase C, MEK, and Janus kinase potentiated
each other in arresting the proliferation of multidrug-resis-
tant cells. Untargeted/unbiased approaches, such as the
one described here, to quantify the activity of the intended
target kinase pathway in concert with the activities of par-
allel kinase pathways will be invaluable to personalize ther-
apies based on kinase inhibitors. Molecular & Cellular
Proteomics 11: 10.1074/mcp.M112.017483, 453–466, 2012.

Protein kinase signaling networks control cell proliferation,
survival, motility, and metabolism and are deregulated in dis-
eases such as cancer (1, 2). Inhibitors that primarily target the
HER2, vascular endothelial growth factor receptor, epidermal
growth factor receptor, and BCR-Abl kinases have been ap-
proved for the treatment of specific cancers (3, 4), whereas
others, including compounds targeting the PI3K/Akt/mTOR,1

MEK/ERK, and JAK/STAT kinase networks, are being ad-
vanced toward the clinic (5–12). However, cancers are bio-
logically heterogeneous, and it has become clear that the
wiring of the proliferative kinase networks vary profoundly
between cells (1, 13) and that cancer cells developing in
different contexts vary in their kinase requirements for pro-
liferation (14, 15). The practical consequence of this hetero-
geneity is that cancers respond to kinase inhibitors to dif-
ferent extents. Targeted therapies will therefore require a
systematic identification and monitoring of deregulated ki-
nase pathways in a given cell population. Members of these
downstream pathways may then serve both as useful addi-
tional drug targets as well as biomarkers for personalized
medicine (16).

Systematic gene sequencing efforts have uncovered thou-
sands of mutations in kinases in essentially all cancer types
(17–20). Although cancer may ultimately result from the col-
lective set of genetic mutations, establishing a functional con-
nection between specific mutations and kinase signaling
pathway activation is difficult with our current knowledge of
the network components and how these are wired (21, 22).
Methods for direct and systematic quantification of kinase
activation should therefore complement genetic studies. Cor-
relating these activities with biological end points (e.g., with
the sensitivity to inhibitors or to RNA interference probes) or
with genetic mutations could then be used to investigate
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kinase pathways at the system level, within their given mo-
lecular, biological, and physiological contexts.

Advances in MS and separation technology have resulted in
the development of several techniques that can be used for
global and systematic analysis of signaling pathways. For
example, previous studies have shown the potential of MS to
quantify the activities of selected kinases in a multiplex man-
ner (23–25). Another approach to systematically quantify
overall kinase pathways is based on quantitative phospho-
proteomic techniques, which measure global physiological
phosphorylation. Powerful and robust MS-based phospho-
proteomics methods have been described (26–30) and are
being used to provide insights into how kinase signaling path-
ways contribute to biology (27, 31–33).

In this study, we have applied quantitative phosphopro-
teomics to analyze global phosphorylation in acute myeloid
leukemia (AML) cell lines with different sensitivities to inhibitors
originally developed to target PI3K, MEK, and JAK pathways.
Our aim was to investigate two alternative hypotheses to ac-
count for the resistance of these cells to kinase inhibitors:
namely that (i) activation of the inhibitor target(s) may be the
main determinant of conferring sensitivity to the compounds (as
stated by the theory of oncogene addiction (34)) or (ii) resistance
to kinase inhibitors can be due to the activity of parallel path-
ways in the kinase network, as sometimes (but not always)
observed in other cancer types (35, 36). For this, we first iden-
tified (by LC-MS/MS) phosphorylation sites inhibited by three
different kinase inhibitors in three different pairs of resistant/
sensitive cell lines. We then asked whether those phosphory-
lation sites (which are markers of the kinase activities inhibited
by the compounds) would correlate with sensitivity to the inhi-
bition of proliferation by the compounds. We found that cells
that differed in their relative sensitivity to kinase inhibitors had
markedly different patterns in basal global phosphorylation in
the absence of inhibitors, with some phosphorylation patterns
correlating with sensitivity/resistance. The intensities of activ-
ity markers did not correlate with inhibition of cell proliferation,
arguing that readouts of pathway activity are not necessarily
reliable indicators of cellular sensitivities to inhibitors targeting
such pathways. These findings also indicate that some cancer
cells are not addicted to a single overactive kinase pathway
and are consistent with the emerging view that susceptibility
to an inhibitor may be not only due to activation of the target
kinase but also to activation of parallel pathways (37). By
mining our data, we found that several PKC isoforms were
more phosphorylated at sites known to correlate with their
activity in AML resistant to kinase inhibitors, suggesting a role
for PKCs in resistance to kinase inhibitors. A pharmacological
approach was then used to test whether combining different
kinase inhibitors affected the proliferation of sensitive and
resistant AML cells. These results were consistent with the
phosphoproteomics data and showed that multidrug-resist-
ant AML cells proliferated using different kinase pathways
parallel to the ones targeted by the drugs.

EXPERIMENTAL PROCEDURES

Cell Culture—AML cell lines included in the COSMIC cancer ge-
nome project (19) (AML-193, CMK, CTS, HEL, Kasumi-1, KG-1, MV4-
11, and P31/FUJ) and murine NIH 3T3 fibroblasts were routinely
cultured in Dulbecco’s modified Eagle’s medium at 37 °C in a humid-
ified atmosphere of 5% CO2 in medium supplemented with 10%
bovine serum, 100 units/ml penicillin, and 100 �g/ml streptomycin.
AML cell lines were maintained at �5–10 � 105 cell/ml in RPMI
supplemented with 50 �M �-mercaptoethanol.

When indicated, the effect of kinase inhibitors on phosphorylation
was determined by incubating cells with the respective inhibitor (1 �M

PI-103, 500 nM MEK I inhibitor, or 500 nM JAK I inhibitor (catalog
numbers 528100, 444937, and 420099 from Calbiochem, respec-
tively)) for 1 h before cell lysis. AML cells were seeded at 5 � 105

cells/ml in fresh medium the day before the experiment. Each culture
contained 5 � 106 cells in 10 ml, and three independent cell cultures
were used per cell line and condition. The cells were harvested by
centrifugation at 300 � g for 10 min and washed twice with ice-cold
PBS containing 1 mM pV and 1 mM sodium fluoride. Lysis was
performed using a denaturing buffer (20 mM HEPES, pH 8.0, 8 M urea,
1 mM pV, 1 mM sodium fluoride, 2.5 mM sodium pyrophosphate, 1 mM

�-glycerolphosphate) at a concentration of 10 � 106 cells/ml. Fur-
ther protein solubilization was achieved by sonication. Lysate de-
bris was cleared by centrifugation at 20,000 � g for 10 min, and
protein concentration of the supernatants was determined by Brad-
ford assay. The samples were then kept frozen at �80 °C until
further analysis.

Validation of label-free quantitative phosphoproteomic was carried
out in NIH 3T3 cells using an approach for assessing quantification
accuracy (38). Briefly, the cells were seeded at �35% confluency and
cultured for 24 h, when cells reached �70% confluency. After prein-
cubation at 37 °C for 30 min with the phosphatase inhibitor pV at a
final concentration of 1 mM, the cells were then washed twice and
trypsinized off the flask following the harvesting protocol described
above. Extracts of pV-treated cells were mixed with decreasing
amounts of extracts of nontreated cells (100, 90, 70, 50, 30, 10, and
0%) so that each experimental point contained 0.5 mg of protein to
obtain a complex phosphopeptide titration curve to test matrix con-
tribution to the performance of the LC-MS/MS quantitative method.

Sensitivity of AML Cell Lines to Drug Treatment—Eight cell lines
(AML-193, CMK, CTS, HEL, Kasumi-1, KG-1, MV4-11, and P31/FUJ)
were seeded in 96-well plates at 105 cell/ml in triplicate for each
condition. After a recovery period of 2 h, the cells were treated with
increasing concentrations (1 nM, 10 nM, 100 nM, 1 �M, and 10 �M) of
MEK I inhibitor (Calbiochem), JAK I inhibitor (Calbiochem), PI-103
(Calbiochem), and GF 109203X (Sigma). As controls, the cells were
both treated with the vehicle (DMSO) and left untreated. After 48 or
72 h treatment, cell viability was assessed by MTS assay (CellTiter
96� AQueous One Solution cell proliferation assay; Promega Corpo-
ration, Madison, WI) and standard curves used to calculate cell num-
bers. Cell proliferation was calculated as the number of cells after
inhibitor treatment minus number of cells seeded. According to the
suppliers, the IC50 values of these inhibitors are 12 nM for MEK (MEK
I inhibitor), 15 nM for JAK1 (JAK I inhibitor), 2 nM and 5–200 nM for
PI3K isoforms and mTORC1 (PI-103), respectively, and 8–20 nM for
PKC isoforms (GF 109203X).

Protein Digestion and Solid Phase Extraction—Sample reduction
and alkylation were performed with 4.1 mM DTT and 8.3 mM iodoac-
etamide in the dark and at room temperature for 15 min each. After
diluting the samples to 2 M urea with HEPES, pH 8.0, trypsinization
was performed using 10 TAME (p-toluene-sulfonyl-L-arginine
methyl ester) units of immobilized 1-chloro-3-tosylamido-7-amino-2-
heptanone-trypsin/5 � 106 cells for 16 h at 37 °C. Digestion was
stopped by adding TFA at a final concentration of 1%. The resultant
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peptide solutions were desalted using Sep-Pak C18 columns (Waters
UK Ltd., Manchester, UK) according to the manufacturer’s guidelines.
Peptide elution was carried out with 5 ml of 50% ACN, 0.1% TFA.

Immobilized Metal Ion Affinity Chromatography—Phosphopeptide
separation was achieved using an adapted immobilized metal ion
affinity chromatography enrichment protocol (38). In short, each sam-
ple was incubated for 30 min at room temperature with 300 �l of
Fe(III)-coated-Sepharose high performance beads used as a 50%
slurry in 50% ACN, 0.1% TFA. Unbound peptides were discarded,
and beads were washed with 300 �l of 50% ACN, 0.1% TFA twice.
The enriched phosphopeptide fraction was eluted with 300 �l of 1.5%
ammonia water, pH 11. A second elution using 50 �l of 1.5% ammo-
nia water, pH 11, containing 50% ACN allowed further enrichment.
Eluted peptides were acidified by adding 10% formic acid and finally
dried in a SpeedVac and stored at �80 °C.

Nanoflow-Liquid Chromatography Tandem Mass Spectrometry
(LC-MS/MS)—For phosphoproteomic experiments, dried phospho-
peptides enriched samples were dissolved in 10 �l of 0.1% TFA and
analyzed in a LC-MS/MS system. The latter consisted of an LTQ-
Orbitrap XL mass spectrometer (Thermo Fisher Scientific) connected
online to a nanoflow ultrahigh pressure liquid chromatography (nano-
Acquity, Waters/Micromass) that delivered a flow rate of 5 �l/min
(loading) and 400 nl/min (elution) with an operating back pressure of
�3,000 psi. Separations were performed in a BEH 100-�m �
100-mm column (Waters/Micromass). The mobile phases were solu-
tion A, 0.1% formic acid in LC-MS grade water and solution B, 0.1%
FA in LC-MS grade ACN. Gradient runs were from 1% B to 35% B in
100 min followed by a 5-min wash at 85% B and a 7-min equilibration
step at 1% B. Full scan survey spectra (m/z 350–1600) were acquired
in the LTQ-Orbitrap XL with a resolution of 60000 at m/z 400. A
data-dependent analysis in multistage acquisition mode was em-
ployed in which the five most abundant multiply charged ions present
in the survey spectrum were automatically mass-selected and frag-
mented by collision-induced dissociation (normalized collision energy
35%). MS scans were followed by five MS/MS scans (m/z 50–2000),
which allow the acquisition of at least 15 data points/chromato-
graphic peak. Dynamic exclusion was enabled with the exclusion list
restricted to 500 entries, exclusion duration of 40 s, and mass window
of 10 ppm.

Data Analysis—LTQ-Orbitrap MS/MS data were smoothed and
centroided using Mascot Distiller. The processed files were searched
against the mouse sequence library in the international protein index
(IPI Mouse v3.49, 165169 sequences) or SwissProt (version 09-2010
containing 20,286 human entries) using the Mascot search engine.
Searches were automated with Mascot Daemon (v2.2.2; Matrix Sci-
ence, London, UK). The parameters included, choosing trypsin as
digestion enzyme with one missed cleavage allowed, carbamido-
methyl (C) was set as fixed modification, and pyro-glu (N-terminal),
oxidation (M), and phospho (STY) were variable modifications. The
data sets were searched with a mass tolerance of � 7 ppm and a
fragment mass tolerance of � 800 mmu. The hits were considered
significant when the Mascot expectation value was �0.05. The false
positive rate as estimated by searches against a decoy database was
less than 2%. Sites of modification are reported when they had delta
scores �20. Delta scores were calculated as described (39). Other-
wise the site of modification was deemed to be ambiguous; in such
cases phosphopeptides are reported as the start-end residues within
the protein sequence.

Phosphopeptides identified by Mascot with a statistical significant
threshold were placed in a database of peptides quantifiable by
LC-MS and quantified by PESCAL. This program, written in-house for
the automation of label-free LC-MS data analysis (40), quantifies the
intensities of the peptides present in the database across all the
samples one wishes to compare. PESCAL uses the m/z, z, and

retention time of the selected peptides to construct extracted ion
chromatograms (XICs) for the first three isotopes of each ion. This
applies restrictions on the molecular mass, retention time, charge,
and isotope distributions, which permits confident identification of the
LC-MS elution profiles corresponding to the studied phosphopep-
tides. Windows for XIC construction were 5 ppm and 2.5 min for m/z
and retention time, respectively. Chromatograms were aligned using
the retention times of peaks common to all samples by the application
of an algorithm based on linear regression. The intensity values could
then be calculated by determining the peak height of each individual
XIC. The resulting quantitative data were parsed into Excel files for
further normalized and statistical analysis. Peptide intensities were
normalized to the total chromatogram intensity and to the mean
intensities across the samples being compared.

LC-Multiple Reaction Monitoring—To validate our label-free quan-
titative strategy, selected reaction monitoring was performed in a
linear ion trap of an LTQ-Orbitrap XL using the same LC conditions as
above. Twenty-five of the identified phosphopeptides were monitored
in samples containing increasing amounts of extracts of pV-treated
cells. Typical chromatographic peak widths were 20–40 s at the
base, which ensured collection of �10 points per chromatographic
peak. Quantification was performed by adding the peak areas of XICs
of the three most intense MS/MS fragment ions with an m/z greater
than that of the parent ion. Xcalibur was used to automate these
analyzes. The integration of each chromatographic peak was cor-
rected manually to ensure accurate quantification.

Statistical Analysis—The averaged data are expressed as the
means � S.D. (for phosphoproteomics data) or means � S.E. (for cell
viability and proliferation data). Statistical differences in phosphopep-
tide intensities were assessed by Student’s t test and adjusted for
multiple testing using the Benjamini Hochberg false discovery rate
method. The results were considered statistically significant at the
p � 0.05 level after correction for multiple testing. R was used for
principal component analysis.

Western Blot—25 �g of protein were mixed with loading buffer (30
mM Tris-HCl, pH 6.5, 1% SDS (w/v), 5% glycerol (v/v), 0.0005%
bromphenol blue (w/v)). The membranes were blocked with TBS-
Tween 20 supplemented with 5% skimmed milk (w/v), incubated with
primary antibody overnight at 4 °C, with secondary antibody for 1 h at
room temperature and developed with enhanced chemiluminiscence
reagents. Anti-ERK1/2 phosphorylated at Thr-202 and Tyr-204 (Cell
Signaling; catalog number 9106), anti-ERK1/2 (Cell Signaling; catalog
number 9102), anti-mouse peroxidase (GE Healthcare; catalog num-
ber NXA901), and anti-rabbit peroxidase (GE Healthcare; catalog
number NA934V) were used at 1:2000, 1:2000, 1:5000, and 1:5000
dilution, respectively. Band intensities were quantified with a GS800
calibrated densitometer (Bio-Rad).

RESULTS

Analytical Strategy—Our aim was to profile and quantify
global phosphorylation across several cell lines, either un-
treated or treated with different inhibitors, and to perform
biological replicates for statistical analysis. We therefore de-
veloped a label-free MS strategy for quantitative phosphopro-
teomics because this would allow comparison of an, in prin-
ciple, unlimited number of samples and replicates. Label-free
quantification of phosphorylation by LC-MS using peak inten-
sities (areas or heights) of XICs has been described (41–44).
The analytical strategy proposed here is based on this ap-
proach and uses peak heights of XICs as the quantitative
readout of phosphopeptides detected by LC-MS/MS. This is
akin to selected ion monitoring (45) but exploits the resolution
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of the Orbitrap analyzer and chromatographic reproducibility
and alignment to construct XICs with very narrow windows of
mass and relative retention times. We have previously re-
ported that �90% of phosphopeptides analyzed using this
strategy can be quantified with good precision and with ac-
curacy deviations �50% (38).

To further assess the accuracy of quantification of our
techniques, and the potential of matrix effects contributing to
variability, we performed a series of experiments in which
cells treated with pervanadate (pV), a protein-tyrosine phos-
phatase inhibitor, were mixed in different proportions with
untreated cells. As expected, pV treatment augmented pro-
tein phosphorylation not only on Tyr but also on Ser and Thr,
given that although pV is tyrosine phosphatase inhibitor, this
compound also increases the phosphorylation on Ser and Thr
residues as a knock-on effect (41). This increase in phosphor-
ylation was proportional to the percentage of pV-treated cell
extract added to the mixture (Fig. 1A), indicating that the
linearity of quantification was not affected by changes in
sample composition or matrix effects. An example of this is
the quantification of the mouse ERK1 Tyr(P)-185 phospho-
peptide that, after normalization using total ion chromatogram
intensity, showed linearity of signal as a function of pV-treated
cells added to the mixture with R2 � 0.99 (Fig. 1B). In addition
to Tyr(P)-185 ERK, the intensities of all 200 phosphopeptides
that showed enhanced intensities upon pV treatment also
correlated to the amount of pV-treated cells in the sample,
with R2 �0.95 after normalization (Fig. 1C; illustrative peptides
are shown in supplemental Fig. 1). In addition to operating in
a linear dynamic range, the technique was also found to be
highly reproducible and comparable with selected reaction
monitoring (Fig. 1D and supplemental Fig. 2). There was also
a quantitative correlation between label-free LC-MS and
Western blot analysis (Fig. 1E), although quantitative LC-MS
data, as returned by this approach, showed a better linear
correlation and was thus more accurate than quantification by
immunoblotting.

Basal Phosphoproteomic Analysis of Sensitive versus Re-
sistant Leukemia Cells—We next treated a panel of AML cell
lines with increasing concentrations of inhibitors originally
developed to target PI3K (PI-103 (9)), MEK (MEK I; Calbi-
ochem (46)), or JAK (JAK I; Calbiochem (47)), revealing a
range of sensitivities for growth inhibition (supplemental Fig.
3). These inhibitors were chosen because the pathways being
targeted are known to have a role in AML (11). Cell line pairs
with different sensitivity to the inhibitors used were chosen for
further analysis (Fig. 2), namely P31/FUJ versus MV4-11 (rel-
atively resistant versus relatively sensitive to PI-103), HEL
versus AML-193 (relatively resistant versus relatively sensitive
to JAK I), and HEL versus MV4-11 (relatively resistant versus
relatively sensitive to MEK I).

Basal phosphorylation was measured in six replicates (in-
dividual cell preparations) to assess the reproducibility of our
MS approach and the potential for significant differences to

arise by chance during analysis. The means of three arbitrarily
chosen replicates from each cell line were compared with the
means of the other three. As expected, the frequencies of
Log2 fold changes within a cell line were centered on zero (no
change), and �95% of phosphopeptide measurements were
within �0.5 and 0.5 log2 fold change (Fig. 3A). After correc-
tion for multiple testing, only one measurement of �16,000
had a p � 0.05 (supplemental Fig. 4), indicating that the
contribution of the quantification step to false discovery rates
was negligible.

We next compared basal phosphorylation between each of
the three sensitive/resistant cell line pairs shown in Fig. 2. The
Log2 fold differences in basal phosphorylation between cell
line pairs also centered around zero (Fig. 3B), but the spread
of fold change differences was much greater than when same
cell replicates were analyzed (compare frequency distribu-
tions in Fig. 3, A and B). To identify differences in basal
phosphorylation of cell lines, we chose threshold cutoff values
of p � 0.05 (by t test and Benjamini-Hochberg multiple testing
correction) and Log2 fold between �1.5 and 1.5 because, as
discussed above, these values resulted in no positive identi-
fication simply by chance upon comparing replicates (supple-
mental Fig. 4). These cutoff criteria are the same as described
elsewhere (44). As shown in the volcano plots in Fig. 3C,
hundreds of phosphopeptides showed significant and robust
differences between sensitive and resistant cell lines. The
quality of XICs derived from phosphopeptides with significant
differences between cell lines was validated manually.

Correlation of Known Pathway Markers with Drug Sensitivity
of AML Cells—We also compared global phosphorylation in
cell lines before and after treatment with inhibitors. This anal-
ysis was performed in triplicate (three individual cell prepara-
tions per experimental condition) and quantified �2,100
phosphopeptides across these conditions. Principal compo-
nent analysis revealed that replicates of individual cell lines
grouped together and that cell lines could not be separated
by principal component analysis based on inhibitor treat-
ment only (Fig. 3D), indicating that there were not obvious
outliers in the experiment and that the differences in phos-
phorylation between cell lines was larger than those caused
by the inhibitors.

Susceptibility to kinase inhibitors is often rationalized by the
theory of oncogene addiction, which predicts that cells with
overactive kinases may respond to inhibitors that target such
kinases to a greater extent than cells in which the inhibitor
targets are less active (34). Therefore, we examined the phos-
phorylation of sites known to be downstream of kinases tar-
geted by the compounds, i.e., markers of pathway activation.
As illustrated in Fig. 4, several sites known to be downstream
of PI3K, MEK, and JAK were detected in our analysis and
decreased upon treatment of the cells with the respective
inhibitors. For example, sites on EIF4BP1 (also known as
4EBP1), AKTS1 (also known as PRAS40), and RPS6 (also
known as ribosomal S6), previously demonstrated to be
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downstream of PI3K (48), were inhibited by PI-103 but not by
JAK-I or MEK-I (Fig. 4A). Similarly, phosphorylation on
STAT5A Tyr(P)-694, a downstream effector of JAK (49), was
specifically affected by JAK inhibition (Fig. 4B). As for MEK I,
the MAPK1 (also known as ERK2) sites downstream of MEK
were inhibited in MV4-11, although this site was undetectable
in HEL (Fig. 4C). Supplemental Fig. 5 shows the chromato-

grams used to quantify the phosphopeptides in Fig. 4. Overall,
these data provide further validation of our approach as a
means to quantify signaling downstream of kinase inhibitors.

There was often no correlation between basal phosphory-
lation of specific pathway activity markers and drug sensitiv-
ity, as measured by growth inhibition, in that cells that were
sensitive to drug inhibition did not necessarily have high basal

FIG. 1. Accuracy and precision of phosphopeptide quantification by label-free LC-MS/MS. Extracts of pV-treated cells were mixed with
extracts of untreated cells at the proportions shown in A, followed by enrichment of phosphopeptides and quantification by LC-MS. A, XICs
of a phosphopeptide matching MAPK Tyr(P)-185 in samples containing increasing amounts of pV-treated cells. XICs of the first, second, and
third isotopes are shown in blue, red, and green, respectively. B, plot of data, as returned by Pescal, demonstrating the linearity of quantification
before and after normalization. C, the linearity of the quantitative data was confirmed by the analysis of 200 additional phosphopeptides
induced upon pV treatment. After normalization, R2 � 0.95 for each of the analyzed phosphopeptides was achieved. D, plot of XIC intensities
of nine phosphopeptides in seven replicates demonstrating the precision (reproducibility) of the analysis. E, aliquots of lysates from the
experiment shown in A–C were analyzed by immunoblotting using an antibody against MAPK Tyr(P)-185 (ERK1/2). The plot shows that
phosphosite quantification by immunoblotting is not as linear as quantification by LC-MS (compare E with B). OD, optical density.
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phosphorylation of the pathway marker. Indeed, the basal
intensities of phosphorylation on EIF4BP1, AKTS1, and RPS6
did not correlate with biological sensitivity to PI-103 (Fig. 4A).
Similarly, the level of basal STAT5A Tyr(P)-694 did not corre-
late with sensitivity to JAK inhibition (Fig. 4iB). As for MEK I,
MAPK1 sites downstream of MEK, did correlate with the
sensitivity of MV4-11 to the MEK inhibitor in that the resistant
cell line had a low basal phosphorylation on this site (Fig. 4C).
Taken together, these data show that pathway inhibitors in-
variably inhibited the phosphorylation of known pathway ac-
tivity markers, independent of their basal levels of phosphor-
ylation, both in sensitive and resistant cell lines. However, the
basal intensities of these pathway markers did not always
correlate with resistance/sensitive to the same compounds.

Identification of New Phosphorylation Site Markers of Sig-
naling Inhibitor Efficacy and Their Correlation to Sensitivity—
Investigative compounds, such as the ones used in this study,
in addition to effects on the intended target, often have off-
target effects on other kinases. To investigate whether the
activity of these other kinases were the determinants in cof-
fering sensitivity to the inhibitors, we mined our phosphopro-
teomics data to identify additional phosphorylation sites
inhibited by the compounds used in this study; these phos-
phorylation sites can thus serve as markers of the activity of
the kinase(s) that are actually being inhibited by the com-
pounds, in addition to those for which the inhibitors were
developed. Unbiased mining of our phosphoproteomics data
with the stringent criteria outlined above revealed a total of 18,
19, and 12 phosphopeptides that were significantly inhibited
by PI-103, JAK-I, and MEK-I, respectively (Fig. 5 and supple-
mental Fig. 6, A–C show the chromatograms used to quantify
these phosphopeptides). The phosphorylation sites in these
peptides could be genuine activity markers of the intended
target kinase and/or of off-target kinase(s) inhibited by the com-
pounds. To assess whether the differences pathway markers
being affected by the inhibitors were statistically significant, the
data were normalized to the mean across observations, so that
a mean of the expression of all phosphopeptides in a sample
could be obtained (Fig. 5, A–C, right panels).

Phosphorylation sites that were inhibited by the com-
pounds include known pathway markers such as EIF4EBP1
Ser(P)-66, STAT5A Tyr(P)-595, and MAPK1 Thr(P)-195 Tyr(P)-
199 (also shown in Fig. 4) and additional, novel ones. As
illustrated in Fig. 5 (right panels), this analysis showed that
phosphorylation of the newly identified activity markers of
PI-103 targets were on average more intense in the resistant
cell line P31/FUJ compared with the sensitive MV4-11 (Fig.
5A). Similarly, novel activity markers of JAK-I targets were
more intense in HEL than in AML-193 (the JAK-I-resistant/
sensitive cell pair; Fig. 5B). Illustrative examples of sites not
previously associated (to the best of our knowledge) with
signaling targeted by these inhibitors include AKAP2 Ser(P)-
721 for PI-103 (Fig. 5A), NCBP1 p20/37 for JAK-I (Fig. 5B),
and APOB48R Ser(P)-176 for MEK-I (Fig. 5C). When analyzing
specific peptides, seven and three sites (labeled in Fig. 5, A
and B, with green arrows) downstream of PI-103 and JAK-I,
respectively, were more phosphorylated in the untreated ba-
sal state in the resistant cells relative to the sensitive ones,
with a Log2 fold of �1.5, whereas none of these was more
phosphorylated in sensitive cells at this fold change threshold.
In contrast, previously uncharacterized markers of kinases
targeted by MEK-I were more prominent in MV4-11 than in
HEL (sensitive and resistant to MEK-I, respectively; Fig. 5C).
Five and two sites were more phosphorylated at basal level in
cells sensitive and resistant to MEK-I, respectively (marked
with a green arrow in Fig. 5C). The partial overlap in the sites
that were regulated by the different compounds in each cell
line pair (Fig. 5) might reflect differences in substrate expres-
sion and/or kinase activity between cells.

Basal State Phosphorylation Sites That Correlate with Re-
sistance/Sensitivity to Signaling Inhibitors—The activity of
pathways parallel to those being targeted can contribute to
the resistance of cancer cells to kinase inhibitors (37). We
therefore next examined the basal phosphorylation on sites
found to be quantitatively different among cell line pairs,
regardless of whether or not these were affected by the com-
pounds. Using the stringent criteria of 1.5-fold difference and
p � 0.05 (after correction for multiple testing), the intensities

FIG. 2. AML cell lines with different sensitivity to signaling inhibitors. Survival of the selected cell lines used for phosphoproteomic
analysis was measured by MTS assay after incubation for 72 h with the indicated doses of inhibitors. The data points shown are the means �
S.E. (n � 3). Viability was expressed relative to cells treated with vehicle only.
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of 300, 295, and 235 phosphopeptides ions were found to be
significantly different in the untreated PI-103, JAK-I, and
MEK-I cell pairs, respectively (Fig. 6). The quality of this data

set was further assessed by examining the intensities of phos-
phopeptides identified with more than one charge showing
CV �20% on average (supplemental Fig. 7). We next explored

FIG. 3. Overview of phosphoproteomic data in AML cell lines with different sensitivities to kinase inhibitors. A, phosphorylation was
measured by LC-MS in six cell preparations. Graphs show frequency of phosphopeptide fold change of three randomly selected replicates
compared with the other three. B and C, frequency distributions (B) and Volcano plots (C) of phosphopeptide fold changes versus p values in cell
line pairs resistant/sensitive to PI-103, JAK-I, or MEK-I. D, principal component analysis of AML cell lines based on global phosphorylation data.
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the impact of drug treatment on the phosphorylation of these
sites and found that sites that correlated with sensitivity to the
compounds were in general not inhibited, indicating that ki-
nase pathways that correlated with sensitivity were not ki-
nases targeted by the inhibitors (Fig. 6). As discussed above,
the exception was for sites that correlated with MEK-I sensi-
tivity, whose intensities on MAPK1, AHNAK, Plastin-2, and 40
S ribosomal protein 27 did correlate with sensitivity (Fig. 5C),
being �3-fold greater in sensitive than in resistant cells.

To test whether these results would hold in a different cell
line pair, we compared phosphorylation in the P31/FUJ cells
relative to the Kasumi-1 cell line, which showed marked dif-
ferences in sensitivity to several kinase inhibitors (Fig. 7 and
Ref. 38). Consistent with the data above, markers of pathway
activities, such as phosphorylation sites on 4EBP1 and STAT
isoforms, were not increased in the basal state in the sensitive
cell line (Fig. 7A), although phosphorylation on RPS6 was

more prominent in this line relative to the resistant one. Inter-
estingly, phosphorylation of PKC isoforms on sites known to
correlate with their kinase activity (Thr-501 on PRKCB and
Thr-507 on PRCKD (50)), were found to be more prominent in
the resistant P31/FUJ relative to the sensitive Kasumi-1 by
LC-MS (Fig. 7A) and by immunoblotting (Fig. 7B). These re-
sults suggest that PKC activities may be elevated in P31/FUJ
(relatively resistant to a battery of kinase inhibitors) compared
with Kasumi-1 (sensitive to all kinase inhibitors tested).

Anti-proliferative Effects of Combined Treatment with Ki-
nase Inhibitors—Collectively, our data indicated that activity
markers of a given pathway were not always indicators of
sensitivity/resistance to inhibitors of such pathways, which
implies that susceptibility of cancer cells to kinase inhibitors
may not only be due to the activity of the pathway being
targeted. Because pathways that correlated with sensitivity/
resistance were, in most cases, not targets of the inhibitors

FIG. 4. Phosphorylation levels of MEK/MAPK, PI3K/AKT/mTOR, and JAK/STAT pathway components in AML cell lines with different
sensitivity to kinase inhibitors. Quantitation of phosphorylation on sites known to be downstream of PI3K/Akt/mTOR (A), JAK/STAT (B), or
MEK (C) as a function of cell treatment with PI-103, JAK-I, or MEK-I. Markers of known inhibitor targets are shown in dashed boxes for cells
treated with the respective compound. The data are the means � S.D. (n � 3 biological replicates). Confidence in phosphorylation site location
was determined by calculating Delta scores (see “Experimental Procedures”), which are shown in the first column for each phosphopeptide.
The chromatograms used to assess expression of these pathway markers for PI3K/mTOR, JAK/STAT, and MEK/ERK were inspected visually
and shown in supplemental Fig. 4, A–C for the cell pairs resistant/sensitive to PI-103, JAK-I, and MEK-I, respectively.
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FIG. 5. Identification of additional markers of compound activities and their correlation with sensitivity. The intensities of phosphorylation
sites observed to be inhibited in resistant and/or sensitive cells as a result of inhibitor treatment were measured and shown for PI-103 (A), JAK-I
(B), and MEK-I (C). The left panels show the data visualized in heat maps, with bar charts in the far right panels showing the means of the averaged
data across all peptides shown in the heat map. The column headed with “FOLD basal” shows the Log2 fold change difference for each named
phosphopeptide between untreated resistant and sensitive cells. The p values (n � 3, Student’s t test) derive from the comparison of changes in
phosphorylation of each peptide in the named cell line upon treatment with the inhibitor, with significant reductions (p � 0.05) of phosphorylation
highlighted in pink. Green arrowheads indicate phosphopeptides that significantly differ in basal phosphorylation between untreated cell lines
(determined as in Fig. 3). The chromatograms used to quantitate these pathway markers are shown in supplemental Fig. 5, A–C.
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tested, we hypothesized that the resistant cancer cells used in
this study may be proliferating via pathways parallel to those
being targeted, so that the combination of active kinase path-
ways may determine whether these cells respond to the
inhibitors.

To test whether the P31/FUJ cell line was resistant to
several kinase inhibitors because they activated several ki-
nase pathways “parallel” to those being inhibited by the com-
pounds, we measured the proliferation of cells exposed to
different combinations of the kinase inhibitors used. The com-
pounds tested were PI3K, JAK, and MEK, as well as BIM-1, an
inhibitor that was originally developed to target PKC isoforms
(51). Interestingly, several inhibitor combinations potentiated
each other in inhibiting P31/FUJ proliferation, with the com-
binations of JAK�MEK and JAK�BIM-1 inhibitors being most
effective. Indeed, BIM-1, by itself, did not reduce P31/FUJ
proliferation (Fig. 7C, left panel), but its combination with
JAK-I reduced proliferation in a concentration-dependent
manner (Fig. 7D, middle and right panels), supporting the
notion that BIM-1 and JAK-I potentiate each other in inhibition
of cell proliferation. We also measured inhibition to cell pro-
liferation induced by Go9676, another inhibitor developed to
target several PCK isoforms (52). As for the cell proliferation

data of BIM-1, Go9676 efficiently reduced the proliferation of
the P31/Fuj multidrug-resistant cell line (supplemental Fig. 8),
a reduction that was enhanced by a combination of inhibitors.
These results are consistent with the view that P31/FUJ pro-
liferate using the combination of kinases inhibited by the
compounds. The cell proliferation data are also in line with our
quantitative phosphoproteomics data showing increased
phosphorylation in activity markers of several proliferative
pathways in resistant cancer cells relative to sensitive ones
and reinforce the notion that phosphoproteomics may be
used to identify and inform which combination of active ki-
nase pathways contributes to the proliferation of cancer cells.

DISCUSSION

A common feature of virtually all cancers is that they acti-
vate kinase pathways that allow them to acquire many of the
traits of the malignant phenotype. Kinases are therefore suit-
able targets for the development of anti-cancer drugs. Iden-
tifying the patient population that may respond to specific
kinase inhibitors is critical for the success of therapies target-
ing these enzymes (53). There consequently is great interest in
characterizing markers of pathway activation (16, 54) with the
view that these can serve as markers of drug sensitivity.

FIG. 6. Phosphopeptides that are ro-
bustly and significantly different in cell
lines with different sensitivities to sig-
naling inhibitors. Phosphopeptides in
exponentially growing, non-drug-treated
cells that show Log2 fold changes more
than 1.5 or less than �1.5 and p � 0.05
(after multiple testing correction as de-
scribed in the main text) were selected
and represented as frequency of fold
change (top panels) or in heat maps
clustered by fold change (bottom pan-
els). Quantitative data of three biological
replicates are shown separately.
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However, an emerging concept is that cancer cells can acti-
vate several components of the kinase network, allowing pro-
liferation to be maintained in the wake of treatment with
agents targeting a single kinase (37).

Our data indicate that although the sensitivity of cancer
cells to kinase inhibitors could on occasion be predicted by
examining the activation of the target, as observed in other
systems (22, 34), this may not always be the case. Indeed, in
this study we first identified several novel markers of the
activities of kinases inhibited by compounds developed to
target MEK and PI3K/mTOR and JAK (Fig. 5, note that these
activity markers are readouts of the actual kinase activities
that are being inhibited irrespective of whether or not these
are the intended target). We then asked whether these activity
markers would correlate with the sensitivity of AML cells to
such compounds and could thus be used to predict suscep-
tibility to treatment with these inhibitors; in other words,
whether markers of kinase activity would also be markers of
sensitivity to the compounds. We found that although markers
of kinase activities being targeted by MEK-I were on average
more intense in the cell line sensitive to this inhibitor (Fig. 5C),
activity markers of kinases inhibited by PI-103 and JAK-I were
more intense in resistant cells (Figs. 4 and 5, A and B).
Therefore, pathway activation did not seem to be the main
determinant in making cells susceptible to inhibitors of such
pathways in the cell models used in this study.

By mining our data we found that the signals of phosphor-
ylated PKCs were more intense in resistant than in sensitive
cells (Fig. 7). PKCs have been implicated in the biology of
AML (55) and can contribute to the resistance to chemother-
apeutic drugs by interfering with the cell response triggered
by these drugs or by increasing their clearance as a result of
activating P-glycoprotein (56, 57). Here we provide evidence
that PKCs may also be implicated in AML resistance to dif-
ferent kinase inhibitors for the first time. The compounds
tested inhibited their target to the same extent in resistant and
sensitive cells (Figs. 4 and 5), thus indicating that differences
in resistance were not due to differences in how these cells
metabolize the inhibitors. The main determinant in conferring
resistance to the inhibitors tested in this study appeared to be
the activation of pathways parallel to those being targeted by
the compounds. Thus, resistant cells seem to have wired the
kinase network differently than sensitive cells. This is reflected
by both the markedly different patterns of phosphorylation
between resistant and sensitive cell lines (Figs. 3 and 6) and

also by the fact that the proliferation of sensitive cell lines,
such as Kasumi-1, was inhibited by most kinase inhibitors
tested, whereas resistant cells (P31/FUJ) were only inhibited
by a combination of them (Fig. 7). Indeed, kinase inhibitors
having PKC, MEK, and JAK kinases as intended targets po-
tentiated each other in inhibiting the viability of P31/FUJ cells.
Although the kinase inhibitors may inhibit other kinases, in
addition to those for which they were originally developed, the
pharmacological data shown in Fig. 7 and supplemental Fig. 8
demonstrate that cells resistant to the inhibition by single
compounds use several different (and seemingly redundant)
routes to proliferate.

These conclusions imply that knowledge of the activation
status of the pathway being targeted may not always be
sufficient to predict sensitivity to an inhibitor of such pathway.
Our data is consistent with (i) the emerging notion that cancer
cells are not always addicted to single oncogenes (58), (ii)
recent studies showing that markers of PI3K and MEK path-
way activities are poor predictors of response to PI3K and
MEK inhibitors, respectively (9, 59), (iii) the notion that kinase
pathways can cooperate to drive cancer cells proliferation in
some systems (60), and iv) the view that a combination of
inhibitors may be more effective in arresting cancer cell
growth than agents that target single kinases (37). Techniques
for systematic and deep quantification of signaling in cancer
cells, such as the approach reported here, may be used in the
future to profile deregulated kinase networks in the tumor of
each patient, allowing the oncologist to choose the best ki-
nase therapy based on the activation and circuitry of the
different kinase pathways within the network.

Here we have used MS to identify activity markers of ki-
nases inhibited by compounds having PI3K, MEK, and JAK as
intended targets and to profile kinase signaling in cancer cells
of different sensitivity to these inhibitors. The advantage of
MS is that these analyses were done without a preconception
of the kinases that may be inhibited by a particular compound
or the pathways that may be involved. The MS-based quan-
titative approach used in this study was found to provide
accurate and reproducible data (Figs. 1 and 2). Analysis of
replicates showed that the potential for random identification
was minimal (Fig. 2 and supplemental Fig. 3) and analysis of
peptides with different charges confirmed that the quantifica-
tion data was reproducible and accurate (supplemental Fig.
7). The observation that kinase inhibitors reduced phosphor-
ylation of known compound targets (Fig. 4) provided further

FIG. 7. Kinase pathways cooperate to drive the proliferation of multidrug-resistant cells. A, XICs of peptides in P31/FUJ and Kasumi-1
bearing phosphorylation sites markers of pathway activation. Signals for the first, second, and third isotopes are depicted in blue, red, and
green, respectively. Vertical arrows indicate the position of the named phosphopeptide in the chromatogram. B, Western blot of Thr(P)-507
PRKCD. C, proliferation of cells exposed to different combinations of kinase inhibitors. Inhibitor treatment was for 48 h at 100 nM (PI-103), 1
�M (JAK-I), 10 �M (MEK-I), or 10 �M (PKC-I). The initial number of cells seeded was 10,000 (indicated with a red dotted line). The data points
are the means � S.E. (n � 5). D, proliferation of P31/FUJ cells exposed to different combinations of JAK-I and PKC-I showing that these
inhibitors potentiate each other in inhibiting cell viability. Note that combination of 1 �M JAK-I with 10 �M PKC-I resulted in a lower number
of cells compared with input, indicative of cell death. The data points are the means � S.E. (n � 5). *, p � 0.05; **, p � 0.01.
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confidence of the data. Our findings that several kinase path-
ways cooperate in the resistance of leukemia cell lines to
kinase inhibitors and the potential implication of PKC isoforms
in this process exemplifies the power of the approach de-
scribed here for cell signaling studies in cancer cells.
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