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Abstract

Targeted therapies against oncogenic receptor tyrosine
kinases (RTK) show promising results in the clinic. Unfortu-
nately, despite the initial positive response, most patients
develop therapeutic resistance. Most research has focused on
acquired resistance occurring after an extensive time of treat-
ment; however, the question remains as to how cells can
survive an initial treatment, as early resistance to apoptosis
will enable cells to develop any growth-stimulating mecha-
nism. Here, the non–small cell lung cancer (NSCLC) PC9 cell
line was used to systematically profile, by mass spectrometry,
changes in the proteome, kinome, and phosphoproteome
during early treatment with the EGFR inhibitor afatinib.
Regardless of the response, initial drug-sensitive cells rapidly
adapt to targeted therapy, and within days, cells regained the
capacity to proliferate, despite persisting target inhibition.
These data reveal a rapid reactivation of mTOR and MAPK

signaling pathways after initial inhibition and an increase in
abundance andactivity of cytoskeleton and calciumsignaling–
relatedproteins. Pharmacologic inhibition of reactivatedpath-
ways resulted in increased afatinib efficacy. However more
strikingly, cells that were restricted from accessing extracellular
calcium were extremely sensitive to afatinib treatment. These
findingswere validatedusing three additional inhibitors tested
in four different NSCLC cell lines, and the data clearly indi-
cated a role for Ca2þ signaling during the development of
adaptive resistance. From a therapeutic point of view, the
increased inhibitor efficacy could limit or even prevent further
resistance development.

Implications: Combined targeting of calcium signaling and
RTKs may limit drug resistance and improve treatment
efficacy. Mol Cancer Res; 16(11); 1773–84. �2018 AACR.

Introduction
Constitutively active kinases often drive tumor cell survival and

proliferation. Consequently, a multitude of small-molecule inhi-
bitors targeting these kinases have been developed. About 23
tyrosine kinase inhibitors (TKI) have been approved to date,
showing promising results in the clinic (1, 2). However, despite
an initial positive response, most patients eventually develop
resistance against the inhibitor. Long-term, or acquired, resistance
has been studied extensively, mainly concentrating on identifying
additional mutations that are either acquired or preexisting (3).
Simultaneous inhibition ofmultiple potential resistancemechan-
isms delays, however, does not prevent development of resistance
(4, 5). Therefore, the most challenging question remains how

cancer cells adapt to and survive initial inhibitor treatment,
enabling them to develop acquired resistance.

Currently, two major hypotheses have been formulated
trying to explain the development of resistance (6). First,
intrinsically resistant clones may exist through the heterogene-
ity within the tumor (7). These preexisting clones would be
positively selected by targeted treatment. Alternatively, resis-
tance could arise as tumor cells collectively adapt under pres-
sure of drug treatment. This would be similar to antibiotic
resistance caused by premature ending of a treatment: incom-
plete eradication of a tumor could strengthen remaining cancer
cells (8). Consequently, resistance can develop when prolifer-
ation is inhibited, but cell death is not triggered. Unfortunately,
small-molecule inhibitors are mostly cytostatic, in contrast
with the more cytotoxic chemotherapies. Nevertheless, they
are highly specific and show great promise in clinical studies,
and should therefore not be discarded (9). In order to improve
efficacy, inhibitors are combined with either chemotherapy,
immunotherapy, or another form of targeted therapy. Com-
pared with monotreatment, combinational treatment often
improves the patients' response, but unfortunately also
increases toxicity (10, 11).

Lung cancer is one of the most prevalent cancer types and has a
very highmortality rate in both men and women. Non–small cell
lung cancer (NSCLC) makes up approximately 85% of the lung
cancer cases (12) and is currently treated by surgery, radiotherapy,
chemotherapy, targeted therapy with small-molecule inhibitors,
or a combination thereof. EGFRoverexpression andmutations are
driving the disease in a substantial percentage (estimated more
than 60%) of NSCLC patients (13, 14).
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Here, we set out to identify the initial survival pathways that
become activated in NSCLC cells harboring an EGFR-activating
mutation, after treatment with the EGFR-specific inhibitor afati-
nib, and subsequently to inhibit these pathways to increase drug
efficacy. By targeting the pathways tumor cells use to adapt and
survive drug treatment, the specificity of the small-molecule
inhibitor is further exploited: only cells that are responding to
the first treatment will be sensitive to the second, preferably
cytotoxic, agent. This differs from the standard combination
with chemotherapy, which targets all rapidly dividing cells. We
used mass spectrometry to elucidate the changes in the prote-
ome, kinome, and phosphoproteome in the NSCLC cell line
PC9, induced by the TKI afatinib, which specifically targets
EGFR. Here, we show that, upon treatment, NSCLC cells dif-
ferentially regulate Ca2þ signaling and enhance Ca2þ-depen-
dent cell adhesion. By limiting the access to extracellular
calcium during TKI treatment, we increased growth inhibition
and induced apoptosis, decreasing the abilities of the cells to
develop acquired resistance. These results were confirmed in
multiple combinations of NSCLC cell lines with EGFR-activat-
ing mutations and several EGFR inhibitors.

Materials and Methods
Cells and compounds

Inhibitors afatinib, gefitinib, erlotinib, selumetinib, sapaniser-
tib, and rapamycin were purchased from Selleckchem. EGTA and
lanthanum(III) Chloride hydrate were purchased from Sigma-
Aldrich. Cell lines NCI-H1975, NCI-H1650, and HCC827 were
derived from the ATCC, and PC9 was derived from Sigma. EGFR-
pTyr1068, Paxillin-pTyr31, and Actin antibodies were from
Abcam. EGFR, Myosin-IIa, Myosin-IIa-pSer1943, Myosin-IIc,
Erk1/2, ERK1/2-pThr208/pTyr206, RPS6, RPS6-p-Ser235/Ser236,
MAPK14, Paxillin, Paxillin-pTyr118, FAK, FAK-pTyr576/577, and
FAK-pTyr397 antibodies were from Cell Signaling Technology.
GAPDH was derived from GeneTex.

IncuCyte, scratch assay, apoptosis, and IC50 curves
Cells were plated 1,500 cells (PC9/H1975) or 2,500 (H1650/

HCC827)per 96-well. An IncuCyte System(EssenBioscience)was
used to monitor cell growth. For the wound scratch assay,
scratches weremade using the IncuCyte woundmaker. Apoptosis
was measured using the IncuCyte Caspase-3/7 Apoptosis Assay
(Essen Bioscience), according to the manufacturer's protocol.
Viability was measured using AlamarBlue Cell Viability Assay
(Thermo Fisher Scientific), and IC50 curves were fitted using a
nonlinear fit curve fitting in GraphPad Prism 7.

Western blot
A total of 20 to 30 mg cell lysates were run on a precast gel (Bio-

Rad, 12%SDS). Proteins were transferred to a PVDFmembrane in
transfer buffer [1x TG buffer (Bio-Rad), 20% methanol]. Mem-
branes were blocked with 5%milk or BSA before incubation with
primary antibody overnight at 4�C. Membranes were incubated
with secondary antibodies (Dako) for 2 hours at room temper-
ature, and bands were made visible by Pierce ECL Plus Substrate
(Thermo).

Cell culture
Cells were cultured in a humidified atmosphere and 5% CO2.

Growth medium was RPMI 1640 medium (Lonza), supplemen-

ted with 10% FBS (Thermo), 1% Pen/Strep (Lonza), and L-
glutamine (Lonza). Cells were tested negative for mycoplasma
infections on a regular basis.

For proteomics, proteins were labeled with heavy amino acids
Arginine-6 and Lysine-4 in DMEM depleted of light amino acids
(Buchem BV). Cells were cultured for aminimumof 5 passages to
achieve complete labeling.

Cell lysis and digestion
Before lysis, all cells were washed with cooled PBS (Lonza). For

proteome analysis, cells were lysed in 1% SDC, 10mmol/L TCEP,
100 mmol/L TRIS, and 40 mmol/L chloroacetamide (Sigma);
protease inhibitors (Complete mini tablet, EDTA-free, Roche);
and phosphatase inhibitors (PhosSTOP tablet, Roche). Next,
lysates were sonicated (15 cycles, 30 seconds on, 30 seconds off).
For Phosphoproteomics, cell pellets were lysed in 7 mol/L urea,
1% triton, 100 mmol/L TRIS, 5 mmol/L TCEP, 30 mmol/L CAA,
10 units/mL DNAse1, 1 mmol/L Pervanadate, 1% Benzonase,
2.5 mmol/L Mg2þ, phosphatase inhibitor, and protease inhibi-
tors. Next, proteins were precipitated usingmethanol/chloroform
precipitation. Proteins were overnight digested with Trypsin
(Sigma). Peptides were desalted using Seppack C18 column
[1cc (50 mg), Waters Corp.].

ForKinobead analysis, cellswere lysed in lysis buffer containing
50 mmol/L TRIS, 5% glycerol, 1.5 mmol/L MgCl2, 150 mmol/L
NaCl, 1 mmol/L Na3VO4, 25 mmol/L NaF, 0.8% NP40, protease
inhibitors, and cocktail of phosphatase inhibitors (see for details,
Supplementary Materials and Methods).

High-pH fractionation, Fe3þ-IMAC, kinobead analysis before
LC-MS/MS analysis

For proteome analysis, 100 mg desalted cell lysate was fraction-
ated on a high-pH gradient. Peptides were loaded in buffer A (10
mmol/L NH4OH, pH 10) on a Phenomenex Gemini C18 3 mm
100 � 1.0 mm column using an Agilent 1200 HPLC system. A
gradient of buffer B (10 mmol/L NH4OH in 90% ACN, pH 10)
was used for elution. Fractions were analyzed separately (51).

For phosphopeptide enrichment, peptides were loaded on a
Fe3þ-IMAC column (Propac IMAC-10 4 � 50 mm column;
Thermo; ref. 16). After wash with buffer A (30% ACN, 0.07%
TFA), peptides were eluted with a gradient of buffer B (0.3%
NH4OH). Using a UV-abs signal, the outlet of the column was
monitored, and one phospho fraction was collected. Phosphor-
ylated peptides were dried in a speedvac and stored at –80�C.

For kinobead analysis, 2 mg of cell lysate was enriched for
kinases in a 96-well format using the kinobead assay as described
previously (15). After enrichment, the eluates were digested using
in-gel digestion.

Subsequently, peptides were analyzed on an Agilent 1290 LC
system (Agilent Technologies) coupled to an Orbitrap Q-Exactive
HF (Thermo).

Data analysis
RAW files were searchedwithMaxQuant. Further data processing

was done using Perseus (v. 1.5.0.0), TIBCO Spotfire (v. 7.6.0.39),
Metascape Excel Add-In (v 1.0.0.10), and PHOTON (17). P value of
ratios were calculated per time point using the Student unequal
variance t test for all datasets. In addition for proteomics and
phosphoproteomics data an ANOVA, P value was calculated.
Significance was determined by correcting the P value for multiple
testing using an FDR of 5% (S0 set to 1, 250 randomizations).
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Supplementary Materials and Methods
Additional information on used methods is provided in the

Supplementary information.

ProteomeXchange accession
Themass spectrometry proteomics data have been deposited to

the ProteomeXchange Consortium via the PRIDE partner repos-
itory with the dataset identifier PXD008454.

Results
PC9 cells showed a clear but incomplete response to TKI
treatment

With the aim of performing a multi-omic analysis of initial
drug resistance, we first characterized the cellular response to

small-molecule inhibitor treatment. The NSCLC cell line
PC9, which harbors an activating deletion in the EGFR
(DelE746A750), was highly sensitive to treatment with first-
(gefitinib, erlotinib) and second-generation (afatinib) EGFR
inhibitors, as shown by the measurement of viability after 3
days of treatment (Fig. 1A). However, despite the pronounced
effect, around 30% of viability persisted. In order to better
characterize the properties of the persisting cells, we analyzed
various hallmarks of cancer, including proliferation, apoptosis,
and migration. Proliferation analysis showed that untreated
cells grew to full confluence within 3 days, where cells treated
with 10 nmol/L, 100 nmol/L, or 1 mmol/L afatinib, or 1 mmol/L
erlotinib or gefitinib, needed 6 to 7 days (Fig. 1B). Although the
proliferation rate of treated cells decreased, cells were still able
to grow to full confluence despite the continuous inhibition of

Figure 1.

Phenotyping PC9 NSCLC cells upon TKI treatment. A, To determine drug response, PC9 cells were treated with different concentrations of three
inhibitors (afatinib, gefitinib, and erlotinib) for 3 days. Viability was measured using AlamarBlue. Relative viability of cells treated with inhibitors as compared
with untreated cells is plotted on the Y axis. Error bars represent 4 replicate wells within one experiment. B, Growth curves of PC9 cells showed
incomplete growth inhibition upon EGFR inhibition, independent of the type of inhibitor or concentration. Confluence of cells treated with 10 nmol/L,
100 nmol/L, or 1 mmol/L TKI was monitored using the IncuCyte System over a time span of 6 days. Error bars represent quadruple wells within one experiment.
Medium in the wells was refreshed every 3 days. C,Western blot of PC9 cells treated with DMSO or 10 nmol/L afatinib for 30 minutes, 2 days, or 5 days showed
clear inhibition of EGFR activity during our experiments. Antibodies were used against the EGFR protein to show protein expression and against EGFR
phosphorylated on Tyr1068 as indication of activity. Actin was used as a loading control. D, To monitor apoptosis during EGFR inhibition, PC9 cells
were treated with 1 mmol/L afatinib for 1, 3, or 6 days. Upon treatment, only minor amounts of apoptosis were observed, as compared with a negative
control (DMSO) and a positive control (10 mmol/L afatinib, cytotoxic concentration). Both negative and positive controls were discontinued after 3 days.
Error bars represent quadruple replicate wells of which four images were taken as technical replicates. Apoptosis was measured using the Caspase 3/7
green fluorescent probe using the IncuCyte System. Fluorescent count was normalized on well confluence per image. E, In order to quantify migration,
confluent PC9 cells were treated with DMSO or 1 mmol/L afatinib or gefitinib for up to 48 hours. At the beginning of this treatment, a scratch was
made in each 96-well, and confluence within the scratch was measured using the IncuCyte System. Error bars represent four replicate scratches. F,
Representative light microscopy pictures of PC9 cells treated with DMSO or 1 mmol/L afatinib for 3 days to show clear morphologic changes upon treatment.
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the primary drug target, as shown by the decreased levels of
EGFR-Y1068 phosphorylation (Fig. 1C).

For apoptosis measurements, cells were treated with DMSO
(negative control) or 1 or 10 mmol/L afatinib (cytotoxic concen-
tration as positive control). Untreated cells grew to full conflu-
ence, whereas 10 mmol/L afatinib-treated cells showed 100%
apoptosis, and consequently, measurements were discontinued
for these conditions after 3 days (Supplementary Fig. S1A). Cells
treated with 1 mmol/L afatinib showed a significant increase in
levels of apoptosis compared with untreated cells (Fig. 1D).
However, when compared with the positive control, only one
fifth of the response was detected, indicating that the majority of
the cells did not go in apoptosis. More surprisingly, after 6 days of
afatinib treatment, levels of apoptosis decreased again (Fig. 1D).
Finally, complete abolishment of migration after treatment was
shown by a scratch assay (Fig. 1E; Supplementary Fig. S1B). This
lack of migration caused formation of tight clusters of cells (Fig.
1F; Supplementary Videos). Collectively, these results showa clear
response by PC9 cells upon afatinib treatment: it abolished
migration and induced both growth inhibition and a small
amount of apoptosis. However, a majority of cells persisted. After
only 3days, these cellswere increasingly resistant to apoptosis and
continued to growdespite the continuous inhibition of the EGFR.

Mass spectrometry–based multi-omic profiling of afatinib
response

In order to detect the changes that would be responsible
for continued growth in the presence of the drug, PC9 cells
were treated with afatinib for 1 to 7 days at a concentration of
10 nmol/L, and the proteome, phosphoproteome, and kinome
were analyzed at various time points (1–7 days). The selected
concentration represents 10x the concentration at which we start
to observe the stable presence of viable cells (Fig. 1A). After
treatment, proteins were fractionated using high-pH chromatog-
raphy for full proteome analysis (Supplementary Table S1).
Principle component analysis (PCA) showed clustering of repli-
cates and a clear separation of time points, indicating changes on
proteome level over time (Supplementary Fig. S2A). An addition-
al kinobead pulldown was used to detect expression changes on
kinome level (Supplementary Table S2; ref. 15). As shown by the
PCA plot, most variation exists between DMSO of 24 to 48 hours
and 72 hours to 7 days, whereas less difference exists within these
two groups (Supplementary Fig. S2B).

To detect changes at the signaling level, phosphopeptides were
enriched using a Fe3þ-IMAC column (16). Cells were treated with
10 nmol/L afatinib for 30 minutes to determine immediate drug
effects, and for 2 and 5 days to detect long-term changes
(Supplementary Table S3). A PCA plot of all identified peptides
showed a clear separation between untreated and 30 minutes,
versus 2 and 5 days of treatment (Supplementary Fig. S2C). The
collective dataset (Supplementary Tables S1, S2, and S3)
comprises quantitative information for >5,600 proteins, >270
protein kinases, and >22,900 phosphopeptides (>18,400 unique
phosphorylation sites).

An ANOVA test was performed to detect all differentially
regulated proteins between time points (Fig. 2A). Up- and down-
regulated proteins were analyzed for GO terms, showing
decreased translation and mRNA processing, and increased actin
cytoskeleton construction and calmodulin binding.

Hierarchical clustering of phosphoproteome data shows in
total 2,483 regulated phosphosites with a P value of <0.05

according to an ANOVA test, in at least one time point versus
DMSO (Fig. 2B). In order to include reactivated phosphosites,
regulated sites between 2/5 days and 30 minutes were also
included in the clustering. Based on the clustering, we selected
four clusters on which GO term analysis was performed. Inter-
estingly, all clusters showed enrichment for adhesion and cyto-
skeleton reorganization-related pathways, which is in correlation
with the proteome analysis. The two clusters showing regulation
between30minutes and2 to5days of treatmentwere additionally
enriched for cell-cycle–related pathways.

Unlike proteomics data, the direction of regulation of a
phosphopeptide is not always indicative of the direction of
the activity of the protein: phosphorylation can either inhibit or
activate the protein. Because functional consequences of phos-
phorylation are often not known, it can be difficult to define
changes of functionality based only on measured ratios. To
solve this problem, we transformed peptide level ratios into
functionality scores on the protein level using the tool
PHOTON (17). Hierarchical clustering of PHOTON scores
indicated that most of the activated sites were enriched for
Ca2þ-related signaling (Fig. 2C). As expected, cell-cycle–related
pathways showed decreased activity, confirming that afatinib
induced growth inhibition. The cluster showing a decrease after
30 minutes, but an increase after 2 and 5 days, was enriched for
ErbB signaling. This implies that initially the ErbB pathway is
effectively inhibited, but seems to regain activity in time,
despite the effective inhibition of EGFR (Fig. 1C).

Reactivated pathways downstream of EGFR
As our phosphoproteomic data indicate, growth-activating

pathways downstream of EGFR are reactivated within days.
Prominent reactivation of PI3K/mTOR signaling after initial
inhibition was observed, for example, indicated by recovery of
activity-determining S235/236 phosphorylation in RPS6, amajor
downstream target of mTOR (Fig. 3A). Western blot analysis of
RPS6 phosphorylation confirmed its recovery, whereas RPS6
levels remained constant (Fig. 3B). In addition, MEK/ERK signal-
ing recovered rapidly, as indicated by regained ERK1/2 phosphor-
ylation of the activity-determining sites (Fig. 3A) but unchanged
protein expression, which was again confirmed by Western blot
analysis (Fig. 3B). Reactivation of both pathways has previously
been shown to occur after acquired EGFR inhibitor resistance in a
subset of clones (4, 5, 18). In order to test whether this repro-
grammed signaling could pharmacologically be exploited, we
performed combination treatments with the mTOR inhibitors
rapamycin (mTORC1) and sapanisertib (mTORC1/2) and the
MEK inhibitor selumetinib. As shown in Fig. 3C, combining
rapamycin with afatinib significantly decreased the growth capa-
bilities of the cells compared with afatinib treatment alone, but it
did not increase the amount of apoptosis. Treatment with rapa-
mycin alone did affect neither cell viability nor apoptosis. Because
rapamycin is solely inhibiting mTORC1, we included the pan
mTOR inhibitor sapanisertib (or INK128) in our analysis. Sapa-
nisertib in combination with afatinib did not increase apoptosis
and showed similar growth inhibition when compared with
afatinib/rapamycin combination treatment. These results indicate
that mTORC2 signaling does not contribute to reactivated mTOR
signaling after afatinib treatment. In addition, these results indi-
cate that combined mTORC1/afatinib inhibition mainly induces
cytostatic effects, and consequently, the development of further
resistance pathways cannot be excluded.Combinationof theMEK
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inhibitor selumetinib with afatinib also resulted in a prominent
reduction of cell growth capabilities. However, in contrast to
mTOR inhibition and in agreement to what has been shown
previously (5), MEK inhibition had a tremendous impact on the
amount of apoptosis induced, indicating that such treatment
could be beneficial for the eradication of tumor cells (Fig. 3C).

To find the upstream kinases that could be responsible for
reactivation of mTOR or ERK1/2, we further scrutinized our data.
A well-known acquired resistance mechanism after TKI treatment
is the upregulation of different (receptor) tyrosine kinases
(19, 20) that would refuel growth-inducing signaling. However,
in our (phospho)proteome analysis, we find no obvious indica-
tions that this would be the case. Also, the kinobead data did not
provide evidence that another tyrosine kinases take over EGFR
function (Supplementary Table S2). In the kinobead data, EGFR
levels significantly decreased at all time points (Supplementary
Fig. S2D; Fig. 4A). This was in contrast to the full proteome
analysis (Fig. 4B) and Western blot analysis (Fig. 1C). This
discrepancy can be explained by the fact that afatinib irreversibly
binds EGFR, which makes EGFR no longer accessible for binding
to the kinobeads. This again strongly indicated the continuous

presence of the drug and inhibition of the receptor during the
course of our experiments.

Ca2þ signaling and cytoskeleton organizing–related proteins
were highly affected by treatment

As previously discussed, we detected strong reactivation of
PI3K/mTORandERKpathways, but couldnot identify anobvious
upstream kinase that would be responsible. However, we noticed
a large number of regulated (phospho)proteins to be involved
in the reorganization of the actin cytoskeleton and Ca2þ/
Calmodulin-related signaling (Fig. 2). For example, the protein
levels of Ca2þ-dependent protease Calpain-2 (CAPN2) signifi-
cantly decreased after afatinib treatment (Fig. 4B). This important
protease is responsible for degradation of focal adhesions and
Ca2þ pumps (21, 22). In line with this, we found the calcium-
transporting ATPases, ATP2B4 and ATP2C1, to be significantly
upregulated. In addition, the actin cross-linking proteins
MARCKS, MARCKSL1, and Calponin-2 (CNN2) were significant-
ly upregulated after treatment. These are proteins that bind actin,
resulting in more stiffness and increased adhesion (23, 24).
Spectrin super family members, like a-Actinin, SPTAN1, and

Figure 2.

(Phospho) Proteomics profiling of PC9 cells upon afatinib treatment. A, Summarized proteome response of PC9 cells treated with 10 nmol/L afatinib for 1, 3, 5, or 7
days. Hierarchical clustering of the log2 ratios of the proteins that were significantly distinguished by an ANOVA test between the time points is shown. GO term
enrichment analysis, as depicted on the right, demonstrated upregulation of actin-binding processes and downregulation of mRNA and translation-related
processes.B,Phosphoproteomedataof PC9 cells after afatinib treatment showed regulation of cell adhesion, cell cycle, and spliceosome-relatedprocesses. PC9 cells
were treated with 10 nmol/L afatinib for 30 minutes, 2, and 3 days. All phosphosites that were differentially regulated in at least one time point, as compared
with untreated cells or compared with 30 minutes, were shown in a hierarchical clustering. Different clusters were analyzed for GO term enrichment, as
depicted on the right. C, Phosphoproteome data were reanalyzed using PHOTON, resulting in functionality scores. All phosphoproteins significantly changing in at
least one time point were shown in a hierarchical clustering. Different clusters, based on the hierarchical clustering, were analyzed for enriched GO terms, as denoted
on the right. In addition to the recurring regulation of adhesion and cell-cycle signaling, calcium signaling was enriched within the activated phosphoproteins.
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SPTBN1 that can connect different components of the cytoskel-
eton, were also upregulated (24).

Levels of EphA4 increased (Fig. 4A; Supplementary Fig. S2D),
which has been associated with cytoskeleton rearrangements,
inhibiting migration and invasion in NSCLC cell lines and
increasing survival in lung cancer patients (25, 26). In contrast,
levels of EphA2, a knownmarker of TKI resistance and stimulator
ofmigration, decreased (27). The levels of Fyn and SIK1 increased
over the course of 7 days. Fyn is an Src family kinase, targeting to
adherence junctions and a key player in the apoptosis resistance of
tumor cells (28). The tumor-suppressing kinase SIK1 phosphor-
ylates and thereby stabilizes p53 to initiate anoikis in case of
decreased adhesion (29).

Also, the phosphoproteome data showed regulation of path-
ways related to Ca2þ signaling and actin cytoskeleton organi-
zation. After afatinib treatment, two phosphosites of Focal
Adhesion Kinase (FAK), the main kinase in the organization
of focal adhesions, were found to be downregulated in the
phospho data: Ser910 and Ser843, whereas protein levels
remained constant (Fig. 5A; Supplementary Tables S1 and

S3). Decreased phosphorylation of Ser910 has been shown to
reduce proliferation (30). Phosphorylation of Ser843 has been
shown to increase upon cellular detachment, implying that the
decreased phosphorylation after afatinib treatment is following
from increased adhesion (31). In addition, loss of both Ser910
and Ser834 phosphorylation changes cellular morphology
and abolishes migration. Tyrosine phosphorylation is, due to
relative low abundance, underrepresented in our phosphopro-
teomics data. Therefore, in order to complement the hypothesis
that afatinib treatment is influencing focal adhesion dynamics,
some tyrosine phosphorylation sites with established biolog-
ical functions were analyzed by Western blot (Fig. 5B; ref. 32).
Indeed, Tyr397 and Tyr576/577 of FAK as well as Tyr31 and
Tyr118 of Paxillin, sites known to stabilize focal adhesions,
showed an increase in phosphorylation upon afatinib treat-
ment (Fig. 5B).

The phosphorylation status of Ca2þ-binding protein Caldes-
mon has been linked to its relocation to the cytoskeleton and
function to stabilize actin and increased motility (33, 34). As
shown by the proteomics data, the protein abundance of

Figure 3.

Proliferation-stimulating pathways are reactivated within days after initial inhibition. A, MS data of specified phosphoproteins showed reactivation of activity-
determining sites in proteins involved in proliferation-stimulating pathways, including ERK1/2,mTOR, andRPS6. For each individual heatmap, each column represents a
replicate of the specified time point and each row an individual phosphopeptide. If a row is annotated with more than one site, or a number in brackets is
shown, thepeptidewas singly, doubly, or triply phosphorylated. Peptideswith nomultiplicity shownare singly phosphorylated. The color is indicative of the normalized
intensity. For this, each protein or protein family has his own legend, due to dynamic range differences. B, Validation of MS data on Western blot showed similar
patterns of reactivated phosphosites. PC9 cells were treated with 1 mmol/L afatinib for 30 minutes, 2, and 5 days. Antibodies were used against ERK1/2,
ERK1/2 phosphorylated on Thr202 and Thr204 respectively, MAPK14 doubly phosphorylated on Thr180 and Thr182, and RPS6 and RPS6 doubly phosphorylated
on Ser235 and Ser236. GAPDH was used as a loading control. C, MEK and mTOR reactivation was validated by monitoring growth and apoptosis during
combinational treatment of EGFR inhibition combined with mTOR (rapamycin: mTOR1; sapanisertib: mTOR1/2) or MEK (selumetinib). Growth was monitored in the
IncuCyte System (left). Error bars represent triplicate replicate wells within one experiment. Apoptosis wasmeasured using the Caspase 3/7 Fluorescent probe (right).
Fluorescent countwasnormalizedonwell confluenceper image. Error bars represent triplicate replicatewells ofwhich four imageswere taken as technical replicates. In
both combinations, growth inhibition was increased; however, only the combination of EGFR þ MEK inhibition resulted in increased levels of apoptosis.
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Caldesmon increased upon afatinib treatment (Fig. 4B). In
addition, phosphorylation of Caldesmon increased (Fig. 5A). The
most severely changing site, Ser789, has been shown to be
phosphorylated by ERK1/2 (35). A possible kinase of Caldes-
mon, CDK14, increased in our kinobead data (Supplementary
Fig. S2D).

In nonmuscle cells, three genes comply the myosin protein
complex: myosin 9, 10, and 14 (33). Upon phosphorylation,
myosins are stabilized, causing increased tension and regulating
cell shape, cell polarity, and migration by forming actin-binding
filaments. Afatinib treatment increased phosphorylation of myo-
sin (Fig. 5), confirming increased levels on a protein level (Fig.
4B, Fig. 5B). Possible kinases of myosin, the DAPK family, were
increasingly phosphorylated and therefore activated (Fig. 5A).
DAPKs can be phosphorylated by CAMKs, which increased in
both abundance (Fig. 4B; Supplementary Fig. S2B) and phos-
phorylation (Fig. 5A). Another stimulator of myosin phosphor-
ylation is DMPK, via phosphorylating and inhibiting myosin
phosphatase MYPT1 (36). Phosphorylation of MYPT1 on the
inhibitory site Thr696 by DMPK was significantly increased after
2 and 5 days of TKI treatment (Fig. 5A).

Depletion of extracellular Ca2þ increases sensitivity to TKI
treatment

Signaling resulting from increased adhesion has previously
been shown to be antiapoptotic (37, 38), and adhesion pathways
are largely regulated byCa2þ signaling (39). PC9 cells treatedwith
different TKIs completely abolished migration and formed tight
clusters, while resisting apoptosis (Fig. 1). Consistent with this,
proteomic analysis showed regulation of both adhesion-related
proteins and of Ca2þ signaling. Therefore, we hypothesized that
the cells use increased adhesion induced by alteredCa2þ signaling

to resist apoptosis in response to early EGFR inhibition, and that
making extracellular calciumunavailable to the cells could inhibit
this adhesion and induce apoptosis.

Therefore, we treated PC9 cells with different EGFR inhibitors
in the presence or absence of either EGTA, a specific chelator of
Ca2þ to remove extracellular Ca2þ, or Lanthanum(III) Chloride
(LaCl3) to block Ca2þ uptake. To find a wide applicability, we
included the first-generation EGFR inhibitors erlotinib and gefi-
tinib, in addition to afatinib, in our analysis. Treatment with
EGTA or LaCl3 alone did not induce any growth defects nor
apoptosis in PC9 cells (Fig. 6A). Cells treated with the TKI alone
grew in 6 days from 20% to 90% confluence. However, in
combination with EGTA or LaCl3 treatment, cells grew in 6 days
from 20% to less than 40% confluence, showing increased pro-
liferation inhibition by the addition of EGTA or LaCl3 (Fig. 6A,
left). In addition, levels of apoptosis were significantly higher in
the presence of EGTA or LaCl3 (Fig. 6A, right). Effects were
comparable between the three different inhibitors used, indicat-
ing that the development of a Ca2þ dependency is not drug
specific, but rather EGFR inhibition specific.

To determine whether the observed effect was cell line specific,
we tested an additional 3 NSCLC cell lines with different genetic
backgrounds and different sensitivities toward the TKIs used
(Supplementary Fig. S3A). HCC827 has the exon19del
E746-A750 deletion and is highly sensitive to both first (erlotinib
and gefitinib) and second (afatinib) generation TKIs. H1975 has
both the L858R and the T790M mutation, making it resistant to
first, but sensitive to second-generation TKIs. H1650 has the
exon19del E746-A750 deletion in combination with PTEN loss,
resulting in resistance to first-generation TKIs and a response to
treatment with afatinib only upon 1 mmol/L and higher. In all cell
lines, neither growth nor apoptosis rate was affected by EGTA

Figure 4.

Regulation of adhesion-related proteins in kinobead and proteomic data. A, Upon afatinib treatment, several adhesion-related kinases were differentially
regulated, as measured by the kinobead assay. On the X axis, the log2 ratio after 24 hours of afatinib treatment is plotted, on the Y axis, the log2 ratio after 7 days of
treatment. Highlighted in red are proteins of interest, labeled with their protein name. B, Similarly, in the proteomics data, several adhesion-related proteins were
regulated. Log2 ratios are shown for proteins of interest from the full proteome dataset. Color coding is based on the mean of the three replicate MS runs.
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treatment alone up to 1 mmol/L (Fig. 6B; Supplementary
Fig. S3B). However, both the magnitude of the growth inhibition
and the amount of apoptosis significantly increased after inter-
ference with Ca2þ signaling by EGTA or LaCl3 during EGFR
inhibition (Fig. 6B). Interestingly, in all cases, apoptosis within
the first 24 hours was negligible, but rose significantly in the
following 2 to 3 days.

The effect of the combinational treatment was comparable
between first- and second-generation TKIs. In contrast, however,
the degree of the added effect differed between cell lines, dem-
onstrating high correlation with the sensitivity to the drug
(Fig. 6C). HCC827 cell line, which was the most sensitive, dis-
played the largest added effect of addition of EGTA. H1650 was
themost resistant to TKI treatment, showing the lowest increase in
levels of apoptosis and growth inhibition after addition of EGTA.
In general, the more sensitive a cell line was to TKI treatment, the
more sensitive it was for addition of EGTA.

Discussion
Although targeted approaches in cancer therapy show great

promise over conventional chemotherapy, development of resis-

tance remains an important obstacle to overcome (9). Themajor-
ity of resistance studies have focused on acquired resistance
mechanisms that occur after an extensive period of treatment,
usually by screening for additional mutations. Only recently,
attention has shifted to early, adaptive resistance, i.e., why sen-
sitive tumor cells initially survive drug treatment, to subsequently
gain additional mutations (8, 40). Here, we hypothesize that
rapid adaptation to drug treatment allows incomplete eradication
of the tumor, ultimately resulting in additional mutations and a
fully resistant tumor. We used a multi-omics approach to eluci-
date adaptive resistance mechanisms after EGFR-directed TKI
treatment with afatinib in NSCLC cells. We demonstrated that
NSCLC cells adapt to afatinib inhibition within days and reacti-
vate growth-stimulating pathways, despite continues inhibition
of the EGFR. Our data indicate that the cells use altered Ca2þ and
adhesion signaling as a resistance mechanism, attenuating drug-
induced cell death. Interferingwith adhesionbyCa2þdepletionor
limiting access to extracellular Ca2þ significantly increased cell
death in a TKI-dependent manner.

Our phosphoproteomic data showed that, despite continued
inhibition of the EGFR and downregulation of cell-cycle–related
pathways, the growth-stimulatingmTOR and ERK pathways were

Figure 5.

Phosphoproteomics MS data showed regulated Ca2þ signaling. A, Regulation of phospho profiles is shown in detail for several proteins of interest. Each
column represents a replicate of the specified time point. Each row represents a phosphopeptide. If a row is annotated with more than one site, or a number
in brackets is shown, the peptide was singly, doubly, or triply phosphorylated. Peptides with no multiplicity shown are singly phosphorylated. The color is
indicative of normalized intensity. For this, each protein or protein family has his own legend, due to dynamic range differences. B, Western blot of PC9 cells
treated with 1 mmol/L afatinib for 30 minutes, 2, or 5 days showed increased levels of phosphorylation of Myosin IIa and of protein levels of Myosin IIa and
IIc. In addition, the Western blot analysis shows increase tyrosine phosphorylation of FAK Tyr397 and Tyr576/577 and Paxillin Tyr31 and Tyr118. GAPDH was
used as a loading control.
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reactivated within days. This correlates with the reactivated
growth of NSCLC cells and strongly suggests a rapid adjustment
to EGFR inhibition. In agreement with this, pharmacologic inhi-
bition of mTOR and ERK pathways shows a synergistic effect in
combination with afatinib treatment. The ERK pathway is most
conventionally activated by upstream tyrosine kinase receptors
(41). However, ERK kinases can also be activated by several other
signaling pathways, for example, integrin signaling via enhanced
adhesion (42). Indeed, reactivated growth signaling by increased
adhesion is supported by our data in which we find a strong
upregulation of adhesion-related proteins after EGFR inhibition.
Several regulators of the stability of the cytoskeleton were upre-
gulated upon treatment. In addition, the protease calpain-2,
responsible for degradation of focal adhesions, was downregu-
lated. It is intriguing to speculate that increased ERK signaling is
induced by increased adhesion via Ca2þ signaling as the observed
effects on growth inhibition and apoptosis upon inhibition of
either ERK or Ca2þ signaling are very similar.

Cell adhesion is an integral part of the complex and dynamic
process of migration. Enhanced adhesion could ultimately

result in both increased and decreased migration, and the
context determines whether it is oncogenic or tumor suppres-
sive. Enhanced adhesion initially results in apoptosis resis-
tance, stimulating the development of drug resistance (40).
However, when cells become increasingly oncogenic due to, for
example, epithelial-to-mesenchymal transition, induction of
adhesion is demonstrated to be tumor suppressive (43).
Increased adhesion has been described previously as a resis-
tance mechanism in hematologic malignancies, referred to as
cell-adhesion–mediated drug resistance (CAM-DR; ref. 44).
EphA4, a key player in CAM-DR, was also shown to be upre-
gulated after afatinib treatment in our data (45). Inhibition of
apoptosis in NSCLC has been shown on an mRNA level to be
driven by the focal adhesion pathway (40). In our data, the
main kinase involved in the regulation of focal adhesions, FAK,
showed altered levels of phosphorylation, which has been
associated with morphologic changes and increased adhesion
(30–32). In addition, the focal adhesion–associated compo-
nent Paxillin showed increased tyrosine phosphorylation, indi-
cating increased stabilization of adhesive structures.

Figure 6.

Ca2þ Depletion enhances growth inhibition and induction of apoptosis upon EGFR inhibition. Influence of Ca2þ signaling in combination with EGFR inhibition
was shown using growth curves and levels of apoptosis. A, PC9 cells were grown in the presence or absence of 1 mmol/L EGTA or 1 mmol/L LaCl3, and
simultaneously treated with 1 mmol/L EGFR inhibitors (afatinib, gefitinib, or erlotinib). Percentage of confluence was measured to show increased growth
inhibition and induction of apoptosis, independent of inhibitor used, as measured with green fluorescent Caspase 3/7 Probe. B, Combined EGFR inhibition and
interference with Ca2þ availability was explored on three different NSCLC cell lines. Confluence and apoptosis were measured in the IncuCyte System.
P values are depicted above bars: ��� , < 0.001. All error bars represent the data of four replicate wells within one experiment. C, Growth inhibition induced by
afatinib or by afatinib in the presence of EGTA showed great correlation, as shown by a scatter plot. The mean percentage of inhibition after 3 days induced
by afatinib is plotted on the X axis, where the mean percentage of added effect of EGTA in combination with afatinib was plotted on the Y axis. The
dotted line indicates the linear regression, and the R2 is depicted in the graph.
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From the here presented data, regulation of the cytoskeleton
was oncogenic: enhanced adhesion and decreased migration
initiated by afatinib treatment most likely resulted in apoptosis
resistance. Reorganization of the cytoskeleton can, among others,
be established by altering Ca2þ homeostasis, because many
adhesion and cytoskeleton remodeling-related processes are reg-
ulated in a Ca2þ-dependent manner (46, 47). Not surprisingly,
various Ca2þ/Calmodulin-related proteins were found to have
increased expression. On the contrary, Calmodulin itself was
found to be decreased. The latter is difficult to interpret, solely
based on the presented data. Future research will be aimed at
determining the regulation of Ca2þ/Calmodulin signaling during
adaptive resistance.

In order to intervene with Ca2þ homeostasis, we cultured the
cells in the presence of EGTA, a chelating agent with great
affinity for Ca2þ, or with LaCl3, an inhibitor of plasma mem-
brane Ca2þ transporters. In both cases, the sensitivity to the
three EGFR inhibitors tested in four different NSCLC cell lines
increased, indicating that EGFR inhibition creates a strong
dependency on the accessibility of extracellular Ca2þ and in
addition implicates a role for Ca2þ signaling during the devel-
opment of adaptive resistance. More importantly, cells treated
with EGTA or LaCl3 alone did not show any response,
highlighting the specificity of the combinatorial treatment.
Mechanistically, we suspect that under the influence of EGFR
inhibition cells either increase Ca2þ usage and deplete their
intracellular Ca2þ stores, or intracellular Ca2þ becomes inac-
cessible. From literature, it is known that Ca2þ concentrations
in the cytoplasm can be influenced by RTKs, including EGFR,
which modulate PIP2/IP3 signaling (48). Ca2þ oscillations in
the cell have been shown to be reduced by inhibition of the
EGFR (49); therefore, it is not surprising that the magnitude of
extracellular Ca2þ availability correlated strongly with TKI
sensitivity, suggesting a direct link between inhibited EGFR
signaling and Ca2þ dependency during adaptive resistance.
However, because Ca2þ signaling has been implicated in many
processes within the cell, future research will be aimed at
determining the exact role of Ca2þ during the observed
adaptation.

When looking at the extensive added effect Ca2þ deprivation,
two observations stand out. First, induction of apoptosis, both in
the case of TKI alone and in combination with EGTA or LaCl3,
only occurs 24 hours after the start of the treatment. The fact that
the effects induced by an EGFR inhibitor combined with Ca2þ

deprivation follow the effects induced by the inhibitor alone is a
strong indication that development of Ca2þ dependency func-
tions in a TKI-dependent manner. Second, even though the
addition of extracellular Ca2þ deprivation caused significantly
increased levels of apoptosis, eradication of the cell population is
still incomplete. This behavior, similar to treatment by the TKI
alone, demonstrates the adaptive capabilities of cancer cells. Even
in harsh circumstances, some cells are able to survive, highlighting
the need for further research into adaptive resistancemechanisms
to targeted therapy.

Preceding clinical research, fundamental research is necessary
to find novel targets and therapeutic strategies. Although this
study is limited to cell linemodels, the acquired data could lead to
a better understanding of cellular behavior under the pressure of
an already well-studied and clinically applied drug. Using a
simplified disease model, our data demonstrate that cells start
to modify their signaling directly upon drug exposure, revealing

an interesting therapeutic window in the study and treatment of
drug resistance. It shows the necessity to increasingly study the
short-term and adaptive responses of cells, in contrast with long-
term, acquired mechanisms. In addition, although on a funda-
mental level, we revealed the involvement of calcium signaling in
the adaptive response of cancer cells. Calcium signaling has been
implicated in cancer previously, but to our knowledge, we are the
first to show a direct link between calcium signaling and adaptive
resistance of cancer cells against EGFR inhibition. Several ways
exist to target calcium signaling in cancer cells (50); therefore, a
logical next step would be exploring the effects of specific small-
molecule inhibitors combined with existing drugs targeting cal-
cium signaling. In addition, detailed knowledge on the behavior
of key players in Ca2þ signaling, like Calmodulin, will shed more
light on the molecular mechanisms underlying the observed
effects. Furthermore, findings as presented here will need to be
validated in in vivomodels in order to be translated into a clinical
application.

In conclusion, this study demonstrates that TKI-sensitive
NSCLC cells use reorganization of their cytoskeleton, regulated
byCa2þ signaling, as an adaptive resistancemechanism. Targeting
Ca2þ signaling sensitizes the tumor cells to TKI treatment in a
TKI-dependent manner, making the global approach of the Ca2þ

depletion highly specific. Concentrating on combinational treat-
ment as early as possible after drug exposure in a clinical setting
could improve treatment efficacy by preventing any acquired
resistance mechanism from arising, rather than attempting to
cure it.
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