
Abstract. Background: The alternative transcriptional
isoform of Bruton’s tyrosine kinase, BTK-C, is expressed in
a wide variety of epithelial tumor types where it impacts
apoptosis resistance, therapeutic escape, and glucose uptake.
The initial exon in BTK-C encodes a 34 amino acid
extension of the amino terminus of the canonical BTK-A
isoform. Its function is unknown. Materials and Methods:
Site-directed mutagenesis, acylation assays and expression
studies in cancer cell lines were used to determine the effects
that the BTK-C first exon sequence has on kinase activity,
subcellular localization and cell physiology. Analysis of
BTK-C expression in tumors was conducted using genomic
databases. Results: BTK-C is palmitoylated on two cysteine
residues. BTK-C localization at the plasma membrane is
dependent upon phosphatidylinositol 3,4,5-triphosphate
(PIP3) levels as well as palmitoylation. In epithelial cancer
cells, both BTK-A and BTK-C isoforms are recruited to the
plasma membrane; however, BTK-A also localizes to the
nucleus whereas BTK-C has a primarily perinuclear
distribution. Transcription of the BTK-C isoform is inversely
correlated with expression of commonly activated breast
cancer signaling receptors in breast tumors. In MDA-MB-
231 cells, BTK-C expression confers modest increases in
proliferation and glucose uptake rates compared to BTK-A.

Conclusion: Palmitoylation affects localization and
regulation of BTK-C in epithelial tumor cells where it
functions as an important survival factor. Expression of
either palmitoylated or non-palmitoylated kinase isoforms
that function in PI3K signaling may be a common regulatory
feature as nine other soluble kinases in the human genome
possess similarly encoded alternative N-termini (ANT).

The phosphatidylinositol 3-kinase (PI3K) pathway is
commonly activated in a variety of cancers (1). Increased
activity of upstream receptors and mutations in PI3K
components lead to production of phosphatidylinositol 3,4,5-
triphosphate, PIP3, on the inner leaflet of the plasma
membrane. PIP3 levels recruit and activate effectors through
interaction with pleckstrin homology (PH) domains in a
variety of effector proteins. PIP3 levels are also controlled
by the phosphatase and tensin homologue (PTEN) (2).
Genomic alterations affect several points in the pathway and
are frequently found in most solid tumor types (3-5). Loss
of PTEN is the most common alteration, however; between
a quarter and a half of tumors of various epithelial origins
carry mutations in genes in the pathway (1).

We previously identified an isoform of the PH domain-
containing kinase, Bruton’s tyrosine kinase (BTK), in an
RNAi kinome screen as a critical survival factor for breast
cancer cells (6). ShRNA-mediated knockdown of this BTK
isoform (BTK-C; UniProt: Q06187-2, Ensembl:
ENST00000621635.4) had a larger effect on reducing
survival and proliferation than other targeted kinases with
established roles in breast cancer including HER2/neu,
EGFR, Src, and others. The BTK-C isoform identified in
breast and prostate cancer cells (7) is similar to the original
BTK isoform, which we refer to as BTK-A for clarity, but
contains an alternative first exon encoding parts of a 34
amino acid amino-terminal extension (6). The BTK-C
protein provides cell survival activities in breast and prostate
cancer cells (8) whereas BTK-A is expressed in
hematopoietic cells (9) during maturation of B-cells (10-12).
In hematopoietic cells, B-cell receptor engagement by
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antigen stimulates PI3K and the resulting PIP3 accumulation
at the plasma membrane recruits and activates BTK-A. The
importance of BTK-A to B cell survival is underscored by
the development BTK inhibitors such as ibrutinib,
acalabrutinib and others (13). These BTK inhibitors also
target BTK-C decreasing tumor cell proliferation by reducing
resistance to apoptosis which ultimately may be due to
effects on glucose transport (6). Decreased survival signaling
caused by BTK-C inhibition also results in decreased
therapeutic escape in breast cancer cells suggesting that it
may be useful as an adjuvant therapy (6, 7). Importantly,
inhibition of BTK-C prevents activation of the AKT
signaling pathway by NRG or EGF that has been shown to
promote growth factor-driven lapatinib resistance in HER2+
breast cancer cells (14-17). BTK-C signaling is involved in
the appearance of ligand-dependent lapatinib resistance in
treated HER2-positive breast cancer cell populations.

In this study, we show that the N-terminal extension of
the BTK-C isoform contains a palmitoylation sequence
which alters its subcellular localization. The palmitoylated
form of BTK is expressed in 10-25% of a wide variety of
cancers (7). In breast tumors that do not express BTK-C,
increased levels of other signaling inputs are commonly
found. In this sense, the BTK-C isoform may function in
cancer cells by providing increased effector function in the
PI3K pathway. The unique structure of the BTK gene
allows for both palmitoylated and non-palmitoylated forms
of the kinase to be produced. This appears to be a common
feature of mammals as we find similar exon arrangements
in other tyrosine kinases and pleckstrin homology-
containing kinase genes.

Materials and Methods
Tissue culture. Cell lines MD-AMB-231, BT549, SUM149, SKBr3
and ΦNX-AMPHO were obtained from the American Type
Culture Collection (ATCC). MD-AMB-231, SUM149, SKBr3, and
Phoenix AMPHO cells were maintained in DMEM (Hyclone,
Logan, UT, USA) supplemented with 10% fetal bovine serum
(FBS) (Hyclone). BT549 and LNCaP C4-2b cells were cultured in
RPMI (Hyclone) with 10% FBS (Hyclone). All culture media
contained 100 U/μl penicillin-streptomycin. All cell lines were
authenticated in March 2016 by the SUNY-Albany Center for
Functional Genomics Molecular Core Facility using a short
tandem repeat method (Promega GenePrint 10 system, Madison,
WI, USA). To minimize the influence of components contributed
by bovine serum, all stimulation experiments were performed
using 1% FBS unless otherwise indicated (18, 19). Cells were
imaged as described. As localization was the key attribute being
tested, images were normalized with respect to brightness and
contrast. In growth and uptake experiments, differences between
control and treatment conditions were evaluated using Student’s t-
test for pairwise comparisons. Growth and glucose experiments
were repeated 3 times. The average of at least three biological
replicates were normalized to control and presented as
mean±standard deviation. 

Reporter construction and viral transgenesis. GFP fusion constructs
were generated using a BTK pleckstrin homology domain fusion
protein vector, PH-Btk-GFP (Addgene Plasmid #51463). BTK
constructs (BTK-A R28C; BTK-C; BTK-C R28C; BTK-C C13A,
C16A; BTK-C C13A, C16A, R28C) were generated in this plasmid
using QuikChange site directed mutagenesis. The exon1C sequence
was subcloned from the original cDNA isolate (20). To prevent
internal translational initiation at the BTK-A ATG (6), this codon
was changed to Ala in all BTK-C constructs. Production of either
the 77 kDa BTK-A isoform or the 65 kDa p65BTK (21) was not
observed for BTK-C constructs. GFP reporters were subcloned into
MARXIVpuro REV plasmid (22). Full-length mutant proteins were
produced by subcloning into a BTK gene with a C-terminal Flag tag
expressed from a MARXIVpuro REV vector. DNA sequence was
confirmed by DNA sequence analysis for all constructs. ΦNX-
Ampho cells were transfected with Flag-tagged versions of BTK as
described (23). Empty vector was used as a control. A lentivirus-
born shRNA targeting the chromosomal BTK 3’UTR
TRCN0000000358 (Sigma-Aldrich, Saint Louis, MO, USA) was
used to silence endogenous BTK isoform expression such that each
line predominantly expresses the wild-type or mutant version of the
intended isoform. 

BTK acylation. HEK293 cells plated on 6 wells plates were
transfected using X-tremeGENE HP transfection reagent (Sigma-
Aldrich) with 1 μg of BTK-C, BTK-A, or BTK-C C13A, C16A with
2 μg of zDHHC5 plasmid. Twenty-four hours after transfection,
cells were incubated with 100 μM of palmitic acid alkyne (in
DMEM with 1mg/ml defatted BSA) for 4h at 37˚C. Cells were
washed twice in PBS, then lysed on ice in 50 mM Tris HCl, pH 7.4
with 150 mM NaCl, 1 mM EDTA, 1% TRITON X-100 and protein
inhibitors. Cell lysate supernatants were used for
immunoprecipitation with Anti-Flag M2 affinity gel (Sigma-
Aldrich) at 4˚C overnight. The affinity gel was washed with 0.5 ml
of TBS three times and incubated with click chemistry reaction
mixture (Click-&-Go Click Chemistry Reaction Buffer Kit, Click
Chemistry Tools, Scottsdale, AZ, USA) containing 20 μM biotin
picolyl azide for 30 min at room temperature, separated by SDS
PAGE and blotted. 

Protein methods. Subcellular fractionation was performed using
standard methods as described (24). Immunoblots were completed
following standard protocols. Primary antibodies used were: P-Btk
(Y223) (Cell Signaling Inc., Danvers, MA; #5082S), Flag Tag
DYKDDDDK (D6W58) (Cell Signaling Inc., #14793S), Purified
mouse anti-Btk (pY551)/Itk (pY511) (BD Biosciences, San Jose,
CA, USA; #558034), Histone H3 (Cell Signaling Inc., #9715S),
Na/K ATPase (Epitomics, Burlingame, CA, USA; #2047-X).
Secondary antibodies: Anti-rabbit IgG, HRP-linked Antibody (Cell
Signaling Inc., #7074S), Anti-mouse IgG, HRP-linked Antibody
(Cell Signaling Inc., #7076S).

Results

The cancer cell survival BTK-C isoform is phylogenetically
conserved. Our previous studies have shown that the BTK-C
isoform, which has a transcriptional initiation site
approximately 10 kb upstream of the BTK-A isoform (Figure
1A), is the predominant form expressed in solid tumor cells in
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humans (6-8). Analysis of recent RNAseq data from the
Genotype-Tissue Expression (GTEx) project confirms previous
results indicating that the BTK-C isoform is expressed in
relatively few tissues and at low levels under normal conditions
(Supplemental Figure 1). GTEx data show that the greatest
expression of BTK-C is in testis, with lower levels of
expression in both spleen and EBV-transformed lymphocytes.
There is essentially no expression in other tissues. 

An analysis of several species’ genomes indicates that the
exon 1C sequence is conserved in mammals [Figure 1B and
(7)]. The 20 organisms in both primate and vertebrate list of
the UCSC Genome Browser (25) all display sequence
conservation within this region. In each case, this includes
encoded amino acid sequences of exon 1C as well as
encoded amino acid sequences in exon 2 that are upstream
of the start codon of the BTK-A isoform. In each organism,
transcription initiation occurs divergently within a few
hundred bases of the RPL36 ribosomal protein gene. The
range of additional protein sequence is between 32 and 34
amino acids and is predicted to be unstructured. Importantly,
analysis of the protein motifs found in these conserved
sequences indicates that each contains potential
palmitoylation sites (Figure 1B). One or two cysteine

residues are found in each exon 1C encoded amino acid
sequence which score highly in the CSS-Palm palmitoylation
motif prediction algorithm (26). Of note, some rodent
sequences including mouse and rat share conserved
sequences in the appropriate positions, however, a stop
codon is found at the corresponding fourth amino acid of
BTK-C and transcripts that map to this area are not
annotated in mouse genome sequences. We have isolated the
mouse sequence by PCR and confirmed the presence of the
stop codon at this position. 

BTK-C expression in breast tumors. Analysis of expression
of the BTK splice isoforms in tumor tissues in the TCGA
database using the Tumor Splice Variant Database (TSV DB)
(27) indicates that virtually all tumor samples show
expression of some BTK isoform within the tumor (Figure
1C). BTK-A is widely expressed in the samples, although it
is difficult to assess whether this is due to the presence of B-
cell infiltrates in these tumors as BTK-A is expressed in
hematopoietic cells at levels approximately 1,000 times
higher than those in solid tumor cells [(6, 7) and not shown].
BTK-C expression is observed in 5-25% of tumors in a wide
variety of cancers. This includes 14.4% (158/1,100) of breast
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Figure 1. Overview of the BTK locus in humans. (A) BTK-C transcription is initiated at an alternative transcriptional start site. Encoded sequence
in this exon is phylogenetically conserved in mammals. (B) The key feature encoded in this sequence is one or more predicted palmitoylation sites.
(C) The BTK-C isoform is expressed in approximately 15% of breast cancer tumors. BTK-C expression is not correlated with sample type. (D)
Volcano plot of reverse-phase protein array data of BTK-C -expressing and -non-expressing tumors from the TCGA Firehose Legacy dataset. Only
those protein species which have statistically significant (p<0.05 and q<0.05) differences in abundance between the two groups are labeled. Human
breast tumors that do not express BTK-C are enriched in common breast cancer signaling inputs including ERBB2, the estrogen receptor, androgen
receptor and the PIP3-dependent serine threonine kinase, PDPK1.



tumors, 12.5% (51/408) of bladder tumors, 23.5% (118/501)
of lung squamous cell carcinomas and 5.8% (29/495) of
prostate tumors.

Tumor samples from The Cancer Genome Atlas (TCGA)
Firehose Legacy breast cancer database were parsed into two
groups: tumors that expressed BTK-C (RNAseq reads
mapped to exon1C >0) and those that do not express BTK-
C (RNAseq reads mapped to exon1C=0). Analysis of
attributes of the two groups indicated that tumors expressing
BTK-C were more likely to be either ER or PR negative
(Supplementary Figure 2). There was, however, no
statistically significant difference in overall survival between
the groups. Analysis of transcripts differentially expressed in
BTK-C expressing tumors are enriched in function-
appropriate gene ontology biological process groups of ER
sequestered calcium release, regulation of Toll-like receptor
2 signaling pathway and leukocyte aggregation. When
compared to non-expressers, tumors expressing BTK-C show
a statistically significant increase in a single protein species
as measured by reverse-phase protein array: increased
phosphorylation on threonine 346 of the hypoxia-induced,
lipid metabolism gene, NDRG1(28-30) (Figure 1D). Tumors
that do not express BTK-C share clinical attributes having

greater ER positivity or PR positivity which is also reflected
in both transcriptomic and proteomic analysis. The top
scoring gene ontology class of messages enriched in tumors
not expressing BTK-C was “breast development and
signaling” which includes transcripts for the estrogen
receptor (ESR1), androgen receptor (AR), progesterone
receptor (PGR) and the EGF family member ERBB4, among
others. Many of these proteins were also found to exhibit
statistically significant higher levels of expression in
proteomic analysis of tumors not expressing BTK-C
including the estrogen receptor, the androgen receptor, and
ERBB2 among others (Figure 1D). Although expression of
BTK-C does not track with a specific breast cancer subtype,
taken together, the results indicate that tumors expressing
BTK-C are likely to have reduced levels of canonical breast
cancer signaling receptor proteins.

The BTK-C isoform but not BTK-A is palmitoylated. Analysis
of the predicted BTK-C sequence with motif identification
algorithms indicated that cysteine residues 13 and 16 in the
BTK-C 34 amino acid N-terminal extension are highly
scoring predicted Type II palmitoylation residues (26)
(Figure 1B). Conserved motifs for N-glycosylation or N-
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Figure 2. The BTK-C isoform is palmitoylated. (A) Diagram of BTK isoform C-terminal Flag-tagged constructs. (B) Expression of Flag-tagged
constructs in MDA-MB-231 cells. (C) Detection scheme for acylated BTK isoforms. Cells were incubated with 17-ODYA. Flag immunoprecipitates
were reacted with azide-activated biotinylation reagent and detected through reaction with streptavidin-linked horseradish peroxidase. (D) HEK293
cells were transfected with 1μg of BTK-A, BTK-C, or BTK-C C13A,C16A and 2 μg of a plasmid expressing zDHHC5. 24h after transfection cells
were incubated for 4 h with 100 μM palmitic acid alkyne (17-ODYA). Cell lysate supernatants were immunoprecipitated with Anti-Flag M2 affinity
gel (Sigma) at 4˚C overnight, subjected to click chemistry with 20 μM biotin picolyl azide for 30 m at room temperature before electrophoresis and
blotting.



myristoylation were not found. Palmitoylation is a dynamic
post-translational modification of proteins in which palmitate
is covalently bonded to cysteine residues of the mature
protein. The linkage occurs through a reversible thioester
bond catalyzed by any of a large family of protein acyl
transferases the substrate specificities of which are at present
poorly understood (31). Palmitoylation was originally
thought to be a mechanism for targeting to lipid rafts in the
plasma membrane. It is now more generally considered to
play an important role in subcellular trafficking of substrates
many of which function in signal transduction (32-34). So
that the functional significance of the predicted
palmitoylation sites at Cys13 and Cys16 within the N
terminal domain of human BTK-C could be determined,
these sites were mutated to alanine residues using in vitro
mutagenesis (Figure 2A). 

To determine whether the predicted palmitoylation sites of
BTK-C are acylated, Flag-tagged versions of BTK-C wt, BTK-
A wt, or BTK-C:C13A,C16A were transfected (1 μg each) and
expressed in HEK293 cells (Figure 2B) with 2 μg of a plasmid
expressing the plasma membrane-localized palmitoyltransferase,
zDHHC5 (35). The cells were subjected to acyl incorporation
assays (Figure 2C) in which modification with an acyl analogue
is evidenced using click chemistry modification after FLAG
based immunoprecipitation (36). Analogues of palmitic acid,
17-octadecynoic acid (17-ODYA, 13266 Cayman Chemical,
Ann Arbor, MI, USA), palmitoleic  acid (25362 Cayman
Chemical), oleic  acid  (9002078 Cayman Chemical) and
arachidonic acid (10538 Cayman Chemical) were tested for
incorporation. As shown in Figure 2D, label is increased in
BTK-C but not BTK-A, or the BTK-C C13A, C16A double
mutant. We failed to observe incorporation of palmitoleic acid,
oleic acid and arachidonic acid (not shown). We were also
unable to see incorporation without co-expression of the
palmitoyl transferase; nevertheless, these experiments confirm
that the N terminal domain of BTK-C is a substrate for
palmitoylation.

Palmitoylation affects BTK-C cellular localization. BTK is
established as soluble kinase that is recruited to the
membrane by PI3K activity (9, 37-39). Fusions of the
pleckstrin homology domain of BTK (amino acids 1-177)
with GFP are widely used to monitor PIP3 levels in cells
(20). We modified this construct to incorporate the exon 1C
sequence of BTK-C and several site-directed mutations
(Figure 3A). Each construct was subcloned into a
PuroMaRX IV-based retrovirus and transduced into a
variety of cell lines. Mutation of either cysteine residue by
itself in the exon 1C sequence is largely without effect on
subcellular localization of BTK-C (Supplementary Figure
3). Mutation of both cysteine 13 and cysteine 16, however,
caused the reporter construct to localize in the cell interior
(Figure 3B). 

Both BTK-A GFP and BTK-C GFP fusions exhibit
significant plasma membrane localization; however, images
focused on the mid-depth of cancer cells show that the BTK-
A isoform is largely localized within the nucleus whereas the
BTK-C isoform has a primarily perinuclear distribution
(Figure 3B). The nuclear localization of BTK-A in solid
tumor cells is not surprising. The BTK-A isoform has been
shown to shuttle between the cytoplasm and nucleus in B
cells. During this process, export from the nucleus requires
association with the LIAR protein (40). This interaction
occurs within the SH3 domain which is missing in these
pleckstrin homology domain reporters but is retained in the
full-length constructs. Analysis of BTK-GFP fusion signal in
the cells with CellProfiler image quantification analysis (41)
showed that approximately 60% more BTK-A signal is
localized to the nucleus compared to BTK-C. Fractionation
of cells expressing Flag-tagged, full-length versions of BTK-
A and BTK-C and subsequent immunoblotting of nuclear
and cellular membranes shows that BTK-C is more abundant
in cellular membranes compared to BTK-A which is found
in higher amounts in the nucleus (Figure 3C). 

Mutations in the palmitoylation sequences at the cysteine
residues in BTK-C (C13A, C16A) substantially decreased
plasma membrane localization of BTK-C-GFP. Additionally,
mutation of the amino acid corresponding to arginine 28 of
the BTK-A sequence to cysteine as occurs in mice (42) (37,
43) also abolished membrane localization. This position in
the pleckstrin homology domain interacts with PIP3 during
activation. The same R28C mutation in BTK-C causes it to
fail to localize to the membrane indicating that BTK-C
requires both palmitoylation and PI3K signaling to associate
with the membrane. A common downstream effect of BTK
activation due to B cell receptor engagement is actin
polymerization. We observed that considerable BTK-A and
BTK-C reporter localization is juxtaposed to actin filaments
in the breast cells (Figure 3D). 

Regulation of BTK-C localization and activity by PIP3 levels.
Activation of BTK-A in B cells has been extensively studied.
Adsorption of BTK-A to the B cell plasma membrane is
driven by binding to PIP3 which opens the BTK monomer
conformation allowing dimerization, auto-activation (Y223
phosphorylation) and transactivation (Y551 phosphorylation)
(9, 37-39). Results from several lines of experimentation
indicate that the additional sequence at the BTK-C amino
terminus does not alter the regulation of the kinase by PIP3.
The positively charged R28 residue in the PH domain has
been shown to contact the 5’-PO4 of PIP3 (37, 43) and
mutation of this residue makes the kinase insensitive to PI3K
signaling (42). Mutation of the analogous arginine in BTK-
C (R62 in BTK-C) causes it to fail to localize to the
membrane (Supplementary Figure 3). Both BTK-A and
BTK-C isoforms exhibit significant localization in the
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plasma membrane of cells that harbor mutations in PTEN,
the phosphatase that removes the D3 phosphate and reduces
PIP3 levels (Figure 4A and B). For example, MDA-MB-231
cells which are PTEN+ display less plasma membrane
staining when compared to SUM149 cells which are PTEN–.
In these cells, BTK-A also shows increased plasma
membrane localization but to a lesser degree than BTK-C.
Since there are a limited number of PTEN– cell lines, we
also used pharmacological inhibition with IPI-145
(Selleckchem, Houston, TX, USA) (44), Duvelisib, a highly
selective PI3K δ/γ inhibitor that decreases the membrane
signal of both BTK-A and BTK-C GFP fusions. In breast
cells, this is accompanied by significant toxicity (not shown).

However, there is less toxicity in the PTEN– LNCaP C42b
prostate cancer cell line that expresses BTK-C, where IPI-
145 inhibition dramatically decreases the degree of
membrane localization observed in controls (Figure 4B).
Similarly, expressing wild-type PTEN in the PTEN– LNCaP
C42b prostate cancer cell line decreases BTK-C activation
whereas expressing dominant negative mutants (45) does not
(Figure 4D). This PIP3-dependent activation may occur
through BTK-C dimer formation through juxtaposed
membrane-bound PH domains as occurs with the BTK-A
(39). Using an assay developed by Chung et al. (39), co-
transfecting BTK-C with the BTK-C-GFP construct which
contains the PH domain but is missing the kinase domain
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Figure 3. Subcellular distribution of the BTK isoforms in breast cancer cells. (A) Diagram of BTK pleckstrin homology domain with GFP reporters.
Expression of each reporter was driven by a CMV promoter in a retroviral vector. (B) Localization of wild type and mutant isoform reporters in
breast cancer cell lines MD-AMB-231 (triple negative; PTEN+), BT549 (triple negative; PTEN–), SUM149 (triple negative; PTEN–) and SKBr3
(luminal HER2 enriched; PTEN+). BTK-A isoform is found in the plasma membrane (red arrows) and to a greater degree in the nuclei of cancer
cells (white arrows). BTK-C is also found on the plasma membrane but exhibits a greater degree of perinuclear localization (gray arrows). Mutation
of the two palmitoylation sites reduces membrane localization of BTK-C. Mutation of arginine 28 of BTK (arginine 62 and BTK-C sequence) also
decreases membrane staining. (C) Subcellular fractionation showing increased levels of BTK-A in the nucleus and greater BTK-C in membrane
fractions. (D) BTK reporters localize with actin in cancer cells. Scale bars: 100 μm.



reduces Y551 phosphorylation compared with vector or
BTK-C only (Figure 4D). This result is consistent with its
interfering with dimer formation as has been shown for
similar BTK kinase domain constructs in other transfection-
based studies (39).

We assessed the in vivo activity of the BTK isoforms by
co-transfecting wild-type and mutant constructs into
HEK293 cells (Figure 2 and Supplementary Figure 4). BTK-
A and BTK-C are both activated in the cells as judged by
tyrosine phosphorylation at Y223 and Y551. As shown in
Figure 4C, BTK-C: R28C (50% BTK-C wt), BTK-C: C13A,
C16A (33% BTK-C wt) and BTK-C: C13A, C16A, R28C
(14% BTK-C wt) proteins exhibit lower Y551
phosphorylation levels suggesting that BTK-C activation by
other activating kinases may depend on its correct
localization which requires both palmitoylation and PIP3

binding ability (9). BTK transactivation was less impacted
by these mutations with only the BTK-C: C13A, C16A (33%
BTK-C wt). Expression of BTK-C with a mutation
analogous to BTK-A E41K (E75K in BTK-C numbering)
which increases the positive charge in the PH domain and
has been shown to increase membrane recruitment and
activation (42), does not exhibit appreciably increased
activation in these cells. PLCγ2, an established BTK effector
in hematopoietic cells, is expressed in a variety of epithelial
cancer cells (46). As shown in Figure 5B, overexpression of
either isoform increases phosphorylation of PLCγ2 on
tyrosine 759. Interestingly, mutation of only the
palmitoylation residues does not impact PLCγ2
phosphorylation appreciably, although mutation of both
palmitoylation and PIPs binding site does.

BTK-C activity in cancer cells in vitro. Previous studies have
shown that both BTK-A and BTK-C are active in
proliferating breast and prostate cancer lines under normal
conditions in vitro (6, 8). To determine whether the two
isoforms of BTK responded differently to stimulation, we
examined activation in response to insulin stimulation under
reduced serum conditions. Insulin is a common activator of
PI3K in cancer cells (47) and has been shown to cause
activation of BTK in other cell types (48). Insulin
stimulation increases Y551 phosphorylation, reflecting
activation by other kinases, two-fold in BTK-A but
considerably less (~24%) in BTK-C. Transactivation,
reflecting phosphorylation of BTK by its dimerized partner,
is largely unchanged in BTK-A and BTK-C under these
conditions (Figure 5A). Other ligands including EGF, NRG
and RANKL have a similar impact (not shown) increasing
activating phosphorylation levels above unstimulated levels
only modestly. These results are in accord with the original
observations that the kinase is active in proliferating cancer
cells (6, 8) and suggests that further work is needed to
identify the pathway or pathways responsible for activation
in a given cell type. Nevertheless, even without exogenous
stimulation, the baseline BTK activity has functional
consequences that correlate with the palmitoylation status of
BTK in breast cancer cells. We observe a statistically
significant increase in proliferation, which was reproduced
in multiple experiments, of 17.6% in PTEN+ MDA-MB-231
cells expressing BTK-C (+ endogenous BTK-targeting
shRNA) compared to BTK-A (+ endogenous BTK-targeting
shRNA) (Figure 5C). Effects of the expression of the BTK-
C C13A, C16A double mutant does not differ appreciably
from the BTK-A isoform (data not shown). Cell proliferation
rates of PTEN– SUM149 cells exhibited similar rates of
growth irrespective of the isoform expressed. Since our
previous work has shown that BTK-C activity is correlated
with glucose uptake in breast cancer cells (6), both lines
expressing full length BTK-A and BTK-C wild-type
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Figure 4. BTK isoform localization and activation is responsive to PI3K
pathway signaling in solid tumor cells. (A) BTK isoform localization in
MDA-MB-231 (PTEN+) and SUM149 (PTEN–) cells. (B)
Pharmacological inhibition of PI3K decreases association of BTK-A and
BTK-C with the plasma membrane in LNCaP C4-2b (PTEN–) cells. Scale
bar: 100 μm.  (C) Activating tyrosine phosphorylation of the BTK
isoforms in transiently transfected HEK293 cells. Y551 phosphorylation
is dependent on other kinases, Y223 autophosphorylation results from
BTK activation. Values represent fold tyrosine-phosphorylated signal
normalized to total transfected BTK control (anti-Flag) determined by
densitometry. (D) PIP3 dependence of BTK-C activation in transfected
LNCaP C4-2b (PTEN–) cells. PTEN activity by expression of PTEN
dominant negative mutants increases BTK-C activation. Additionally, a
BTK-C non-kinase domain construct (PH-EGFP) capable of dimerizing
with full length BTK reduces activating phosphorylation. In each case,
24 hours after transfection cell lysates were collected for immunoblotting. 



constructs were tested for effects on glucose uptake by
assaying 2-NBDG fluorescence. The results show that in
MDA-MB-231 cells, there is a reproducible 25% increase in
glucose uptake in those cells expressing BTK-C when
compared to BTK-A (Figure 5D). Similar to the impacts on
proliferation, there are no significant differences in glucose
uptake activity between BTK-A and BTK-C constructs in
PTEN– SUM149 cells. We surmise that the lack of
significant differences between the two isoforms when
expressed in the PTEN– cell is due to constitutive activation
of the non-palmitoylated form. 

PI3K effector kinase isoform generation through alternative
start site selection. Results of these experiments on BTK-C
indicate that an alternative amino terminus can impact kinase

localization and function. BTK is one of 5 TEC family
kinases encoded in the human genome (49). Although the
TXK kinase does not contain a bona fide PH domain, it is the
most highly related TEC kinase to BTK (50). Previous studies
have established that the 5’ end of the TXK mRNA possesses
two alternative translational start sites, one of which encodes
a run of cysteine residues that is palmitoylated and produces
a predominantly perinuclear localized product (50). Each of
the other TEC kinases has a single 5’ end version and none
are predicted to be palmitoylated. 

To extend the observations on the TEC kinases, we
determined how many kinases in the human genome
transducing signals at the plasma membrane, have the
potential to encode either palmitoylated or non-palmitoylated
versions. An analysis of all soluble, non-receptor tyrosine
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Figure 5. (A) Activating tyrosine phosphorylation of the BTK isoforms. BTK-A and BTK-C constructs were transfected into HEK293 cell and after
24 hours stimulated with insulin. Values represent fold tyrosine-phosphorylated signal normalized to total BTK-A or BTK-C (anti-Flag) determined
by densitometry. (B) Phosphorylation of the BTK target tyrosine 759 of PLCγ2 in transfected HEK293 cells. (C) BTK-C expression increases
proliferation rate of MDA-MB-231 (PTEN+) but not SUM149 (PTEN–) cells. Cells were seeded in 96 well plates and fixed with 4% formaldehyde
and counted at 72 hours. Data were normalized to control and are presented as mean±SD. *p<0.05 using Student’s t-test, n=3. (D) BTK-C increases
glucose uptake in MDA-MB-231 (PTEN+) but not SUM149 (PTEN–) cells. Cells were seeded and treated with 100 μM 2-NBDG for 15 min.
Fluorescence images were acquired with an InCell 2200 and overall fluorescence intensity quantified. Data were normalized to control and are
presented as mean±SD. *p<0.05 using Student’s t-test, n=3.



kinases and all PH domain-containing serine/threonine
kinases (Supplementary Figure 5) showed that 4 others have
alternative first exons: FRK, ABL1, ABL2 and PDPK1
(Figure 6A); these encode either palmitoylated or non-
palmitoylated amino termini analogous to BTK-A and BTK-
C (Figure 6B). Three other kinases (JAK1, JAK2 and UFO)
are similar to TXK (50), having the potential for either
palmitoylated or non-palmitoylated amino termini

determined by translational initiation site choice
(Supplementary Figure 5). Additionally, HCK, whose
expression involves both alternative transcriptional and
translational start sites and myristoylation, has previously
been demonstrated to have both palmitoylated and non-
palmitoylated versions (Figure 6B) (51, 52). Analysis of
coding regions for these 10 kinases shows that those
isoforms with confirmed or predicted palmitoylation sites are
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Figure 6. Alternative N-terminal kinases in the human genome. (A) Exon maps of kinases with alternative first exons that either do or do not contain
palmitoylation sites, as occurs with BTK-A and BTK-C. (B) Alternate N terminal sequences of tyrosine kinases TXK, FRK, HCK, ABL1, ABL2, and
the serine/threonine kinase PDPK1 resemble BTK. Isoforms containing palmitoylation sequences in the amino terminal region are enriched in
cysteine and methionine residues in predicted protein products. The encoded alternative isoforms represent a binary switch as non-palmitoylated
forms are depleted of cysteine and non-start codon methionine residues near the N terminus.



enriched in cysteine residues near the amino terminus. Those
with the potential for alternative translational start sites are
also enriched in methionine, with most having at least one
methionine occurring after the palmitoylation site, as occurs
in BTK and TXK to produce a non-palmitoylated version.
The predicted and established non-palmitoylated isoform
sequences of these kinases are depleted of both these amino
acids over the first 50 amino acids (Figure 6B and
Supplementary Figure 5). In this way, amino terminus choice
appears to be a binary switch that impacts the localization
and activity of these kinases. These kinases, which we
classify as alternative N-terminal (ANT) kinases, include
several tyrosine kinases as well as PDPK1, a major PI3K-
effector serine threonine kinase (53). Determining the
function of these altered isoforms will require considerable
additional investigation. However, it underscores the notion
that alternative amino termini, as occurs with BTK, is a
common feature of kinases with important roles in cancer
cell signaling.

Discussion

Our previous findings showed that the BTK-C isoform is
expressed in human breast and prostate cancer cells and that
it plays a crucial role in epithelial cancer cell survival. In this
study, we find that the 34 amino acid extension of BTK-C
contains a phylogenetically conserved palmitoylation site that
localizes the kinase to membranes and has context-dependent
functional consequences. Although originally identified as the
predominant isoform expressed in solid tumor cells, this work
shows that BTK-C is not expressed at significant levels in
most normal tissues or cells. Its expression profile and its role
as a critical survival factor for breast and other solid tumor
cells makes BTK-C a specific, druggable target for treating a
wide range of epithelial cancers. 

We observed that the BTK-C isoform is palmitoylated but
only when the plasma membrane-localized palmitoyltransferase
zDHHC5 was also overexpressed. This reaction appears to be
inefficient in these experiments (Figure 2) which might reflect
another, non-tested acyl group as the primary possible
modification. Nevertheless, mutation of the acylated
cysteines C13 and C16 had obvious effects on the subcellular
localization of the BTK kinase in cells. BTK-C displays
significant perinuclear localization as occurs with several
palmitoylated family kinases, such as SRC, LYN and YES
(54), as well as the TEC family TXK. Although
palmitoylation is important to the activity of these kinases,
the impact that palmitoylation has on the dynamics of
signaling is poorly understood in these instances and
complicated somewhat by the fact that these enzymes are
also myristoylated. Association of BTK-C with the
membrane required either C13 or C16 and a functional PH
domain for membrane association and impacted kinase

activation (Figure 5). These results may indicate that BTK-
C has a somewhat different mechanism of activation from
BTK-A which is activated at the plasma membrane through
PIP3 interaction alone (37, 43).

Both the palmitoylated and non-palmitoylated isoforms
responded to PI3K signaling in increased plasma membrane
association. However, molecular mechanisms responsible for
phosphorylation-based activation of the kinases (Figure 4C
and Figure 5A) in solid tumor cells may be less
straightforward than those involved in activation by B cell
receptor signaling. Expression of full-length BTK-C
improved glucose uptake and proliferation of triple negative
MDA-MB-231 cells but did not have a significant effect on
PTEN– SUM149 cells. We surmise that increased
localization of BTK-A in the PTEN– SUM149 cells reduces
the difference in activity of the isoforms. In these cells and
in general, the lack of dramatic differences between the
isoforms may reflect the fact that the palmitoylated isoform
exists primarily as a targeting mechanism in cells that have
larger surface areas, receptor repertoires, and cytoplasmic
volumes as well as more developed endomembrane systems.
B cells, which express the BTK-A isoform, are significantly
different from cells of epithelial origin that express BTK-C
in these respects (55-57).

Finally, the arrangement of the BTK gene with alternative
5’ exons encoding alternative amino termini, appears to be
an underappreciated paradigm in soluble kinases in
mammals. 10 kinases possess encoded, phylogenetically
conserved, alternative N termini with potential impacts on
tumor biology and progression. For example, BTK-C
expression in breast tumors is correlated with lower protein
expression of common breast cancer signaling receptors,
consistent with the notion that expression of BTK-C or other
palmitoylated kinases in solid tumors increases the level of
PI3K effector activity irrespective of signaling inputs. There
are other possible interpretations and although additional
experimentation is required, this explanation would fit with
the observed effects of BTK-C expression in solid tumors
including increased survival, apoptosis resistance, and
chemotherapeutic escape (6-8).
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