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Syk is a 72 kDa non-receptor tyrosine kinase that is best characterized in hematopoietic cells. While Syk is
pro-tumorigenic in some cancer cell types, it also has been reported as a negative regulator of metastatic
cell growth in others. An examination of the RelA (p65) subunit of NF-xB expressed in MCF7 breast cancer
cells indicated that either treatment with pervanadate or stable expression of Syk protected RelA from
calpain-mediated proteolysis. Similar results were observed with the tyrosine phosphatase, PTP1B, another
Keywords: sensitive calpain substrate. The activity of calpain in MCF7 cell lysates was inhibited by both treatment
Syk with hydrogen peroxide and expression of Syk, the former due to oxidative inactivation of calpain and the

Calpain latter to enhanced expression of calpastatin (CAST), the endogenous calpain inhibitor. The level of CAST
Calpastatin was elevated in the cytosolic fraction of Syk-positive breast cancer cells resulting in more CAST present
PTP1B in complex with calpain in cell lysates. The high levels of CAST coincided with elevated basal levels of
NF-kB

calcium-and of intracellular calpain activity-in Syk-expressing cells resulting from decreased levels of
Bcl-2 Bcl-2, an inhibitor of IP3-receptor-mediated calcium release. The inhibition of cellular calpain stimulated
the Syk-mediated enhancement of NF-«B induced by TNF-«, enhanced tyrosine phosphorylation resulting

from integrin crosslinking, and increased the localization of Syk to the plasma membrane.

© 2013 Elsevier B.V. All rights reserved.

1. Introduction

Syk is a 72 kDa protein-tyrosine kinase that is widely distributed
among hematopoietic cells and is found as well in several non-
immune cell types including many epithelial cells [1-5]. Syk can be
activated through the crosslinking of various cell surface receptors in-
cluding those for antigens on lymphocytes, receptors for the Fc regions
of antigen-IgG and -IgE complexes on monocytes, macrophages and
mast cells [1,2], and integrins in both immune and non-immune cells
[6-9]. In B cells, for example, Syk plays a critical role in coupling the an-
tigen receptor (BCR) to downstream pathways that regulate activation,
differentiation and proliferation. Consequently, impaired differentiation
of B-lineage cells is observed in SYK knockout mice [10,11]. The pro-
inflammatory cytokine, tumor necrosis factor-o (TNF-a), also is
reported to activate Syk in various cell types including Jurkat T cells
and epithelial cells where the expression of Syk enhances the TNF-
induced activation of NF-«B [12-14].

In cancer cells, Syk has been described as both an enhancer and sup-
pressor of tumorigenesis. The growth and survival of subsets of adult my-
eloid leukemia, chronic lymphocytic leukemia, non-Hodgkin lymphoma,
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retinoblastoma and pancreatic carcinoma are dependent on Syk [15-20].
In contrast, Syk was identified as a tumor suppressor in breast cancer
when a correlation between allelic loss of the human SYK locus on chro-
mosome 9q22 and lymph node metastasis of primary breast cancer was
reported [21]. While Syk is expressed in normal human breast epitheli-
um, its level is decreased or lost in highly malignant and invasive breast
cancer cells [3] due to hypermethylation of a CpG-rich fragment in the
5’-regulatory region of the gene [22]. The overexpression of a kinase-
deficient mutant of Syk or the downregulation of Syk expression results
in increased anchorage-independent growth, and motility [3,23]. The
tumor suppressing function of Syk has been attributed to its ability to in-
terrupt normal cell division through its effects on mitosis, its ability to re-
press transcription through interactions with Sp1 and its ability to inhibit
motility and promote cell-cell interactions [3,24-26].

Cell motility and adhesion also are modulated by the calpain-
calpastatin system, which comprises three molecules: two Ca’*-
dependent proteases, p-calpain and m-calpain, and calpastatin
(CAST), which is the only known endogenous specific inhibitor of
calpain. Both p- and m-calpain are heterodimers comprising an iden-
tical 28-kDa regulatory subunit and a 76-80 kDa catalytic subunit.
The catalytic subunits share 55-65% sequence similarity. CAST has a
large number of isoforms of different molecular weights that are
expressed in a species- and tissue-specific manner as a result either
of the use of different promoters or alternative splicing of the CAST
gene transcript [27-30].
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A variety of intracellular proteins have been identified as substrates
for calpain including the cytoskeletal proteins [3-catenin, E-cadherin
[31] and B-spectrin [32]; kinases and phosphatases including focal ad-
hesion kinase (FAK) [33], protein kinase C [34], and protein tyrosine
phosphatase 1B (PTP1B) [35,36]; arrestin [37]; and several transcrip-
tion factors including c-Jun, c-Fos [38,39] and p53 [40]. As a result, the
calpain system plays multiple roles under different physiological sce-
narios including, but not limited to, modulation of cell motility, regula-
tion of signal transduction, regulation of gene expression, control of cell
cycle, and regulation of apoptosis. Under normal conditions, the activity
of calpain is tightly regulated by the intracellular concentration of calci-
um, its level of expression, post-translational modifications [41,42], and
the balance between the level of the protease and that of its endogenous
inhibitor CAST [43]. Dysregulation of the calpain system is related to a
wide range of pathologies such as muscular dystrophies [44], myocardial
infarcts [45], neural degenerative diseases [46], and tumor invasion [47].
Even though limited, documentation in the literature has suggested
some potential for reciprocal regulation between Syk and the calpain
system [48,49]. Given the critical role that calpain plays in cancer metas-
tasis, the potential interactions between Syk and calpain could provide a
better understanding of the tumor promoting and suppressing functions
of Syk in human breast epithelial cells.

2. Materials and methods
2.1. Plasmids and DNA constructs

The series of Syk-expressing constructs (wild type and catalytically
inactive (kinase dead) Syk) with a C-terminal EGFP tag was generated
in the pEGFP-N2 vector (BD Biosciences, CA) as described previously
[50]. The mouse RelA cDNA was cloned into cFLAG-pcDNA backbone
between the HindIIl and Xhol restriction sites. A pCMV-SPORT6 plasmid
overexpressing untagged human calpastatin (LM.A.G.E. Clone ID:
3878564) was purchased from American Type Culture Collection
(ATCC). The calpastatin cDNA was then amplified by PCR and cloned
into the pCMV-myc vector (BD Biosciences) between the Sall sites to
generate a myc-tagged calpastatin construct (pCMV-myc-CAST). The
NF-«B-driven firefly luciferase reporter pNF-Bluc was obtained from
Stratagene. The internal control plasmid pRL-TK was purchased from
Promega Corporation. The GCaMP3 (plasmid #22692), RelA-FLAG
(plasmid #20012) and FLAG-Bcl-2 (plasmid #18003) expression plas-
mids were obtained from Addgene.

2.2. Cell culture

Three lines of MCF7 cells were used in this study. One was
Syk-deficient, purchased from BD Biosciences (MCF7-BD) [14]; an-
other was positive for endogenous Syk, obtained from American
Type Culture Collection (ATCC) (MCF7-ATCC). The MCF7-Syk cell
line was established by stably reconstituting MCF7-BD cells with
Syk-EGFP. MDA-MB-231 breast cancer cells were obtained from
ATCC. A line of MDA-MB-231 cells expressing Syk-EGFP in response
to tetracycline was described previously [26]. All cell lines were cul-
tured in Dulbecco's modified Eagle's medium (DMEM) containing
7.5% FBS, 100 U/ml penicillin and 100 pg/ml streptomycin.

2.3. Antibodies and other reagents

Primary antibodies against Syk (N19), Myc (9E10), HA (Y-11),
calpain 4 (capn4) (P-1), and RelA (F-6) were obtained from Santa
Cruz Biotechnology, Inc. Anti-CAST (for Western blotting), anti-
calpain 1 (capn1), and anti-PARP antibodies were from Cell Signaling
Technology. Anti-GAPDH antibody was from Ambion Inc. Anti-
phosphotyrosine antibody (4G10), anti-CAST (for immunostaining),
mouse anti-human CD29 (integrin 1), and protein A-Sepharose
beads covalently conjugated with 4G10 for immunoprecipitation

were purchased from Millipore. Monoclonal anti-FLAG M2 antibody
was purchased from Sigma-Aldrich Corporation. GFP-Trap-A beads
for immunoprecipitation of GFP-fusion proteins were purchased
from ChromoTek. Both goat anti-rabbit and goat anti-mouse horse-
radish peroxidase-conjugated secondary antibodies for Western
blotting were from Thermo Fischer Scientific Inc. Alexa Flour 594 la-
beled goat anti-mouse IgG for immunostaining was obtained from
Invitrogen Corporation. Calpeptin and staurosporine were purchased
from Sigma-Aldrich Corporation. Calpain 1 purified from human
erythrocytes and the recombinant CAST peptides were obtained
from Calbiochem. t-Butoxycarbonyl-leucine-methionine-7-amino-4-
chloromethylcoumarin (t-Boc-Leu-Met-CMAC) was purchased from
Invitrogen Corporation. Recombinant human TNF-o was purchased
from R&D Systems. Calpain-Glo Protease Assay and Dual-Luciferase Re-
porter Assay Systems were from Promega Corporation. ProteSEEKER
protease inhibitor kit was obtained from G-Biosciences. Rhod-3 imaging
kit was purchased from Invitrogen Corporation.

2.4. Immunoprecipitation

For immunoprecipitation experiments, cells were lysed in buffer
containing 50 mM Tris/HCl, pH 7.5, 150 mM NaCl, 10% glycerol, 1%
NP-40, 1 mM phenylmethylsulfonylfluoride (PMSF), 1 mM NasVO,,
and 0.2% (v/v) protease inhibitor cocktail. Pre-cleared lysate was incu-
bated with protein G-Sepharose beads pre-mixed with primary antibody
and agitated at 4 °C for 4 h. The immune complexes were washed four
times with lysis buffer and resuspended in SDS sample buffer. In some
experiments, cells were treated with sodium orthovanadate (50 pM)
mixed with H,0, (50 mM) to generate pervanadate (PV), which was
added to the culture medium for a 15 min incubation on ice just before
cells were harvested. Proteins were resolved by SDS-PAGE and detected
by Western blotting using the appropriate primary antibody and horse-
radish peroxidase-conjugated secondary antibody using enzyme-linked
chemiluminescence (ECL) reagents (PerkinElmer).

2.5. Immunofluorescence

Cells seeded on coverslips were fixed in 3.7% formaldehyde, perme-
abilized and blocked in phosphate-buffered saline (PBS) containing
0.5% Triton X-100 and 5% goat serum and stained with anti-CAST prima-
ry antibody. Bound antibody was detected with Alexa Fluor® 594 goat
anti-mouse IgG (1:1000). 4’,6’-Diamidino-2-phenylindole (DAPI) was
added for the last 5 min. Slides were examined by an Olympus
BH2-RFCA fluorescence microscope with 60 objective equipped with
a Sony DXC-950 3CCD color camera and Northern Eclipse 5.0 software
from Empix Imaging (Mississauga, Canada).

2.6. Subcellular fractionation

MCF7-BD or MCF7-Syk cells were incubated on ice for 10 min in
buffer A (10 mM HEPES, pH 7.9, 10 mM KCl, 0.1 mM EDTA, 0.1 mM
EGTA, 1 mM dithiothreitol, 0.5 mM PMSF, 1 mM Na3VOy,, 0.2% prote-
ase inhibitor cocktail). NP-40 was added to a final concentration of
0.2% to lyse cells. Lysates were centrifuged at 18,400 xg for 30 s.
The supernatant was saved as the cytosol/membrane fraction. The
nuclear pellet was washed twice with buffer A and then resuspended
in 20 mM HEPES (pH 7.9), 0.4 M NaCl, 1 mM EDTA, 1 mM EGTA,
1 mM DTT, 1 mM PMSF, 1 mM NasVO,, and 0.2% protease inhibitor
cocktail. The supernatant of a sample centrifuged at 18,400 xg for
5 min was removed as the nuclear fraction.

2.7. In vitro proteolysis assay of RelA-FLAG
A plasmid encoding FLAG-tagged RelA was transiently transfected

into cells using FUGENE 6 transfection reagent. Cells were lysed as de-
scribed above. In some experiments, whole cell lysates were harvested
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in buffer containing 1% SDS, 50 mM Tris-HCl, pH 8.0, and 150 mM
NaCl. Extracts were then reconstituted with lysis buffer containing 1%
NP-40 to dilute the final concentration of SDS to 0.1%. Protein
G-Sepharose beads pre-incubated with anti-FLAG (M2) antibody were
used to immunoprecipitate RelA-FLAG. The resulting immune complex
was resuspended in proteolysis buffer (25 mM Tris-HCl, pH 7.5,
10 mM KCl, 10 mM CaCl,, 0.1% Triton X-100) and incubated with 1 pg
purified human calpain 1 with or without 20 M recombinant human
CAST peptide at 37 °C for 30 min with gentle shaking. The reaction
was terminated by addition of an equal volume of SDS-sample buffer.

2.8. Dual reporter luciferase assay

MCF7-BD cells were seeded into a 24-well plate (1 x 10° cells/well)
and co-transfected with 0.2 pg/well pNF-kB-Luc reporter plasmid and
0.02 pg/well pRL-TK internal control plasmid, together with indicated
amounts of other expression plasmids. Six hours after transfection,
10 ng/ml recombinant human TNF-ac was applied to the cell culture
for an 18 h incubation. Activities of both the firefly luciferase driven
by an NF-kB specific promoter and the Renilla luciferase control driven
by a TK promoter were measured with a luminometer. The relative lu-
ciferase units (RLU) were calculated as the ratio between the firefly
and Renilla activity readings.

2.9. In vitro calpain protease assay

To measure the activity of calpain in cell lysates, calpain was
immunoprecipitated with a capn 4 antibody from the lysates of MCF7
and MDA-MB-231 cells, treated or not with 50 uM pervanadate. The
resulting immune complex was resuspended in calpain activity assay
buffer (Calbiochem) and incubated with 50 pl calpain-Glo reagent
(Promega Corporation) at room temperature in the dark for 15 min
with or without 5 uM recombinant CAST peptide (Calbiochem). The
luminescence generated from each sample was measured by a
luminometer. Calpain-specific activity in the lysates was calculated as
the readout difference between samples from the same immune com-
plex, incubated with or without CAST.

2.10. Intracellular calcium imaging

To evaluate qualitatively the calcium level in living cells, a Rhod-3
imaging kit (Invitrogen Corporation) was used. MCF7-BD and
MCF7-Syk cells were seeded onto coverslips in a 6-well plate. Rhod
3-AM (10 uM) was loaded into the cells passively for 30 min in the
dark at room temperature in the presence of 1x PowerLoad concen-
trate and 2.5 mM probenecid. Cells were incubated for 30 min in the
dark at room temperature, washed once with DMEM, fixed in 3.7%
formaldehyde and examined under the fluorescence microscope.
MCF7-BD or MDA-MB-231 cells were transfected with plasmids
encoding the GCaMP3 calcium indicator [51] and FLAG-Bcl-2 as indi-
cated. Cells were placed in a black-walled 96-well plate and assayed
for calcium using a Synergy 4 plate reader and Gen5 software
(BioTek).

2.11. Integrin crosslinking

MCF?7 cells were serum starved overnight, collected in Hank's bal-
anced salt solution (HBSS) supplemented with 10 mM EDTA and
washed twice with serum free medium. MCF7 cells in suspension in
serum-free DMEM were incubated with 2.5 pg/ml mouse anti-human
integrin 31 on ice for 30 min, followed by goat anti-mouse secondary
antibody at 37 °C for 15 min. Cells were harvested in 1% NP-40 lysis
buffer and lysates examined by SDS-PAGE and Western blotting with
anti-phosphotyrosine (4G10).

2.12. Spreading assay on fibronectin

To prepare fibronectin coated coverslips, 1 ml DMEM containing
20 pg/ml fibronectin was added to each sterilized coverslip placed
in a 6-well plate. The plate was rocked at room temperature for 1 h
and stored at 4 °C overnight. MCF7-Syk cells were pre-treated with
calpeptin (20 pM) or DMSO carrier alone and serum-starved over-
night, removed from the plate using HBSS buffer supplemented
with 10 mM EDTA, and plated on fibronectin-coated coverslips for
1 h at 37 °C. Attached, spread cells were fixed by 3.7% formaldehyde
and examined under the fluorescence microscope.

3. Results

3.1. The expression of Syk inhibits partial proteolysis of RelA in MCF7 cell
lysates

Syk plays an enhancing role in the TNF-a-induced activation of
NF-kB in MCF7 cells [14]. In human umbilical endothelial cells, treat-
ment with TNF-a induces the tyrosine phosphorylation of RelA and
activation of NF-kB [52]. In this system, Syk was reported to interact
directly with endogenous RelA and phosphorylate it on tyrosine
[53]. To investigate a similar interaction between Syk and RelA in
breast epithelial cells, we co-transfected plasmids encoding a
C-terminally EGFP-tagged Syk and a C-terminally FLAG-tagged RelA
into a line of MCF7 cells (MCF7-BD) that lack endogenous Syk. How-
ever, we were unable to detect through co-immunoprecipitation
assays an interaction between Syk-EGFP and either RelA-FLAG or en-
dogenous RelA or the tyrosine phosphorylation of RelA or RelA-FLAG
(Supplementary Fig. S1 and S2).

Western blots of lysates from cells transfected to express RelA-
FLAG revealed, in addition to the 70 kDa full-length RelA-FLAG, two
additional bands, a prominent band migrating at 45 kDa and a
minor band near 60 kDa whose intensities increased with increasing
amounts of RelA-FLAG plasmid. This suggested that RelA-FLAG was
susceptible to proteolysis (Fig. 1A). These two bands were not recog-
nized by an anti-FLAG antibody, indicating that the partial proteolysis
occurred at the C-terminus where the FLAG tag was located. Interest-
ingly, when the expression of Syk (as Syk-EGFP) was restored to the
Syk-deficient cells, the extent of proteolysis of RelA-FLAG was re-
duced significantly as compared to the Syk-deficient cells (Fig. 1B).

To determine if the cleavage of RelA-FLAG had occurred prior to or
subsequent to cell lysis, we examined the appearance of the truncated
RelA-FLAG polypeptides in lysates prepared with buffer containing
either 1% NP-40 or 1% SDS. The RelA fragments were dramatically re-
duced in level in cell lysates harvested in lysis buffer containing SDS,
indicating that this partial proteolysis of RelA-FLAG was primarily a
post-lysis event (Fig. 1C).

3.2. RelA is a substrate of calpain

To characterize further the proteolysis of RelA, we treated lysates
of MCF7-BD cells in which RelA-FLAG was overexpressed with a vari-
ety of different protease inhibitors. The production of the 45 kDa
truncated polypeptide was decreased in samples treated with
antipain, chymostatin, E-64, or leupeptin, all of which are inhibitors
of cysteine proteases (Fig. 2A). Proteolysis also was blocked by the ad-
dition of EDTA. These observations indicated the involvement of a
cysteine protease whose activity was dependent on metal ions. This
suggested the possible involvement of calpain, a calcium-dependent
cysteine protease.

To determine if calpain was responsible for the proteolysis of
RelA-FLAG, we added a recombinant peptide inhibitor derived from
human CAST domain I to the lysate of MCF7-BD cells expressing
RelA-FLAG and examined the amount of the truncated RelA polypep-
tide that was formed. The addition of the CAST-derived peptide
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Fig. 1. RelA-FLAG is proteolytically processed at its C-terminus in cell lysates. (A) Increasing amounts of RelA-FLAG expression plasmid were transfected into MCF7-BD cells. Cell
lysates (1% NP-40) were resolved by SDS-PAGE, followed by Western blot using antibodies against FLAG and RelA. (B) RelA-FLAG was transiently overexpressed in MCF7-BD
(MCF7) and MCF7-Syk (Syk) cells. Cells were treated or not treated with 50 uM pervanadate (PV) on ice for 15 min. Lysates were analyzed by Western blotting using antibodies
against FLAG, RelA, and Syk. (C) Increasing amounts of RelA-FLAG expression plasmid were transfected into MCF7-BD cells. Cells were harvested in lysis buffer containing either 1%
NP-40 (top panel) or 1% SDS (bottom panel). Cell lysates were analyzed by Western blotting using antibodies against FLAG and RelA. GAPDH served as a protein loading control.
Arrows indicate the major truncated RelA polypeptide.

RelA

greatly decreased the proteolysis of RelA-FLAG (Fig. 2B). Similarly, 3.3. Inactivation of calpain by hydrogen peroxide

when the level of cellular CAST in MCF7-BD cells was elevated by

transient transfection with a full-length CAST expression plasmid, The pre-treatment of cells with pervanadate, a mixture of H,0,
we observed a significant reduction in the generation of the 45 kDa and sodium orthovanadate, abrogated the appearance of the RelA
RelA polypeptide in cell lysates (Fig. 2C). Finally, p-calpain could read- proteolytic product in cell lysates (Figs. 1B, 2B and C). The sensitivity
ily digest immunoprecipitated RelA-FLAG and this proteolysis was of the calpain active site cysteine to oxidation, which inhibits its pro-

rescued by the addition of the recombinant CAST peptide (Fig. 2D). teolytic activity [54-56], could explain the loss of protease activity in
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Fig. 2. The post-lysis proteolysis of RelA is catalyzed by calpain. (A) Lysates (1% NP-40) from MCF7-BD cells expressing RelA-FLAG were harvested using buffer supplemented with-
out (C1) or with different protease inhibitors (1, antipain; 2, aprotinin; 3, bestatin; 4, chymostatin; 5, E-64; 6, EDTA; 7, leupeptin; 8, pepstatin; 9, AEBSF; 10, phosphoramidon; 11,
PMSF; 12, Z-VAD-FMK). Additional controls were lysates of PV-treated cells harvested in standard lysis buffer (C2) and lysates of DMSO-treated cells harvested in standard lysis
buffer as the vehicle control for Z-VAD-FMK (C3). Anti-FLAG and RelA antibodies were used for Western blotting. GAPDH served as a loading control. The arrow indicates the
major truncation product of RelA. (B) MCF7-BD cells expressing RelA-FLAG were treated with or without pervanadate (PV) as indicated. Increasing concentrations of recombinant
human CAST peptide was included in the lysis buffer used for untreated cells. Lysates were analyzed by Western blotting using anti-FLAG and anti-RelA. The arrow indicates the
major truncation product of RelA. (C) MCF7-BD (MCF7) or MCF7-Syk (Syk) cells expressing RelA-FLAG were either treated with or without pervanadate (PV) or were transiently
transfected with a CAST expression plasmid (TO-CAST). Lysates were Western blotted using antibodies against FLAG, RelA, and CAST. GAPDH served as the loading control.
(D) Whole cell lysates (WCL) were collected from MCF7-BD cells expressing RelA-FLAG using extraction buffer containing 1% SDS. RelA-FLAG was immunoprecipitated using
anti-FLAG antibody and incubated at 37 °C for 30 min with either 1 ug purified calpain 1 alone or together with 20 uM recombinant CAST peptide. Both the cell lysate and the im-
mune complexes were resolved by SDS-PAGE and Western blotted using antibodies against FLAG, and RelA.
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lysates from pervanadate-treated cells. To test this, we treated
MCF7-BD cells with different concentrations of hydrogen peroxide
and monitored the appearance of truncated CAST migrating as a
70 kDa polypeptide on SDS-polyacrylamide gels as an indicator of
calpain activity in cell lysates since CAST is not only an inhibitor of
calpain, but also an in vitro substrate. The treatment of cells with in-
creasing concentrations of H,O, decreased the appearance of the
70 kDa CAST fragment in the cell lysates, consistent with oxidative in-
hibition of calpain (Fig. 3A).

It is known that the treatment of cells with H,0, also inhibits the
activity of protein-tyrosine phosphatases (PTPs) and it has been sug-
gested that calpain is inhibited as a consequence of the inhibition of
PTP activity [57]. The decrease in calpain activity observed in lysates
of cells treated with H,0, occurred concomitantly with an increase
in protein-tyrosine phosphorylation, which is consistent with an inhi-
bition of PTP activity (Fig. 3A). However, the treatment of cells with a
lower concentration of H,0, (<1 mM) was sufficient neither to inhib-
it calpain activity nor to induce extensive protein-tyrosine phosphor-
ylation (Fig. 3B). When a small amount of sodium orthovanadate was
added to the 1 mM H,0, to generate pervanadate, a mixture of potent
PTP inhibitors, protein tyrosine phosphorylation was elevated, but
calpain activity was not affected (Fig. 3B). Thus, the inhibition of
calpain under oxidizing conditions was independent of the inhibition
of PTP activity. Furthermore, a reduction in overall tyrosine phosphor-
ylation resulting from the addition to cells of the kinase inhibitor
staurosporine failed to restore the calpain activity to lysates of cells
pretreated with pervanadate (Fig. 3C). The addition of purified
human erythrocyte calpain 1 (p-capn) plus calcium to the lysate of
pervanadate-pretreated cells restored the appearance of the 45 kDa
truncated RelA polypeptide (Fig. 3D).
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3.4. Syk and pervanadate decrease calpain activity in immune complexes

Since the expression of Syk or the treatment of cells with
pervanadate (containing a high concentration of hydrogen peroxide)
reduced the partial proteolysis of calpain substrates in cell lysates, we
evaluated the effect of each on the proteolytic activity of calpain using
an exogenous substrate. Endogenous calpain was immunoprecipitated
from lysates of MCF7-BD or MCF7-Syk cells. A luminogenic calpain sub-
strate (Suc-LLVY-aminoluciferin) was used to measure the activity of
the resulting calpain-containing immune complexes. As shown in
Fig. 4A, the expression of Syk resulted in a significant reduction in
calpain activity. An even larger decrease in activity was observed in im-
mune complexes isolated from MCF7-BD cells or MDA-MB-231 cells
that had been pretreated with pervanadate (Fig. 4D).

A major mode of regulation of calpain, other than the binding of cal-
cium, is the extent of its association with its endogenous inhibitor, CAST.
To examine an association between the protease and its inhibitor, we
immunoprecipitated the complex using antibodies against the small
regulatory subunit of calpain, capn4. More CAST was present in the
complex with capn4 in lysates from MCF7-Syk cells as compared to
MCF7-BD cells, consistent with a lower level of protease activity in
these complexes (Fig. 4B and C). CAST associated robustly with capn4
in immune complexes isolated from MCF7-BD or MCF7-Syk cells, but
not from cells that were treated with pervanadate under conditions
that led to the inhibition of calpain (Fig. 4E). The large catalytic subunit
of p-calpain that was present in the anti-capn4 immune complexes mi-
grated as a single band in both the lysate and in immune complexes
from pervanadate-treated cells, but as a doublet in the immune com-
plexes from control cells. Since a shorter form of the protease is gener-
ated by autolysis, the capn1 doublet observed in the immune complex

B
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Fig. 3. Inhibition of calpain activity by hydrogen peroxide. (A) MCF7-BD cells were pretreated with different concentrations of H,0, or 50 uM PV (containing 50 mM H,0,). Lysates
(1% NP-40) were analyzed by Western blotting with antibodies against CAST and phosphotyrosine (pTyr). Arrows indicate full-length (FL-CAST) and truncated (CAST*) CAST.
(B) MCF7-BD cells were pretreated with H,0, (0, 1 or 50 mM) with or without 50 pM Na3VO,. Lysates (1% NP-40) were analyzed by Western blotting with antibodies against
CAST and phosphotyrosine (pTyr). (C) MCF7-BD cells pretreated with DMSO (—) or 1 uM staurosporine (STS) were treated on ice for 15 min with pervanadate (PV). Cell lysates
(1% NP-40) were analyzed by Western blotting with antibodies against CAST and phosphotyrosine (pTyr). Arrows indicate full-length (FL-CAST) or truncated (CAST*) CAST.
(D) Lysates from MCF7-BD cells pretreated without (—PV) or with (4 PV) pervanadate were prepared in lysis buffer containing a recombinant CAST peptide (0, 2, or 10 pM) or
10 ng/ul purified calpain 1 with or without 10 mM CaCl,. Lysates were analyzed by Western blotting using antibodies against FLAG and RelA. GAPDH served as the loading control.

The arrow indicates the major truncation product of RelA.
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from untreated cells likely arose from the generation of the smaller, au-
tolyzed form. If EDTA/EGTA was added to cell lysates to chelate calcium,
no CAST was detected in the immune complexes and both the interac-
tions between calpain and CAST or between the large and small sub-
units of calpain were abolished (Fig. S3).

3.5. CAST is more highly expressed in Syk-positive breast cancer cells,
particularly in the cytosolic fraction

To investigate factors that determined the difference in calpain activity
between lysates of Syk-negative and -positive cells, we examined the rel-
ative expression levels of the protease and its endogenous inhibitor. Anal-
yses by Western blotting revealed no significant difference in the
expression level of calpain between MCF7-BD and MCF7-Syk cells. How-
ever, a substantial difference was observed in the expression level of CAST
with a higher level in the MCF7-Syk cells as compared to the Syk-negative
MCF7-BD cells (Fig. 5A). We also examined the expression of CAST in
MCF7-ATCC, which is a line of MCF7 cells that expresses normal levels
of endogenous Syk [14]. The Syk-positive MCF7-ATCC cells expressed
CAST at a level comparable to MCF7-Syk cells, which was higher than
that observed in MCF7-BD cells. We also examined MDA-MB-231,
which is a highly metastatic breast cancer cell line that lacks any expres-
sion of Syk. These cells expressed the highest level of CAST among the cell
lines examined. Correspondingly, they also exhibited a lower level of

calpain activity in anti-calpain immune complexes as compared to
MCF7-BD cells (Fig. 4D). These differences in the expression of CAST
were confirmed by immunofluorescence analysis of all four cells using an-
tibodies against the endogenous protein (Fig. 5B). Thus, the level of
calpain activity measured in lysates from cells or in anti-calpain immune
complexes varies between different cell types, but is inversely related to
the level of expression of CAST within the cell.

When measuring the intracellular level of CAST, we also examined
its subcellular distribution through cell fractionation. Cells were divided
into a detergent soluble (cytosol plus membrane) and a detergent insol-
uble fraction that contained the nuclei. CAST was found in both fractions
while capn4 was found exclusively in the cytosolic fraction (Fig. 5C).
The two components of the CAST protein doublet that was visible in
Western blots of whole cell lysates were differentially distributed be-
tween the two fractions with the lower, more rapidly migrating band
present only in the cytosolic fraction and the upper band predominantly
in the nuclear fraction. The increased amount of CAST that was present
in cells expressing Syk was in the soluble fraction.

3.6. Intracellular calcium levels are high and Bcl-2 levels low in
Syk-expressing cells

Since cells expressing higher levels of CAST exhibited lower levels of
calpain activity in lysates or immune complexes, we asked whether or
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CAST polypeptide.

not calpain activity in the intact cells also was reduced to a similar ex-
tent. For this assay, we used a cell permeable calpain substrate (t-Boc-
Leu-Met-CMAC) whose cleavage can be detected by fluorescence mi-
croscopy. The treatment of cells with increasing concentrations of
calpeptin, a calpain inhibitor, led to a decrease in fluorescence intensity
as did the treatment of cells with pervanadate, confirming the depen-
dency of the assay on calpain activity (Fig. 6A and B). Surprisingly, a
5-fold increase in fluorescence intensity was observed in MCF7-Syk
cells as compared to Syk-negative MCF7-BD cells despite the higher
levels of endogenous CAST (Fig. 6C). Since calcium is the most impor-
tant regulator of calpain activity, we compared the relative levels of in-
tracellular calcium in the Syk-deficient MCF7-BD and Syk-expressing
MCF7-Syk cells. An examination of cells passively loaded with Rhod-3
revealed an approximately 4-fold increase in fluorescence in the
MCF7-Syk cells as compared to Syk-deficient MCF7-BD cells, indicating
that the level of calcium in the Syk-expressing cells was higher than in
Syk-deficient MCF7 cells (Fig. 6D). This observation provides an expla-
nation for the higher calpain activity within live MCF7-Syk cells despite
the higher level of CAST.

The level of free intracellular calcium is, in part, a product of its release
from intracellular stores in the endoplasmic reticulum. The release of cal-
cium is mediated by IP3 receptors, which are, in turn, negatively regulated

by the anti-apoptotic protein, Bcl-2 [58,59]. To determine if Bcl-2 might
contribute to the differences in intracellular calcium observed between
the Syk-deficient versus Syk-positive cells, we examined the relative
levels of the protein in the two cell types. Interestingly, the level of Bcl-2
was much higher in the Syk-deficient MCF7-BD than in the MCF7-Syk
cells (Fig. 6E). A similar difference in expression was observed between
the MCF7-BD cells and the MCF7-ATCC cells that express endogenous
Syk. To verify a role for Bcl-2 in the regulation of intracellular calcium in
breast cancer cells, we transfected MCF7-BD cells with a plasmid coding
for the calcium-indicator protein GCaMP3 along with an expression plas-
mid for FLAG-tagged Bcl-2 or an empty vector. The expression of
FLAG-Bcl-2 resulted in a substantial decrease in the intracellular concen-
tration of calcium, consistent with an inhibitory role for Bcl-2 in calcium
release from the ER in MCF7 cells (Fig. 6F).

Since the level of CAST also was higher in MDA-MB-231 than in
MCF7-BD cells, we predicted that the level of Bcl-2 would be low in
these cells, similar to what was observed for MCF7-Syk cells. Indeed,
Western blotting analyses of cell lysates revealed a much lower level of
Bcl-2 in MDA-MB-231 cells as compared to MCF7-BD cells (Fig. 6E). The
expression of exogenous Bcl-2 in these cells again dramatically lowered
the level of intracellular calcium as measured by GCaMP3 fluorescence
(Fig. 6G).
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Fig. 6. Elevated levels of calpain and calcium in Syk-expressing cells. (A) MCF7-BD cells pretreated with increasing concentrations of calpeptin were incubated with 10 uM
BOC-Leu-Met-CMAC at 37 °C for 1 h before fixation and examination by fluorescence microscopy. (B) MCF7-BD cells were either pretreated or not with 50 pM PV and then with
50 pM BOC-Leu-Met-CMAC at 37 °C for 15 min. Fixed cells were then examined under the fluorescence microscope. (C) MCF7-BD (MCF7) and MCF7-Syk (Syk) cells were incubated
with 10 uM BOC-Leu-Met-CMAC at 37 °C for 1 h, fixed and examined by fluorescence microscopy. (D) MCF7-BD (MCF7) and MCF7-Syk (Syk) cells loaded with Rhod-3AM were
fixed and examined by fluorescence microscopy. (E) Lysates from MCF7-BD (MCF7), MCF7-Syk (Syk) MCF7-ATCC (A7) and MDA-MB-231 cells were analyzed by Western blotting
with antibodies against Bcl-2, GAPDH and Syk. (F) MCF7-BD cells were transfected with the GCaMP3 expression plasmid along with either an empty vector (—) or FLAG-Bcl-2
expression plasmid. Lysates were analyzed by Western blotting using antibodies against Bcl-2 and GAPDH. Fluorescence was measured with a plate reader. Values represent the

means + SE (n = 3). (G) MDA-MB-231 cells were analyzed as described in panel F.
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3.7. Inhibition of calpain increases TNF-a-induced activation of NF-~B

Based on the observed connections between Syk and the calpain
system, we asked how the inhibition of calpain might affect known
Syk-regulated pathways in epithelial cells. Since the re-expression of
Syk in MCF7-BD cells enhances the TNF-a-induced activation of NF-xB
[14], we asked if calpain might be involved in this regulation. MCF7-
BD cells were transiently transfected with an expression plasmid for
either EGFP or Syk-EGFP, an NF-«B-driven luciferase reporter plasmid,
a TK-luciferase internal control plasmid, and either a plasmid encoding

CAST or an empty vector. The expression of Syk-EGFP or CAST alone en-
hanced the TNF-ai-induced activation of NF-xB while a combination of
CAST and Syk resulted in a substantial increase in activation (Fig. 7A).
This suggests that, by inhibiting calpain activity, CAST plays a positive
role in TNF-a-induced NF-kB activation in MCF7 cells.

3.8. PTP1B is a substrate of calpain

In addition to RelA, a number of other cellular proteins have been
described that are uniquely sensitive to calpain-mediated cleavage.
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Fig. 7. Effect of calpain on TNF-« and integrin signaling. (A) MCF7-BD cells were transfected with the control and NF-kB-luciferase reporter plasmids and either empty vectors or
expression plasmids for Syk-EGFP (Syk) and/or myc-CAST (CAST) (0.1 or 0.3 pg). Cells were stimulated with 10 ng/ml TNF-a at 37 °C for 18 h and assayed for luciferase expression.
Lysates were analyzed by Western blotting with anti-Syk and anti-myc epitope antibodies. Data are normalized to vector only controls and represent the + SE of three independent
experiments performed in triplicate. *P < 0.05; ***P < 0.001. (B) Lysates (1% NP-40) of MCF7-BD (MCF7) and MCF7-Syk (Syk) cells pretreated without or with pervanadate (PV)
were analyzed by Western blotting with antibodies against PTP1B, Syk and GAPDH. (C) Lysates (1% NP-40) of MCF7-BD (MCF7) and MCF7-Syk (Syk) cells pretreated without or
with calpeptin were analyzed by Western blotting with antibodies against PTP1B. Arrows indicate migration positions of full-length (FL) and cleaved PTP1B. (D) Lysates from
MCF7-BD (MCF7) or MCF7-Syk (Syk) cells pre-treated with or without calpeptin and then treated in suspension with anti-31-integrin were analyzed by Western blotting using
an antibody against phosphotyrosine (pTyr). (E) MCF7-Syk cells were pretreated with 20 uM calpeptin or DMSO for 24 h were detached from plates and then allowed to spread
on fibronectin (2 pg/ml) coated coverslips at room temperature for 1 h. Cells were fixed and examined under the fluorescence microscope. The distribution of Syk-EGFP at the
cell edge was normalized to that in the cytosol and plotted as a histogram. Data represent means + SE (n = 30 for each measurement). *P < 0.0001 when compared to the
DMSO control. (F) PTP1B was immunoprecipitated from lysates of MDA-MB-231 cells lacking Syk (TR) or induced to express Syk-EGFP (TRS) under control of a Tet-responsive
promoter and pre-treated with or without pervanadate (PV). Lysates and immune complexes were analyzed by Western blotting with antibodies against PTP1B and Syk.
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One example is the protein-tyrosine phosphatase, PTP1B. To deter-
mine if PTP1B was susceptible to proteolysis by calpain in breast epi-
thelial cells, we compared lysates from cells either expressing or
lacking Syk. MCF7-BD and MCF7-Syk cells were pretreated without
or with pervanadate under conditions where it inhibited calpain ac-
tivity. As shown in Fig. 7B, the cleavage of PTP1B to generate the
smaller, more rapidly migrating form was readily observed in lysates
from Syk-deficient cells. This cleavage again was reduced in lysates
from cells expressing the kinase and in lysates of cells treated with
pervanadate and was blocked by calpain (Fig. 7C). Thus, PTP1B, like
RelA, was sensitive to calpain-mediated cleavage in cell lysates and
the stable expression of Syk in MCF7 cells partially inhibited its cleav-
age due to increased CAST expression.

In epithelial cells, the cross-linking of integrins leads to the activa-
tion of Syk [12,26]. Interestingly, integrin engagement in both platelets
and breast cancer cells also results in the cleavage of PTP1B to generate
the smaller, catalytically more active fragment [35,36,60]. To begin to
investigate the effect of calpain on Syk-mediated integrin signaling,
the cellular level of tyrosine phosphorylation was monitored in
MCF7-BD and MCF7-Syk cells following integrin crosslinking in the
presence or absence of the cell permeable calpain inhibitor calpeptin.
The integrin-stimulated phosphorylation of proteins on tyrosine was
enhanced by the addition of calpeptin in the Syk-expressing cells
(Fig. 7D). In human umbilical vein endothelial cells (HUVEC), more
Syk was observed in the membrane fraction following the inhibition
of calpain [48]. To investigate the influence of calpain inhibition on
the intracellular localization of Syk in MCF7-Syk cells, we pretreated
MCF7-Syk cells with calpeptin for 24 h and then plated these on
fibronectin-coated coverslips. After 1 h, cells were fixed and the locali-
zation of Syk-EGFP was examined under the fluorescence microscope.
Consistent with our previous observations, Syk was found to be
expressed in both the cytosol and the nucleus [26]. When calpain was
inhibited by calpeptin, a 4-fold increase in the amount of Syk present
at the edge of spreading cells was observed as compared to the control,
DMSO-treated cells (Fig. 7E). To determine if Syk and PTP1B might be
directly or indirectly associated with one another, we immuno-
precipitated PTP1B from a line of MDA-MB-231 cells in which the ex-
pression of Syk (as Syk-EGFP) could be induced by tetracycline.
Indeed, Syk-EGFP could be readily visualized by Western blotting in
anti-PTP1B immune complexes isolated from lysates of cells induced
to express the kinase (Fig. 7F).

4. Discussion

In hematopoietic cells, Syk plays a pivotal role in coupling a variety
of different membrane-associated receptors to diverse intracellular sig-
naling pathways, leading to enhanced proliferation and differentiation.
It also plays a pro-survival role in a variety of malignancies [15-17,19].
In MCF7 human breast adenocarcinoma cells, Syk enhances the
TNF-a-induced activation of NF-kB and protects cells from apoptosis
[14]. To investigate how Syk enhances TNF-o-induced NF-B activation,
we explored a potential interaction between Syk and RelA, a subunit of
NF-kB. Although neither an interaction with Syk nor the tyrosine phos-
phorylation of RelA could be detected, we did find that overexpressed
RelA is partially proteolyzed in lysates of MCF7 cells and that the stable
expression of Syk decreases this proteolysis. In a series of experiments
using a variety of different protease inhibitors, we find that the proteol-
ysis of RelA is catalyzed by calpain, a widely expressed cysteine protease
that is tightly regulated by calcium.

The identification of calpain as the responsible protease also was
supported by its sensitivity to inactivation through oxidation. The
pre-treatment of cells with pervanadate inhibited the subsequent re-
covery of active calpain in cell lysates. This effect required high concen-
trations of H,O, and was independent of the pervanadate-induced
inhibition of PTP activity, suggesting an inhibitory mechanism involving
direct oxidative modification of the cysteine-containing catalytic triad.

This is consistent with previous reports that calpain can be inhibited
by H,0,-triggered oxidative stress both in vitro and in vivo [54,55]. An
analysis of Hy0,-oxidized p-calpain purified from porcine skeletal mus-
cle by mass spectrometry revealed an intramolecular disulfide bond be-
tween the active site cysteine (Cys115) and Cys108 [56].

The different levels of calpain activity present in MCF7 cell lysates
are dictated by the level of expression in the cell of its inhibitor, CAST;
and the expression level of CAST is affected by the presence or ab-
sence of Syk in the cells. Conventional MCF7 cells (MCF7-ATCC) that
express normal levels of the kinase express higher levels of CAST
than do Syk-deficient MCF7-BD cells. However, the amount of CAST
in the MCF7-BD cells is restored to near normal levels by the
re-expression of the kinase. No obvious change in calpain expression
is observed between Syk-negative and -positive cells. CAST levels are
also higher in MDA-MB-231 cells than in MCF7-BD cells even though
these cells lack endogenous Syk. However, these cells do express the
EGF receptor tyrosine kinase at high levels, which could possibly be
coupled to the enhanced expression of CAST if this is a tyrosine
kinase-regulated event. In all cases, the level of calpain activity in
cell lysates and in immune complexes is inversely related to the
level of CAST expressed in the cell and likely, therefore, reflects the
formation of inactive calpain-CAST complexes once cells are lysed.

The increased amount of CAST found in the Syk-expressing cells
was present primarily in the soluble fraction of the cell. Although
encoded by a single gene, CAST is expressed as multiple isoforms
due to alternative splicing events that most frequently result in the
elimination of regions encoded by exon 3 or exons 3 and 5. As consis-
tently observed by Western blotting, the endogenous CAST protein in
breast cancer cells migrates on SDS-PAGE as multiple bands, consis-
tent with the presence of more than a single isoform. The more rapid-
ly migrating forms are present in the soluble fraction while the most
slowly migrating form is found predominantly in the insoluble frac-
tion that contains nuclei. Whether or not this CAST isoform is a nucle-
ar protein or is instead present in other insoluble compartments or
aggregates that are present in the “nuclear” fraction remains to be
clearly defined. A correlation between the inhibitory efficiency of
CAST and its localization to the cytoplasm or within aggregates has
been reported in various cell lines [43,61]. Soluble, non-aggregated
CAST binds and inhibits calpain more efficiently. Since the expression
of Syk significantly increases the amount of CAST present in the solu-
ble fraction, the same fraction in which calpain is found to reside,
more CAST can associate with calpain in lysates generated from
Syk-positive as compared to Syk-negative cells.

Despite the higher level of CAST, the level of intracellular calpain ac-
tivity in live, intact cells is elevated in those expressing Syk. This in-
creased activity correlates with increased basal levels of intracellular
calcium, the positive regulator of calpain that induces the dissociation
of calpain and CAST. It is likely that this elevated level of CAST is a con-
sequence of the increased calpain activity as CAST expression at the
transcriptional level has been correlated with the cellular requirements
for calpain inhibition [43]. The elevated level of calcium in the
Syk-expressing cells correlates, in turn, with a reduced expression of
Bcl-2. We find that, in MCF7 cells expressing normal levels of endoge-
nous Syk, intracellular levels of Bcl-2 are low. In contrast, levels of
Bcl-2 protein are much higher in Syk-deficient MCF7 cells, but are
again reduced when Syk (as Syk-EGFP) is expressed. Bcl-2 interacts di-
rectly with the regulatory domain of the IP3 receptor through its BH4
domain to inhibit calcium release from the ER [62] and elevating its
level through the expression of exogenous FLAG-Bcl-2 reduces the in-
tracellular concentration of calcium in MCF7 cells. Similarly,
MDA-MB-231 cells, which also have elevated levels of CAST, also have
low levels of Bcl-2 relative to those in MCF7-BD cells. The expression
of exogenous Bcl-2 in these cells also reduces the intracellular level of
calcium. Thus, differences in the cellular level of Bcl-2 provide a reason-
able explanation for the observed differences in calcium levels, which,
in turn, modulate calpain activity and the levels of CAST expression.
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While the proteolysis of both RelA and PTP1B by calpain is ob-
served most readily in cell lysates, it is certainly possible that both
are also subject to regulation by proteolysis within the cell. Since
calpain activity is higher in Syk-expressing cells, we monitored possi-
ble effects of calpain inhibitors on Syk-modulated signaling events.
Previously, both calpain and Syk have been implicated in the regula-
tion of pathways leading to the activation of NF-xB [12-14,63-65].
We found that the inhibition of calpain activity in intact cells through
the expression of CAST does modulate the transcriptional activity of
NF-kB induced by the treatment of cells with TNF-a. Syk enhances
TNF-a-induced NF-kB activation in MCF7 breast cancer cells and the
overexpression of CAST alone also has a positive effect on TNF-a-
induced NF-KB activation. The expression of both CAST and Syk to-
gether leads to an even larger increase in signaling.

An important role for Syk in epithelial cells is its participation in the
integrin signaling pathway. The ligation of cell surface integrin receptors
enhances tyrosine phosphorylation of cellular proteins, in part through
the activation of Syk [3,7,8,26,66,67]. PTP1B has been implicated as a
key negative regulator of integrin-induced signaling and is activated by
calpain cleavage and integrin ligation [35,36,49,60,68,69]. Interestingly,
in Syk-expressing cells, integrin-mediated tyrosine-phosphorylation is
enhanced by the inhibition of calpain by calpeptin. Thus, it is reasonable
to speculate that the increase in integrin-stimulated tyrosine phosphory-
lation in Syk-expressing cells by calpeptin is a result of downregulated
PTP1B activity. PTP1B also has been identified by mass spectrometry as
a substrate for Syk in Syk-transfected MDA-MB-231 cells [70] and we ob-
serve an interaction between the two proteins. More Syk was detected at
the cell edge in spreading cells that were treated with calpeptin, indicat-
ing an induced accumulation of the kinase at its sites of activation that
might lead to its prolonged activation. Indeed, it has been reported that
following [33-integrin ligation, calpain is activated and proteolyzes the cy-
toplasmic tail of the integrin receptor that provides important binding
sites for Syk [69]. Interestingly, a reduced expression of CAST is associated
with the early stages of metastatic behavior in breast cancer cells [71],
consistent with a role for calpain in the regulation of motility via the en-
hanced disassembly of focal adhesions [72-74]. This is interesting as the
expression of Syk both enhances the expression of CAST and inhibits the
motility of breast cancer cells and reduces their metastatic behavior
[3,75].

Taken together, results reported here demonstrated that Syk regulates
calpain activity in MCF7 cells by modulating the intracellular concentra-
tions of calcium and upregulating the expression of CAST. Inhibition of
calpain enhances signaling events that are regulated by Syk, including
TNF-a-induced activation of NF-kB, as well as integrin ligation-induced
tyrosine phosphorylation. The reciprocal regulation between Syk and
calpain-CAST proteolytic system provides novel insights into the tumor
suppressing and promoting functions of Syk in breast epithelial cells.
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