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ABSTRACT

We have examined whether inhibition of phosphatidylinositol-3 kinase
(PI3K) and its target, the serine/threonine kinase Akt, play a role in the
antitumor effect of the HER2 antibody Herceptin. Herceptin inhibited
colony formation, down-regulated cyclin D1, and increased p27 protein
levels in the HER2 gene-amplified BT-474 and SKBR-3 human breast
cancer cells. These effects were temporally associated with the inhibition
of PI3K activity in vitro as well as Akt function as measured by steady-
state levels of phospho-Ser473 Akt and kinase activity against glycogen
synthase kinase (GSK)-3�. These responses were not observed in MDA-
361 and MDA-453 cells, which do not exhibit HER2 gene amplification
and are relatively resistant to Herceptin. Treatment of BT-474 cells with
Herceptin inhibited the constitutive tyrosine phosphorylation of HER3
and disrupted the basal association of HER3 with HER2 and of HER3
with p85� potentially explaining the inhibition of PI3K. Treatment with
either Herceptin or the PI3K inhibitor LY294002 increased the levels of
p27 in the nucleus>cytosol, thus increasing the ratio of p27:Cdk2 in the
nucleus and inhibiting Cdk2 activity and cell proliferation. Antisense p27
oligonucleotides abrogated the increase in p27 induced by Herceptin and
prevented the antibody-mediated reduction in S phase. Transduction of
BT-474 cells with an adenovirus-encoding active (myristoylated) Akt
(Myr-Akt), but not with a �-galactosidase control adenovirus, prevented
the Herceptin- or LY294002-induced down-regulation of cyclin D1 and of
phosphorylated GSK-3� and prevented the accumulation of p27 in the
nucleus and cytosol. In addition, Myr-Akt prevented Herceptin-induced
inhibition of the cell proliferation of BT-474 cells and Herceptin-induced
apoptosis of SKBR-3 cells. These data suggest that (a) changes in cell
cycle- and apoptosis-regulatory molecules after HER2 blockade with Her-
ceptin result, at least in part, from the inhibition of Akt; and (b) disabling
PI3K and Akt is required for the antitumor effect of HER2 inhibitors.

INTRODUCTION

The HER2/neu (erbB2) proto-oncogene product is a member of the
HER (erbB) family of transmembrane receptor tyrosine kinases,
which also includes the EGFR3 (HER1, erbB1), HER3 (erbB3), and
HER4 (erbB4). Except for HER2, the binding of receptor-specific
ligands to the ectodomain of EGFR, HER3, and HER4 results in the
formation of homodimeric and heterodimeric kinase-active complexes

into which HER2 is recruited as a preferred partner (1–3). Although
HER2 is unable to directly interact with HER-activating ligands, it is
well established that its kinase can potentiate signaling by HER2-
containing heterodimers and/or increase the binding affinity of ligands
to EGFR and HER3 (4–10). Dysregulated signaling by this receptor
network has been causally associated with early transformation of
mammary epithelial cells (11, 12) as well as with enhanced breast
cancer cell proliferation and shorter survival in patients with mam-
mary carcinomas (13, 14). For HER2, the most common change in
human breast tumors involves overexpression of HER2 mRNA or
protein with or without amplification of the HER2/neu locus (15).
Recently, trastuzumab (Herceptin), a humanized monoclonal IgG1
that binds the ectodomain of HER2 (16), was shown to induce the
regression of HER2-overexpressing breast cancers (17–19), thus con-
firming the role of HER2 in the progression of some human breast
cancers. However, not all tumors expressing high levels of the proto-
oncogene responded clinically to the HER2 antibody, which suggests
that in some of these advanced cancers, HER2 had become dispen-
sable for tumor progression and survival.

Studies with breast cancer cell lines and human tumors have dem-
onstrated constitutive phosphorylation of HER2 (20, 21). The bio-
chemical basis for this constitutive activation is not clear, but it is
consistent with the reported ability of wild-type neu, the rat homo-
logue of human HER2, to multimerize and become activated when
present at high concentrations in cells (22). Although not formally
proven, it is likely that this spontaneous dimerization of HER2 also
occurs in human tumors with HER2 gene amplification. Another
possible mechanism for activation of the HER2 tyrosine kinase in
human breast cancers is the coexpression of ligand-activated EGFR or
HER3/4. The recruitment of HER2 by ligand-activated coreceptors
markedly potentiates signaling and transformation induced by the
HER network. For example, in cells that coexpress HER2, ligand-
activated EGFR preferentially recruits HER2 into an EGFR/HER2
heterodimer that exhibits an increased rate of recycling, stability, and
signaling potency compared with EGFR homodimers (1, 8, 10).
Although neither HER2 nor (kinase-deficient) HER3 alone can be
activated by ligand, the HER2/HER3 heterodimer is the most mito-
genic and transforming receptor complex within the HER receptor
family (7, 20, 23, 24). In addition, inactivation of HER2/neu with
single-chain HER2 antibodies or vectors encoding kinase-dead neu
has been shown to impair EGFR-mediated transformation and the
biochemical effects of HER3/4 ligands (25, 26), further supporting the
crucial role of HER2 in the function of the HER network.

Activation of HER2-containing heterodimers results in receptor
autophosphorylation on COOH-terminal tyrosine residues, which be-
come the docking sites for a number of signal transducers and adaptor
molecules that initiate a plethora of signaling programs leading to cell
proliferation, differentiation, migration, adhesion, protection from ap-
optosis, and transformation, among other effects. Signaling pathways
activated by the HER2 network include PLC-�1, Ras-Raf-MEK-
MAPK, PI3K-Akt-ribosomal S6 kinase; Src; the stress-activated pro-
tein kinases (SAPKs); PAK-JNNK-JNK; and the signal transducers
and activators of transcription (STATs; 2, 3, 27, 28). The specificity
and potency of the signaling output by the HER network is highly
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dependent on the composition of the heterodimeric receptor com-
plexes. Although kinase-deficient, HER3 is able to directly couple to
PI3K (29, 30), a lipid kinase involved in the proliferation, survival,
adhesion, and motility of tumor cells (31–33). Because of (a) the
potent transforming ability of HER2/HER3 heterodimers (b) the co-
expression and association of HER2 and HER3 in breast cancer cell
lines as well as in mouse transgenic and human mammary tumors (20,
34–39), and (c) the ability of HER2 to activate PI3K and its down-
stream targets (36, 40–43), we have examined whether the inhibition
of this signaling pathway is required for the antitumor effect of the
HER2 blocking antibody Herceptin. The data presented below
strongly suggest that the inhibition of PI3K and its target, the serine-
threonine kinase Akt, is required for the antitumor action of Herceptin
against HER2-overexpressing breast cancer cells.

MATERIALS AND METHODS

Cell Lines, Kinase Inhibitors, and Antibodies. The human breast cancer
cell lines BT-474, SKBR-3, MDA-453, and MDA-361 were obtained from the
American Type Tissue Culture Collection (Manassas, VA) and maintained in
IMEM (Life Technologies, Inc. Rockville, MD) supplemented with 10% FCS.
Herceptin was purchased from the Vanderbilt University Hospital Pharmacy
(Nashville, TN). LY294002, a specific inhibitor of the p110 catalytic subunit
of PI3K (44), was from BIOMOL (Plymouth Meeting, PA). For immunopre-
cipitations and/or immunoblot analysis, the following antibodies were used:
GSK-3� and p27 (Transduction Laboratories, Lexington, KY); HER2/neu and
HER3 (Neomarkers, Freemont, CA); P-Tyr (Upstate Biotechnology, Lake
Placid, NY); cyclin D1 (PharMingen, San Diego, CA); MAPK, P-GSK-3�,
Akt and Ser473 P-Akt (New England Biolabs, Beverly, MA); P-MAPK
(Promega, Madison, WI); p85�, Cdk2, and c-jun (Santa Cruz Biotechnology,
Santa Cruz, CA). Protein content in cell lysates was measured by the BCA
method (Pierce, Rockford, IL).

Monolayer Growth, Colony Formation, and TUNEL Assays. Cells were
seeded in 6-well plates in IMEM/10% FCS at a density of 3 � 104 cells/well;
Herceptin or LY294002 was added the next day. Medium and inhibitors were
replaced with fresh medium and inhibitors every other day until cells were
harvested by trypsinization and counted with a Zeiss Coulter Counter (Beck-
man Coulter, Miami, FL). Colony-forming assays were performed as described
previously (45) in the presence or absence of Herceptin. Tumor cell colonies
measuring �50 �m were counted using an Omnicon 3800 Colony Counter an
Tumor Colony Analyzer V2.IIA software (Imaging Products International,
Inc.). To measure apoptosis, adherent cells in IMEM/10% FCS were treated
with Herceptin for 72 h, harvested by scraping, and pooled with floating cells.
TUNEL assay was performed using the APO-BrdU kit (Phoenix Flow Sys-
tems, San Diego, CA). Flow cytometric detection of FITC-positive cells was
performed using a FACS/Calibur Flow Cytometer (Becton Dickinson, Mans-
field, MA).

Flow Cytometric Analysis. Cells were trypsinized and labeled with pro-
pidium iodide as described previously (42). A total of 10,000 labeled nuclei
were analyzed in a FACS/Calibur Flow Cytometer. DNA histograms were
analyzed off-line using CELLQuest software (Becton Dickinson).

Cell Fractionation. Nuclear and cytoplasmic fractions were prepared as
described previously (46). Cells were harvested by trypsinization, washed with
PBS, and incubated in hypotonic buffer [10 mM HEPES (pH 7.2), 10 mM KCl,
1.5 mM MgCl2, 0.1 mM EDTA, 2 �g/ml leupeptin and aprotinin, 200 �M

Na3VO4, 1 mM PMSF, and 10 mM NaF] for 30 min at 4°C. The swollen cells
were next homogenized in a Dounce homogenizer with 30 strokes and centri-
fuged at 12,000 � g for 10 min at 4°C. The supernatant was removed and
labeled as “cytoplasmic” fraction The nuclear pellet was washed once in
hypotonic buffer, lysed with Triton X lysis buffer [10 mM Tris (pH 7.5), 150
mM NaCl, 5 mM EDTA, 1% Triton X-100, 2 �g/ml leupeptin and aprotinin,
200 �M Na3VO4, 1 mM PMSF, and 10 mM NaF], sonicated for 1 min in a water
bath sonicator (Fisher Scientific), and incubated for 30 min at 4°C. The lysate
was centrifuged at 12,000 � g for 10 min at 4°C; the supernatant was labeled
as “nuclear” fraction.

Immunoblot Analysis and Immunoprecipitation. After washes, cells
were lysed in NP40 lysis buffer [0.5% NP40, 150 mM NaCl, 20 mM Tris-HCl

(pH 7.5), 5 mM EGTA, 200 �M Na3VO4, 1 mM PMSF, and 2 �g/ml leupeptin
and aprotinin]. For immunoblot analysis, total protein from cell lysates was
resolved by SDS-PAGE followed by transfer to nitrocellulose. Immunoblot
analysis was performed as described previously (45) using the primary anti-
bodies mentioned above and horseradish peroxidase-linked IgG (Amersham
Pharmacia) followed by enhanced chemiluminescence (Roche Molecular Bio-
chemicals, Indianapolis, IN). For immunoprecipitations, 0.5–1 mg of protein
from either cell fractions or whole cell lysates was incubated overnight with
primary antibody at 4°C; protein A-Sepharose (Sigma) or protein G Sepharose
(Pharmacia) was then added for 2 h at 4°C while rocking. The precipitates were
washed four times with ice-cold PBS, resuspended in 6� Laemmli sample
buffer, and resolved using SDS-PAGE followed by immunoblot analysis.

In Vitro Kinase Reactions. Cells were lysed in NP40 lysis buffer as
described above; 100–300 �g of protein from whole cell lysates or 50–100 �g
of protein from cytoplasmic and nuclear fractions were precipitated overnight
at 4°C with immobilized-Akt 1G1 monoclonal IgG2a (New England BioLabs)
or a Cdk2 antibody, respectively. The immunoprecipitates were washed ex-
tensively with NP40 lysis buffer followed by washings in the respective kinase
buffer. Cdk2 activity against HH1 was measured as described by Lenferink et
al. (42). For Akt activity, reactions were performed at 37°C for 30 min in a
total volume of 30 �l containing kinase buffer [50 mM Tris (pH 8.0), 10 mM

MgCl2, 0.1 mM EGTA, 0.1 mM ATP, 1 mM DTT, 1 mM PMSF, 2 �g/ml
leupeptin and aprotinen], 10 �Ci [�-32P]ATP (specific activity, 3000 Ci/mmol;
Amersham Pharmacia), and 0.04 �g GSK-3� (Sigma). All of the reactions
were terminated with the addition of 6� Laemmli buffer and heating. Kinase
products were subjected to 12% SDS-PAGE followed by autoradiography.

For the determination of PI3K activity, cells were seeded at a density of
5 � 105 cells/100-mm dish 24 h prior to a treatment with Herceptin or
LY294002. After treatment, the cells were washed twice with 137 mM NaCl,
20 mM Tris (pH 7.5), 1 mM CaCl2, and 1 mM MgCl2, and were lysed in the
wash buffer supplemented with 10% glycerol, 1% NP40, 1 mM PMSF, 10
�g/ml aprotinin, 10 �g/ml leupeptin, 10 mM NaF, and 200 �M Na3VO4. Cell
extracts were precleared by centrifugation and then were precipitated overnight
with a P-Tyr mAb (Upstate Biotechnology) and protein A-Sepharose. Immune
complexes were washed three times with 1% NP40 in PBS; 2 � with 100 mM

Tris (pH 7.5) and 0.5 M LiCl; twice with 10 mM Tris (pH 7.5), 100 mM NaCl,
1 mM EDTA; and twice with kinase assay buffer [10 mM Tris (pH 7.5), 100 mM

NaCl, 4 mM MgCl2, 1 mM EDTA, 0.5 mM EGTA]. All of the wash buffers
contained 200 �M Na3VO4. The beads were suspended in 40 �l of kinase
buffer followed by the addition of 10 �Ci [�-32P]ATP and sonication in 0.2
mg/ml PIP2 (Avanti). The kinase reaction proceeded for 10 min at room
temperature and was terminated with stop buffer (1:1, methanol:HCl) followed
by extraction with chloroform. The reaction products were separated by TLC
on 1% oxalate-pretreated TLC with chloroform:methanol:acetone:glacial ace-
tic acid:water (60:20:23:18:11) and were detected by autoradiography.

Immunofluorescent Localization of p27KIP1. BT-474 cells were seeded
on coverslips in 6-well plates at a density of 4 � 104 cells/well. After an 8–24
h incubation with Herceptin or LY294002, the cells were washed with PBS,
fixed in 4% paraformaldehyde/PBS for 10 min, washed, and stored overnight
at 4°C. Cells were then permeabilized with 0.1% Triton X-100/PBS for 15 min,
washed, and then incubated for 1 h with a p27 mAb (Transduction Laborato-
ries) diluted 1:250 in 0.05% Triton X-100/PBS. After three washes with 0.05%
Triton X-100/PBS, the cells were incubated for 45 min with antimouse Cy3
IgG (Jackson Immunoresearch, West Grove, PA) diluted 1:500 in 0.05%
Triton X-100/PBS. The cells were washed six times, stained with 1 mg/ml
Hoechst, and mounted in AquaPoly Mount (PolySciences, Inc.). Cy3 immu-
nofluorescence was recorded with a Princeton Instruments cooled digital CCD
camera on a Zeiss Axiophot upright microscope.

Studies with AS p27 Oligonucleotides. The sequences of the 15-mer p27
and MM phosphorothioates (provided by M. Flanagan, Gilead Sciences, Foster
City, CA) were reported previously (47). BT-474 cells in the presence or
absence of Herceptin were treated with 30 nM oligonucleotides for 5 h as
described by Lenferink et al. (42). To control for nonspecific effects of
cytofectin, cells treated with neither AS p27 nor MM oligonucleotides were,
nevertheless, treated with 2 �g/ml cytofectin GS3815 (Gilead Sciences).
Forty-eight h after treatment with oligonucleotides, the cells were either
trypsinized and subjected to cell cycle analysis by flow cytometry or were
lysed and subjected to p27 and HER2 immunoblot procedures as indicated
above.
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Myr-Akt and �-gal Adenoviral Infection. Adenoviral vectors were pro-
vided by Dr. W. Ogawa (Kobe University, Kobe, Japan) and have been
described elsewhere (48). BT-474 cells were seeded at a density of 3 � 105

cells/60-mm dish 24 h before transduction with adenoviral vectors at 80
plaque-forming units/cell (MOI) as described by Sakaue et al. (49). More than
90% of BT-474 cells infected at a similar MOI with a �-gal adenovirus
exhibited blue staining. Infections were conducted for 5 h in serum-free
medium followed by a 48-h incubation in IMEM/10% FCS before the addition
of antibodies or kinase inhibitors.

HER2/neu FISH. Adherent tumor cells were trypsinized, washed, and then
swollen in (hypotonic) 0.075 M KCl and fixed in 3:1 methanol:acetic acid prior
to seeding onto slides. After an overnight incubation at room temperature, the
slides were denatured in 2� SSC/70% formamide at 73°C for 5 min. Dena-
tured slides were dehydrated in 70, 85, and 100% ethanol for 1 min each. The
slides were next dried and 10 �l of the Vysis LSI HER2 SpectrumOrange and
CEP 17 SpectrumGreen probe mixture (Downers Grove, IL) were applied to
them. Slides were sealed with rubber cement, incubated overnight in a humid-
ified chamber at 37°C, washed in 0.4� SSC/0.3% NP40 for 2 min at 73°C, and
then rinsed in 2� SSC/0.1% NP40 at room temperature. After adding DAPI II
counterstain (10 �l) to each hybridization area on the slides, coverslips were
applied onto them. Signal enumeration was performed at �400 magnification
in a fluorescence microscope equipped with a dual-pass filter (Chromatech-

nology, Brattlebro, VT) for the simultaneous detection of SpectrumOrange and
DAPI and a single-pass filter for the detection of SpectrumAqua. Enumeration
of HER2 and CEP 17 signals was performed on 25 consecutive cells. Images
of representative cells were captured at �630 with a single-bandpass filter for
the detection of SpectrumOrange, SpectrumAqua, or DAPI using IP Labs
imaging software package (Scanalytics, Inc., Fairfax VA).

RESULTS

Herceptin Inhibits HER2 Signaling in HER2 Gene-amplified
Breast Cancer Cells. We initially examined the effect of the human-
ized IgG1 Herceptin against BT-474, SKBR-3, MDA-361, and MDA-
453 human breast cancer cells, which are known to overexpress HER2
(20, 50). In a colony-forming assay, Herceptin inhibited BT-474 and
SKBR-3 cells with an IC50 of �0.2 �g/ml. However, doses as high as
20 �g/ml did not inhibit MDA-361 and MDA-453 colony formation
(Fig. 1A). The degree of gene amplification measured by DNA dot-
blot analysis (45) as well as the levels of HER2 protein measured by
HER2 antibody binding or immunohistochemical studies (51, 52) are
reportedly different among these four cell lines. Thus, we next deter-

Fig. 1. Herceptin inhibits colony survival of HER2-overexpressing breast tumor cells with HER2 gene amplification. In A, BT-474, SKBR-3, MDA-361, and MDA-453 cells (3 � 104

cells) were plated in 35-mm dishes in IMEM/10% FCS, 0.8% agarose, and 10 mM HEPES in the absence or presence of 0.2–20 �g/ml Herceptin. After 7 days, colonies measuring
�50 �m were counted as indicated in “Materials and Methods.” Each bar, the mean � SD of three dishes. In B, cell suspensions of all four cell lines were fixed and subjected to FISH
analysis as described in “Materials and Methods.” In C, monolayers of the indicated cell lines were washed and solubilized in NP40 lysis buffer. The indicated amounts of protein were
subjected to immunoblot analysis for HER2.
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mined HER2 gene copy number by FISH analysis. The method used
determines HER2 copy number corrected to the number of copies of
chromosome 17 (53). BT-474 and SKBR-3 exhibited 5-fold HER2
gene amplification, whereas MDA-361 and MDA-453 cells contained
a single copy of the HER2/neu gene (Fig. 1B). Compared with
BT-474 cells, HER2 protein levels were approximately similar in
MDA-361 but much lower in MDA-453 cells, as measured by immu-
noblot (Fig. 1C).

We next examined whether the signaling-pathways downstream
HER2 that regulate cell cycle progression and/or cell death are mod-
ified by Herceptin. In BT-474 and SKBR-3 cells, Herceptin inhibited
active MAPK and active Akt as measured by antibodies specific to
P-MAPK and phospho-Ser473 Akt, respectively, without changes in
total MAPK and total Akt (Fig. 2, A and B). In BT-474 cells, these
changes were noticed as early as 8–12 h after treatment with the
HER2 antibody. In addition, cyclin D1 was down-regulated, and p27
protein levels were increased (Fig. 2, A and C). In SKBR-3 cells, the
down-regulation of cyclin D1 was observed after 72 h of treatment
with Herceptin (Fig. 2B). Consistent with the lack of a growth-
inhibitory effect, Herceptin treatment was unable to reduce P-MAPK
or P-Akt in MDA-453 cells, whereas in MDA-361 cells, it resulted in
a transient decrease of these phosphoproteins at 6 h, with recovery at
24 h (Fig. 2D).

Herceptin Inhibits PI3 and Akt Kinases in HER2 Gene-ampli-
fied Cells. Because of (a) the effect of Herceptin on the levels of
phosphorylated (active) Akt, a target of PI3K, (b) the potent ability of
HER3, present in BT-474 and SKBR-3 cells, to couple to PI3K
directly (29, 30), and (c) the constitutive association of HER2 with
HER3 reported in HER2-overexpressing tumor cells (20, 39), we
examined the effect of Herceptin on the coupling of HER2 with HER3
and on the catalytic activity of PI3K and Akt. Treatment of BT-474
cells with Herceptin eliminated PI3K activity as measured by the
ability of P-Tyr immunoprecipitates from BT-474 cell lysates to
induce the formation of PIP3 from PIP2 in vitro (Fig. 3A). Similarly,

the Akt kinase activity, as measured by the ability of Akt precipitates
from Herceptin-treated BT-474 cells to phosphorylate a GSK-3�
substrate in vitro, was severely reduced compared with that present in
untreated cells (Fig. 3B). The inhibitory effect of Herceptin against
PI3 and Akt kinases was similar to that induced in intact BT-474 by
the PI3K inhibitor LY294002 (Fig. 3, A and B). At the same concen-
trations in which PI3K and Akt were inhibited, both Herceptin and
LY294002 inhibited the growth of BT-474 cells (Fig. 3C), which
suggested a link between the inhibition of PI3K-Akt and the antipro-
liferative effect of Herceptin.

In lysates from exponentially growing cells, HER3 antibodies were
able to coprecipitate p85 and HER2 (Fig. 4A, middle and right
panels), and p85 antibodies coprecipitated both HER3 and HER2
(Fig. 4A, left and right panels). In addition, a Mr �180,000 P-Tyr
immunoreactive band was detectable in the HER3 precipitates (Fig.
4B, Lane 1), which indicated that, in BT-474 cells, HER3 is consti-
tutively phosphorylated on Tyr and is associated with both HER2 and
p85. Treatment with Herceptin induced a transient increase in HER3
phosphorylation at 1 h without disrupting the association with p85
(Fig. 4B, Lane 2). However, consistent with the inhibition of PI3K and
Akt shown in Fig. 3, treatment with Herceptin for 24 h eliminated the
basal phosphorylation of HER3 and the constitutive association of
HER3 with p85 (Fig. 4B).

Inhibition of PI3K and Modulation of p27. Blockade of HER2
with Herceptin or HER kinase inhibitors has been reported to redirect
the Cdk inhibitor to p27 to Cdk2, thus leading to the growth arrest of
HER-overexpressing cells (39, 42). Therefore, we examined whether
the inhibition of PI3K with either Herceptin or LY294002 induced
similar modulation of p27 in BT-474 cells. By immunofluorescence
microscopy, we observed that most of p27 was present in the cytosol
of proliferating BT-474 cells. Treatment with growth-inhibitory con-
centrations of Herceptin or LY294002 for 20 h resulted in an almost
complete translocation of immunofluorescent p27 from cytosol to cell
nuclei (Fig. 5A). This effect was evident as early as 8 h after a

Fig. 2. Herceptin inhibits active Akt and MAPK
and modulates cyclin D1 and p27 protein levels. In
A and B, BT-474 and SKBR-3 breast cancer cells in
IMEM/10% FCS were treated with 10 �g/ml Her-
ceptin. At the indicated times, the cells were
washed and harvested in lysis buffer. Seventy �g of
protein from whole cell lysates were resolved by
SDS-PAGE and subjected to the indicated immu-
noblot procedures. To the side of each panel, Mr in
thousands. In C, dose-dependent effect of Hercep-
tin on p27 levels. BT-474 cells were treated with
0.1–10 �g/ml Herceptin for 24 h. At this time, cells
were washed, lysed, and tested for p27 protein
content by immunoblot analysis. In D, exponen-
tially growing MDA-361 and MDA-453 cells in
IMEM/10% FCS were incubated with 10 �g/ml
Herceptin. After 6–48 h, the cells were lysed and
tested for the content of P-Akt, total Akt, P-MAPK,
and total MAPK by immunoblot analysis as de-
scribed in “Materials and Methods.” Each lane, 70
�g of protein from whole cell lysates.
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treatment with LY294002 but required �16 h with the saturating dose
of Herceptin. By immunoblot of cell fractions, we observed that most
of p27 was in the cytosol of the proliferating cells. Treatment with
Herceptin or LY294002 increased the p27 protein levels in both

nucleus and cytosol but more so in the nucleus (Fig. 5B). In prolif-
erating untreated cells, a low level of nuclear p27 precipitated with
Cdk2 antibodies. However, in cells that were treated for 20 h with
Herceptin or LY294002, higher levels of p27 associated with nuclear
Cdk2, which resulted in the suppression of the ability of nuclear Cdk2
precipitates to phosphorylate HH1 in vitro (Fig. 5C). Similar results
were obtained when using GST-Rb as a Cdk2 kinase substrate (data
not shown).

To determine whether p27 played a role in the cell cycle arrest on
blockade of HER2 with Herceptin, we used p27 AS oligonucleotides.
In cells treated with cytofectin alone (control) or with MM oligonu-
cleotides, but not in cells treated with AS p27 phosphorothioates,
Herceptin up-regulated p27 levels (Fig. 6B). In cells treated with
cytofectin alone or with MM oligonucleotides, treatment with Her-
ceptin reduced the proportion of cells in S phase [11 versus 5%
(P � 0.01) and 5.2% (P � 0.03), respectively] and increased the G1

cell fraction [70 versus 85% (P � 0.001) and 83% (P � 0.002),
respectively]. In cells in which p27 was down-regulated by AS p27
oligonucleotides, Herceptin failed to statistically reduce the propor-
tion of cells in S phase compared with controls [11 versus 8%
(P � 0.28)]. Although the AS oligonucleotides did not eliminate p27
content completely (Fig. 6B), it is likely that they prevented a thresh-
old level of p27 required for redirection to and inhibition of Cdk2. In
cells preincubated with AS p27 oligonucleotides, Herceptin still in-
duced an increase in the G1 cell fraction. However, this increase was
less significant than that induced in cells treated with MM oligonu-
cleotides [70 versus 76% (P � 0.03); Fig. 6A), which, all together,
suggested that the modulation of p27 levels and/or its localization play
a partial role in the growth arrest that follows HER2 blockade with
Herceptin.

Constitutively Active Akt Abrogates the Antitumor Effect of
Herceptin. We next examined whether forced expression of active
Akt prevented Herceptin action. For this purpose, we used Myr-Akt,
which consists of Akt1 ligated to a myristoylation sequence, resulting
in an enzyme �10-fold more active than the wild-type enzyme (48).
In cells infected with a control �-gal adenovirus, both Herceptin and
LY294002 inhibited PI3K as indicated by a marked reduction of

Fig. 3. Herceptin inhibits PI3K and Akt kinase activi-
ties in vitro. In A, BT-474 cells were treated with 10
�g/ml Herceptin or 40 �M LY294002 for 24 h. Whole cell
lysates were precipitated with P-Tyr antibodies. Immune
complexes were next assayed for PIP3-forming activity
using PIP2 (origin) as a substrate. The reaction products
were resolved by TLC and detected by autoradiography as
described in “Materials and Methods.” In B, identically
treated cells were washed and lysed in NP40 lysis buffer;
100 �g per treatment condition were precipitated with
immobilized Akt-Sepharose. Identical volumes of Sepha-
rose slurry containing adsorbed immune complexes were
then tested in immunoblot procedures for phospho-Ser473
Akt and total Akt (top panels) as well as in a kinase
reaction against GSK-3� as substrate (bottom panel). In
C, 3 � 104 cells/well were seeded in 6-well plates in
IMEM/10% FCS in the absence (f) or presence of either
10 �g/ml Herceptin (�) or 40 �M LY294002 (o). At the
indicated times, cells were trypsinized and cell numbers
determined in a Coulter counter. Fresh IMEM/10% FCS,
either alone or supplemented with Herceptin or
LY294002, was added on days 3, 5, and 7. Each data
point, the mean � SD of triplicate wells.

Fig. 4. Herceptin inhibits HER3 phosphorylation and its association with p85. In A,
exponentially growing BT-474 cells in IMEM/10% FCS were lysed as described in
“Materials and Methods.” Total protein (0.5 mg) was immunoprecipitated overnight with
either a HER3 or a p85 antibody. Immune complexes were divided into equal parts,
resolved by SDS-PAGE, and finally subjected to Western blot (WB) analysis for HER3
(left panel), p85 (middle panel), and HER2 (right panel). In B, BT-474 cells were treated
or not with 10 �g/ml Herceptin for 1–24 h, washed with ice-cold PBS, and solubilized in
lysis buffer. Total protein from whole cell lysates (0.5 mg) was precipitated with a HER3
antibody. Immune complexes were divided into equal parts and analyzed for HER3,
P-Tyr, and p85 by immunoblot analysis as described in “Materials and Methods.” On the
left of each panel, Mr in thousands.
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P-Ser473 Akt, P-GSK-3�, and cyclin D1 protein levels (Fig. 7A).
However, in cells infected with Myr-Akt, neither inhibitor reduced
the P-Akt levels. This unchanged P-Akt band likely represents the
membrane-associated Myr-Akt protein phosphorylated in Ser-473.
Similarly, P-GSK-3� and cyclin D1 levels were not reduced by
Herceptin or LY294002 in cells expressing Myr-Akt (Fig. 7A),
which supports the conclusion that Myr-Akt was indeed functional.
In fractions from BT-474 cells that were infected with �-gal virus,
and consistent with results with uninfected cells (Figs. 5, A and B),
the majority of p27 was present in the cytosol. Myr-Akt eliminated
the low basal nuclear levels of p27 but did not alter the basal
cytosolic content of p27 (Fig. 7B). In cells infected with �-gal
adenovirus, both inhibitors up-regulated p27 in the cytosol and in
the nucleus. However, this accumulation of p27 in both compart-
ments was markedly reduced in cells infected with a similar MOI
of Myr-Akt adenovirus (Fig. 7B), which suggested that the accu-
mulation of p27 that follows the blockade of HER2 and PI3K
results from the inhibition of Akt.

Finally, we examined whether active Akt was able to counteract the
antiproliferative effect of Herceptin in BT-474 cells, which in culture
are highly sensitive to Herceptin-mediated growth arrest (39) but not
to apoptosis (54). Treatment with Herceptin or LY294002 over a
period of 6 days reduced cell proliferation �50% compared with
untreated controls. However, infection with Myr-Akt almost com-
pletely prevented the antiproliferative effect of each inhibitor (Fig.
8A). The ability of active Akt to counteract the pro-apoptotic effect of
Herceptin was studied in cultured SKBR-3 cells. Herceptin does not
induce SKBR-3 cell cycle arrest as markedly as in BT-474 cells (39,
55) but has recently been shown to induce apoptosis of these cells
(54). Treatment with either Herceptin or LY294002 for 72 h induced
a 3-fold increase in the basal level of SKBR-3 cell apoptosis that was
completely prevented by infection with Myr-Akt (Fig. 8B).

DISCUSSION

We have examined whether the blockade of HER2 with the hu-
manized IgG1 Herceptin inhibits tumor cell growth by inhibiting
PI3K function. Herceptin inhibited colony formation, P-MAPK, and

Fig. 6. AS-mediated down-regulation of p27 prevents Herceptin-induced reduction in
S phase. In A, BT-474 cells (2 � 105/60-mm dish) were transfected with 30 nM MM or
AS p27 oligonucleotides in the presence of 2 �g/ml cytofectin (CF) as described in
“Materials and Methods.” To control for nonspecific effects of cytofectin, cells treated
with neither oligonucleotide were still treated with cytofectin alone (B, oligonucleotides
lanes). The cells were then exposed to 10 �g/ml Herceptin. After 48 h in the presence of
the anti-HER2 IgG1, cells were trypsinized, their nuclei were labeled with propidium
iodide, and DNA histograms were generated by flow cytometry of 10,000 labeled nuclei.
Each bar, the mean � SD of four independent experiments. Statistics were calculated by
Student’s unpaired t test. In B, identically treated dishes were harvested simultaneously in
NP40 lysis buffer and tested for HER2 and p27 content by immunoblot. AS p27 but not
MM oligonucleotides nor cytofectin alone prevented the up-regulation of p27 induced by
Herceptin.

Fig. 5. Blockade of HER2 or PI3K results in
nuclear accumulation of p27 and inhibition of nu-
clear Cdk2 activity. In A, BT-474 cells were treated
with 10 �g/ml Herceptin or 40 �M LY294002 for
24 h and fixed. p27 was detected by immunohisto-
chemistry with a p27 mAb. Localization of p27 was
detected by indirect immunofluorescence with
Cy3-conjugated antimouse IgG (left panels). The
cells were counterstained with Hoechst to confirm
the localization of the nuclei (right panels). In B,
BT-474 cells were treated as in A and partitioned
into cytoplasmic and nuclear fractions as described
in “Materials and Methods,” resolved by SDS-
PAGE, and analyzed by p27 immunoblot. The frac-
tions were also probed with antibodies representa-
tive of cytoplasmic (�-tubulin) and nuclear (c-jun)
proteins, respectively. C, Cdk2 activity. Simulta-
neously treated BT-474 cells were harvested and
nuclear fractions prepared as described in “Materi-
als and Methods.” Cdk2 was precipitated with
Cdk2 antibodies. Immune complexes were divided
into equal parts and subjected to Cdk2 and p27
immunoblot procedures (top panels) and tested for
Cdk2 activity against HH1 (bottom panel).
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P-Akt in BT-474 and SKBR-3 cells, which exhibit HER2 gene am-
plification, but not in MDA-361 and MDA-453 cells, both with a
single copy of the HER2/neu gene. This result is consistent with a
previous report in which the latter two cell lines exhibited a modest
reduction in [3H]thymidine incorporation but no reduction in the
S-phase fraction when treated with 10 �g/ml Herceptin (56). Al-
though MDA-361 and MDA-453 cells exhibit robust levels of con-
stitutively phosphorylated HER2 (20, 54), quantitation of HER2 gene
copy number as measured by DNA dot-blot analysis was only 2-fold,
relative to normal human DNA (50). It is likely that this last method
overestimated the gene copy number as suggested by the results with
the more controlled FISH analysis (Fig. 1).

The differential sensitivity among the four cell lines that we used
in this study is in agreement with preliminary data showing that the
clinical responses to Herceptin were limited to breast cancers with
HER2 gene amplification and/or with the highest level of receptor
protein expression (57). Because Herceptin is specific to HER2,
and considering that only HER2 gene-amplified tumors are inhib-
ited by the antibody, we speculate that only HER2 gene-amplified
breast cancers are dependent on activated HER2. Along those
lines, a recent study reported that breast tumors that stained pos-
itively with a mAb specific for Tyr-1248 phospho-HER2 were
those with the highest level of total HER2 expression (21). This is
also consistent with the ability of p185c-neu, the rat homologue of
HER2, to spontaneously oligomerize and activate its kinase when
present at high density, whereas, at low concentrations, the pres-
ence of a ligand was required for receptor multimerization and
activation (22). The latter result also implies that at levels of HER2
below those seen in HER2 gene-amplified cells, activation of the
receptor may depend on ligand-activated coreceptors. Several stud-
ies suggest that blocking the HER2 ectodomain with Herceptin
may not be effective in interrupting lateral signaling from HER
coreceptors to HER2. In OVCA420 ovarian cancer cells, EGF
induced phosphorylation of HER2 that was not blocked by mAb

4D5, the corresponding mouse hybridoma of Herceptin (58). In a
recent report, tumor growth factor-�-induced proliferation of BT-
474 cells was inhibited by ZD1839, a low-molecular-weight EGFR
Tyr kinase inhibitor, but not by Herceptin (54). Finally, Herceptin
did not inhibit the growth of MKN gastric cancer cells, which
exhibit HER2 gene amplification (59) but which also overexpress
highly phosphorylated EGFR (39). These data imply that Herceptin
may not be effective: (a) in HER2-overexpressing cells with a
single copy of the HER2 gene, like MDA-361 and MDA-453, in
which HER2 may rely on lateral signals from HER coreceptors for
activation; and (b) in HER2 gene-amplified cells in which Hercep-
tin-bound HER2 can potentially still receive signaling input from
co-overexpressed HER family members.

Treatment with Herceptin inhibited the PI3K target Akt in anti-
body-sensitive but not in antibody-resistant breast tumor cell lines.
Both HER3-associated PI3K activity and HER2/HER3 heterodimers
have been previously shown in MDA-361 and MDA-453 cells (20).
The inability of Herceptin to block PI3K activity suggests that, in
these cells, HER3-associated PI3K depends on signals other than
HER2. The inhibition of PI3K in BT-474 cells was associated with the
uncoupling of phosphorylated HER3 from HER2 and from p85. The
kinetics of these effects were slow and probably reflect the reported
ability of mAb 4D5 to remove HER2 from the plasma membrane (60,

Fig. 7. Dominant active Akt rescues BT-474 cells from Herceptin action. BT-474 cells
(3 � 105 cells/60-mm dish) were infected with either �-gal or Myr-Akt adenoviruses for
48 h as indicated in “Materials and Methods” followed by treatment with either 10 �g/ml
Herceptin or 40 �M LY294002 for 24 h. Whole cell lysates were prepared and 70 �g of
protein resolved by SDS-PAGE followed by the indicated immunoblot procedures. On the
left of each panel, Mr in thousands. In B, nuclear and cytoplasmic fractions were prepared
as described in “Materials and Methods” from identically treated cells. Fractions were
next analyzed for p27 or �-tubulin levels by immunoblot; �-tubulin was detected only in
the cytosolic fractions.

Fig. 8. Dominant-active Akt rescues from the antiproliferative and apoptotic effect of
Herceptin. In A, BT-474 cells (3 � 104/well in 6-well plates) were infected with Myr-Akt
or �-gal adenoviruses for 48 h followed by treatment with Herceptin (10 �g/ml) or
LY294002 (40 �M). Fresh IMEM/10% FCS � inhibitors was added on days 3 and 5. Cells
were trypsinized and counted in a Coulter counter on day 6. Each data point, the
mean � SD of triplicate wells. Results were confirmed in two independent experiments.
In B, 106 SKBR-3 cells were infected with Myr-Akt or �-gal (Control) adenoviruses
treated with the same concentrations of Herceptin or LY294002 for 72 h. Adherent and
floating cells were harvested and assayed for evidence of apoptosis by Apo-BrdU analysis
in the presence of Tdt. In parentheses on top of each panel, the percentage of FITC-
positive apoptotic cells in the R1 gated area, quantitated by flow cytometry.
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61) and/or induce its homodimerization.4 Down-modulation of recep-
tor-ligand complexes is a major attenuation mechanism of receptor-
induced signaling. Therefore, antibody-induced HER2 down-modula-
tion from the cell surface and/or HER2 dimerization with itself should
result in less receptor available for heterodimerization with other HER
family members and thus impair growth signals in HER2-dependent
tumor cells. Interestingly, in MKN gastric cancer cells, Herceptin did
not down-regulate PI3K signaling nor inhibit growth (39). The low-
to-undetectable levels of HER3 in these cells led to the suggestion that
the collaboration of HER2 with HER3 and its disruption by Herceptin
are markers of HER2 dependence and Herceptin sensitivity, respec-
tively (39). This logical speculation requires further investigation in
human tumors but is also supported by the data presented above.

We next studied whether or not the inhibition of the PI3K target
Akt is required for the antitumor effect of Herceptin. The NH2-
terminal pleckstrin homology domain of Akt binds PI3K-induced
PIP3 in the plasma membrane, in which Akt is activated by 3-phos-
phoinositide-dependent kinase 1 (PDK1)-mediated phosphorylation.
Once active, Akt phosphorylates an increasing number of substrates
involved in apoptosis, cell cycle regulation, protein synthesis, and
glycogen metabolism (Refs. 62–65 and Refs. therein). The substrates
involved in regulation of cell death that are disabled by Akt include
the Bcl-2 family member Bad, Forkhead transcription factors, I�B
kinase, caspase-9, the cyclic AMP response-element binding protein
(CREB; Refs. 62–65), and, more recently, p53 via MDM2-mediated
phosphorylation and ubiquitination (66, 67). Other targets of Akt
could potentially regulate cell cycle progression. Akt phosphorylates
and inactivates GSK-3�, thus stabilizing nuclear �-catenin and in-
creasing cyclin D1 transcription (68). By inactivating GSK-3�, Akt
represses GSK-3�-mediated phosphorylation and the proteolytic turn-
over of cyclin D1, hence increasing cyclin D1 levels in the nucleus
(69). Phosphorylation of the Cdk inhibitor p21WAF1 by Akt causes its
cytoplasmic retention, preventing it from exerting its antiproliferative
action in the nucleus (41). Akt has been shown to induce E2F activity
(70) and the transcription of c-Myc (71). In addition, Akt may con-
tribute to the induction of cell cycle progression by regulating the Cdk
inhibitor p27. By phosphorylating Forkhead transcription factors, it
can inhibit AFX-mediated transcription of p27 (72). Akt can also
inhibit p27 protein levels (73). Interestingly, ectopic expression of the
3-phosphoinositide-specific phosphatase PTEN (74) results in the
inhibition of Akt, an increase in p27 levels, and growth arrest (75, 76).
Conversely, loss of PTEN function, a frequent event in human can-
cers, leads to derepression of Akt activity, down-regulation of p27,
and cellular transformation (77). Finally, recent work has revealed
that Akt can phosphorylate p27 directly in Thr-157, which results in
its cytoplasmic retention and the loss of its growth-inhibitory effects
(personal communications5 and Ref. 78).

Consistent with its ability to inhibit Akt function, Herceptin inhib-
ited GSK-3� phosphorylation and increased p27 levels. As shown
recently in BT-474 cells treated with a HER kinase inhibitor (42), the
loss of phosphorylation in GSK-3� activates its catalytic activity
against cyclin D1 in vitro, thus potentially explaining the reduction in
cyclin D1 induced by Herceptin. All of these effects were abrogated
by forced expression of active Akt (Fig. 7A). Treatment with Hercep-
tin also resulted in higher nuclear and cytosolic levels of p27. The
increase of p27 in the nucleus would increase the amount of p27
available for binding to and inhibiting Cdk2 and inducing cell cycle
arrest (Fig. 5C). These responses were also prevented by Myr-Akt
(Fig. 7B). Although the molecular determinants of a direct interaction
between Akt and p27 require further investigation, these data suggest

that the increase in the nuclear levels of p27 after treatment with
Herceptin is attributable to the inactivation of Akt.

Finally, up-regulation of Akt activity by transfection of Myr-Akt
prevented Herceptin-induced cytostasis of BT-474 cells and the ap-
optosis of SKBR-3 cells. LY294002 exhibited inhibitory effects that
were similar to those induced by Herceptin, and these effects were
also rescued by Myr-Akt (Fig. 8), supporting an important role for
PI3K-Akt signaling in the HER2 dependence of these cells. BT-474
tumors in nude mice undergo complete regressions when treated with
Herceptin (54, 79), which suggests that they are sensitive to Hercep-
tin-induced apoptosis. However, Herceptin does not induce apoptosis
of these cells in culture, impeding our ability to demonstrate a block-
ing effect of active Akt on Herceptin-induced BT-474 cell death.
Nonetheless, the data presented suggest that the inhibition of PI3K-
Akt may be an obligated step for the cell cycle arrest and/or apoptosis
induced by the HER2 IgG1. These conclusions have important clinical
implications for patients treated with Herceptin or other inhibitors of
the HER network. Several studies suggest the presence of aberrant
PI3K signaling in a cohort of breast carcinomas (reviewed in Ref. 80).
Gershtein et al. (81) reported increased levels of p85 and PI3K
catalytic activity in paired breast tumor over adjacent nontumor tis-
sues in 79% of the specimens examined. Although mutations of PTEN
occur in �5% of breast cancers, a recent report suggests that the
complete lack of PTEN protein in breast cancers with hemizygous
deletions of the PTEN gene is not uncommon (82). Akt1 kinase
activity is often increased in breast cancers with a poor prognosis (83).
Akt3 mRNA is up-regulated in estrogen receptor-negative breast
tumors (84), linking Akt3 with a more rapidly progressive, hormone-
independent breast cancer phenotype. The cytoplasmic protein tyro-
sine kinases Src and BRK are overexpressed in a high percentage of
breast cancers, and both of these kinases up-regulate signaling via
PI3K and Akt (85, 86). It is then likely that many HER2-overexpress-
ing tumors will also harbor genetic alterations in the PI3K-Akt sig-
naling pathway and exhibit very high levels of constitutive Akt
activity. These tumors may not respond to therapy with HER2 inhib-
itors alone. This hypothesis can be now be tested prospectively in
present clinical trials with inhibitors of the HER signaling network.

REFERENCES

1. Graus-Porta, D., Beerli, R. R., Daly, J. M., and Hynes, N. E. ErbB-2, the preferred
heterodimerization partner of all ErbB receptors, is a mediator of lateral signaling.
EMBO J., 16: 1647–1655, 1997.

2. Olayioye, M. A., Neve, R. M., Lane, H. A., and Hynes, N. E. The ErbB signaling
network: receptor heterodimerization in development and cancer. EMBO J., 19:
3159–3167, 2000.

3. Yarden, Y., and Sliwkowski, M. X. Untangling the ErbB signalling network. Nat.
Rev. Mol. Cell Biol., 2: 127–137, 2001.

4. Sliwkowski, M. X., Schaefer, G., Akita, R. W., Lofgren, J. A., Fitzpatrick, V. D.,
Nuijens, A., Fendly, B. M., Cerione, R. A., Vandlen, R. L., and Carraway, K. L., III.
Coexpression of erbB2 and erbB3 proteins reconstitutes a high affinity receptor for
heregulin. J. Biol. Chem., 269: 14661–14665, 1994.

5. Karunagaran, D., Tzahar, E., Beerli, R. R., Chen, X., Graus-Porta, D., Ratzkin, B. J.,
Seger, R., Hynes, N. E., and Yarden, Y. ErbB-2 is a common auxiliary subunit of
NDF and EGF receptors: implications for breast cancer. EMBO J., 15: 254–264,
1996.

6. Tzahar, E., Waterman, H., Chen, X., Levkowitz, G., Karunagaran, D., Lavi, S.,
Ratzkin, B. J., and Yarden, Y. A hierarchical network of interreceptor interactions
determines signal transduction by Neu differentiation factor/neuregulin and epidermal
growth factor. Mol. Cell. Biol., 16: 5276–5287, 1996.

7. Pinkas-Kramarski, R., Soussan, L., Waterman, H., Levkowitz, G., Alroy, I., Klapper,
L., Lavi, S., Seger, R., Ratzkin, B. J., Sela, M., and Yarden, Y. Diversification of Neu
differentiation factor and epidermal growth factor signaling by combinatorial receptor
interactions. EMBO J., 15: 2452–2467, 1996.

8. Lenferink, A. E., Pinkas-Kramarski, R., van de Poll, M. L., van Vugt, M. J., Klapper,
L. N., Tzahar, E., Waterman, H., Sela, M., van Zoelen, E. J., and Yarden, Y.
Differential endocytic routing of homo- and hetero-dimeric ErbB tyrosine kinases
confers signaling superiority to receptor heterodimers. EMBO J., 17: 3385–3397,
1998.

9. Wang, L. M., Kuo, A., Alimandi, M., Veri, M. C., Lee, C. C., Kapoor, V., Ellmore,
N., Chen, X. H., and Pierce, J. H. ErbB2 expression increases the spectrum and

4 C. L. Arteaga, unpublished observations.
5 J. Slingerland and G. Viglietto, personal communications.

4139

HERCEPTIN-MEDIATED INHIBITION OF PI3K AND Akt

D
ow

nloaded from
 http://aacrjournals.org/cancerres/article-pdf/62/14/4132/2495275/ch1402004132.pdf by guest on 24 August 2022



potency of ligand-mediated signal transduction through ErbB4. Proc. Natl. Acad. Sci.
USA, 95: 6809–6814, 1998.

10. Worthylake, R., Opresko, L. K., and Wiley, H. S. ErbB-2 amplification inhibits
down-regulation and induces constitutive activation of both ErbB-2 and epidermal
growth factor receptors. J. Biol. Chem., 274: 8865–8874, 1999.

11. Pierce, J. H., Arnstein, P., DiMarco, E., Artrip, J., Kraus, M. H., Lonardo, F., Di
Fiore, P. P., and Aaronson, S. A. Oncogenic potential of erbB-2 in human mammary
epithelial cells. Oncogene, 6: 1189–1194, 1991.

12. Muthuswamy, S. K., Li, D., Lelievre, S., Bissell, M. J., and Brugge, J. S. ErbB2, but
not ErbB1, reinitiates proliferation and induces luminal repopulation in epithelial
acini. Nat. Cell Biol., 3: 785–792, 2001.

13. Slamon, D. J., Clark, G. M., Wong, S. G., Levin, W. J., Ullrich, A., and McGuire,
W. L. Human breast cancer: correlation of relapse and survival with amplification of
the HER-2/neu oncogene. Science (Wash. DC), 235: 177–182, 1987.

14. Ross, J. S., and Fletcher, J. A. The HER-2/neu oncogene in breast cancer: prognostic
factor, predictive factor, and target for therapy. Stem Cells, 16: 413–428, 1998.

15. Slamon, D. J., Godolphin, W., Jones, L. A., Holt, J. A., Wong, S. G., Keith, D. E.,
Levin, W. J., Stuart, S. G., Udove, J., Ullrich, A., et al. Studies of the HER-2/neu
proto-oncogene in human breast and ovarian cancer. Science (Wash. DC), 244:
707–712, 1989.

16. Carter, P., Presta, L., Gorman, C. M., Ridgway, J. B., Henner, D., Wong, W. L.,
Rowland, A. M., Kotts, C., Carver, M. E., and Shepard, H. M. Humanization of an
anti-p185HER2 antibody for human cancer therapy. Proc. Natl. Acad. Sci. USA, 89:
4285–4289, 1992.

17. Baselga, J., Tripathy, D., Mendelsohn, J., Baughman, S., Benz, C. C., Dantis, L.,
Sklarin, N. T., Seidman, A. D., Hudis, C. A., Moore, J., Rosen, P. P., Twaddell, T.,
Henderson, I. C., and Norton, L. Phase II study of weekly intravenous recombinant
humanized anti- p185HER2 monoclonal antibody in patients with HER2/neu-over-
expressing metastatic breast cancer. J. Clin. Oncol., 14: 737–744, 1996.

18. Cobleigh, M. A., Vogel, C. L., Tripathy, D., Robert, N. J., Scholl, S., Fehrenbacher,
L., Wolter, J. M., Paton, V., Shak, S., Lieberman, G., and Slamon, D. J. Multinational
study of the efficacy and safety of humanized anti-HER2 monoclonal antibody in
women who have HER2-overexpressing metastatic breast cancer that has progressed
after chemotherapy for metastatic disease. J. Clin. Oncol., 17: 2639–2648, 1999.

19. Vogel, C., Cobleigh, M. A., Tripathy, D., Gutheil, J. C., Harris, L. N., Fehrenbacher,
L., Slamon, D. J., Murphy, M., Novotny, W. F., Burchmore, M., Shak, S., Stewart,
S. J., and Press, M. Efficacy and safety of Trastuzumab as a single agent in first-line
treatment of HER2-overexpressing metastatic breast cancer. J. Clin. Oncol., 20:
719–726, 2002.

20. Alimandi, M., Romano, A., Curia, M. C., Muraro, R., Fedi, P., Aaronson, S. A., Di
Fiore, P. P., and Kraus, M. H. Cooperative signaling of ErbB3 and ErbB2 in
neoplastic transformation and human mammary carcinomas. Oncogene, 10: 1813–
1821, 1995.

21. Thor, A. D., Liu, S., Edgerton, S., Moore, D., II, Kasowitz, K. M., Benz, C. C., Stern,
D. F., and DiGiovanna, M. P. Activation (tyrosine phosphorylation) of ErbB-2
(HER-2/neu): a study of incidence and correlation with outcome in breast cancer.
J Clin Oncol., 18: 3230–3239, 2000.

22. Samanta, A., LeVea, C. M., Dougall, W. C., Qian, X., and Greene, M. I. Ligand and
p185c-neu density govern receptor interactions and tyrosine kinase activation. Proc.
Natl. Acad. Sci. USA, 91: 1711–1715, 1994.

23. Wallasch, C., Weiss, F. U., Niederfellner, G., Jallal, B., Issing, W., and Ullrich, A.
Heregulin-dependent regulation of HER2/neu oncogenic signaling by heterodimer-
ization with HER3. EMBO J., 14: 4267–4275, 1995.

24. Zhang, K., Sun, J., Liu, N., Wen, D., Chang, D., Thomason, A., and Yoshinaga, S. K.
Transformation of NIH 3T3 cells by HER3 or HER4 receptors requires the presence
of HER1 or HER2. J. Biol. Chem., 271: 3884–3890, 1996.

25. Qian, X., Dougall, W. C., Hellman, M. E., and Greene, M. I. Kinase-deficient neu
proteins suppress epidermal growth factor receptor function and abolish cell trans-
formation. Oncogene, 9: 1507–1514, 1994.

26. Graus-Porta, D., Beerli, R. R., and Hynes, N. E. Single-chain antibody-mediated
intracellular retention of ErbB-2 impairs Neu differentiation factor and epidermal
growth factor signaling. Mol. Cell. Biol., 15: 1182–1191, 1995.

27. Prenzel, N., Fischer, O. M., Streit, S., Hart, S., and Ullrich, A. The epidermal growth
factor receptor family as a central element for cellular signal transduction and
diversification. Endocr.-Relat. Cancer, 8: 11–31, 2001.

28. Hackel, P. O., Zwick, E., Prenzel, N., and Ullrich, A. Epidermal growth factor
receptors: critical mediators of multiple receptor pathways. Curr. Opin. Cell Biol., 11:
184–189, 1999.

29. Fedi, P., Pierce, J. H., di Fiore, P. P., and Kraus, M. H. Efficient coupling with
phosphatidylinositol 3-kinase, but not phospholipase C � or GTPase-activating pro-
tein, distinguishes ErbB- 3 signaling from that of other ErbB/EGFR family members.
Mol. Cell. Biol., 14: 492–500, 1994.

30. Prigent, S. A., and Gullick, W. J. Identification of c-erbB-3 binding sites for
phosphatidylinositol 3�- kinase and SHC using an EGF receptor/c-erbB-3 chimera.
EMBO J., 13: 2831–2841, 1994.

31. Duronio, V., Scheid, M. P., and Ettinger, S. Downstream signalling events regulated
by phosphatidylinositol 3-kinase activity. Cell Signal., 10: 233–239, 1998.

32. Vanhaesebroeck, B., and Waterfield, M. D. Signaling by distinct classes of phos-
phoinositide 3-kinases. Exp. Cell Res., 253: 239–254, 1999.

33. Vanhaesebroeck, B., and Alessi, D. R. The PI3K-PDK1 connection: more than just a
road to PKB. Biochem. J., 346: 561–576, 2000.

34. Webster, M. A., Hutchinson, J. N., Rauh, M. J., Muthuswamy, S. K., Anton, M.,
Tortorice, C. G., Cardiff, R. D., Graham, F. L., Hassell, J. A., and Muller, W. J.
Requirement for both Shc and phosphatidylinositol 3� kinase signaling pathways in
polyomavirus middle T-mediated mammary tumorigenesis. Mol. Cell. Biol., 18:
2344–2359, 1998.

35. Siegel, P. M., Ryan, E. D., Cardiff, R. D., and Muller, W. J. Elevated expression of
activated forms of Neu/ErbB-2 and ErbB-3 are involved in the induction of mammary
tumors in transgenic mice: implications for human breast cancer. EMBO J., 18:
2149–2164, 1999.

36. Dankort, D., Maslikowski, B., Warner, N., Kanno, N., Kim, H., Wang, Z., Moran,
M. F., Oshima, R. G., Cardiff, R. D., and Muller, W. J. Grb2 and Shc adapter proteins
play distinct roles in Neu (ErbB-2)- induced mammary tumorigenesis: implications
for human breast cancer. Mol. Cell. Biol., 21: 1540–1551, 2001.

37. Quinn, C. M., Ostrowski, J. L., Lane, S. A., Loney, D. P., Teasdale, J., and Benson,
F. A. c-erbB-3 protein expression in human breast cancer: comparison with other
tumour variables and survival. Histopathology, 25: 247–252, 1994.

38. Bodey, B., Bodey, B., Jr., Groger, A. M., Luck, J. V., Siegel, S. E., Taylor, C. R., and
Kaiser, H. E. Clinical and prognostic significance of the expression of the c-erbB-2
and c-erbB-3 oncoproteins in primary and metastatic malignant melanomas and breast
carcinomas. Anticancer Res., 17: 1319–1330, 1997.

39. Lane, H. A., Beuvink, I., Motoyama, A. B., Daly, J. M., Neve, R. M., and Hynes,
N. E. ErbB2 potentiates breast tumor proliferation through modulation of p27(Kip1)-
Cdk2 complex formation: receptor overexpression does not determine growth de-
pendency. Mol. Cell. Biol., 20: 3210–3223, 2000.

40. Zhou, B. P., Hu, M. C., Miller, S. A., Yu, Z., Xia, W., Lin, S. Y., and Hung, M. C.
HER-2/neu blocks tumor necrosis factor-induced apoptosis via the Akt/NF-�B path-
way. J Biol Chem., 275: 8027–8031, 2000.

41. Zhou, B. P., Liao, Y., Xia, W., Spohn, B., Lee, M. H., and Hung, M. C. Cytoplasmic
localization of p21Cip1/WAF1 by Akt-induced phosphorylation in HER-2/neu-over-
expressing cells. Nat. Cell Biol., 3: 245–252, 2001.

42. Lenferink, A. E. G., Busse, D., Flanagan, W. M., Yakes, F. M., and Arteaga, C. L.
ErbB2/neu kinase modulates p27Kip1 and cyclin D1 through multiple signaling
pathways. Cancer Res., 61: 6583–6591, 2001.

43. Ignatoski, K. M., Maehama, T., Markwart, S. M., Dixon, J. E., Livant, D. L., and
Ethier, S. P. ERBB-2 overexpression confers PI3� kinase-dependent invasion capacity
on human mammary epithelial cells. Br J Cancer, 82: 666–674, 2000.

44. Vlahos, C. J., Matter, W. F., Hui, K. Y., and Brown, R. F. A specific inhibitor of
phosphatidylinositol 3-kinase, 2-(4- morpholinyl)-8-phenyl-4H-1-benzopyran-4-one
(LY294002). J Biol Chem., 269: 5241–5248, 1994.

45. Busse, D., Doughty, R. S., Ramsey, T. T., Russell, W. E., Price, J. O., Flanagan,
W. M., Shawver, L. K., and Arteaga, C. L. Reversible G1 arrest induced by inhibition
of the epidermal growth factor receptor tyrosine kinase requires up-regulation of
p27(KIP1) independent of MAPK activity. J Biol Chem., 275: 6987–6995, 2000.

46. Wang, H. G., Rapp, U. R., and Reed, J. C. Bcl-2 targets the protein kinase Raf-1 to
mitochondria. Cell, 87: 629–638, 1996.

47. Flanagan, W. M., Wolf, J. J., Olson, P., Grant, D., Lin, K. Y., Wagner, R. W., and
Matteucci, M. D. A cytosine analog that confers enhanced potency to antisense
oligonucleotides. Proc. Natl. Acad. Sci. USA, 96: 3513–3518, 1999.

48. Kotani, K., Ogawa, W., Hino, Y., Kitamura, T., Ueno, H., Sano, W., Sutherland, C.,
Granner, D. K., and Kasuga, M. Dominant negative forms of Akt (protein kinase B)
and atypical protein kinase Clambda do not prevent insulin inhibition of phosphoenol-
pyruvate carboxykinase gene transcription. J. Biol. Chem., 274: 21305–21312, 1999.

49. Sakaue, H., Ogawa, W., Takata, M., Kuroda, S., Kotani, K., Matsumoto, M., Sakaue,
M., Nishio, S., Ueno, H., and Kasuga, M. Phosphoinositide 3-kinase is required for
insulin-induced but not for growth hormone- or hyperosmolarity-induced glucose
uptake in 3T3–L1 adipocytes. Mol. Endocrinol., 11: 1552–1562, 1997.

50. Kraus, M. H., Popescu, N. C., Amsbaugh, S. C., and King, C. R. Overexpression of
the EGF receptor-related proto-oncogene erbB-2 in human mammary tumor cell lines
by different molecular mechanisms. EMBO J., 6: 605–610, 1987.

51. Mass, R. The role of HER-2 expression in predicting response to therapy in breast
cancer. Semin. Oncol., 27: 46–52; discussion 92–100, 2000.

52. Lewis, G. D., Figari, I., Fendly, B., Wong, W. L., Carter, P., Gorman, C., and
Shepard, H. M. Differential responses of human tumor cell lines to anti-p185HER2
monoclonal antibodies. Cancer Immunol. Immunother., 37: 255–263, 1993.

53. Kallioniemi, O. P., Kallioniemi, A., Kurisu, W., Thor, A., Chen, L. C., Smith, H. S.,
Waldman, F. M., Pinkel, D., and Gray, J. W. ERBB2 amplification in breast cancer
analyzed by fluorescence in situ hybridization. Proc. Natl. Acad. Sci. USA, 89:
5321–5325, 1992.

54. Moulder, S. L., Yakes, F. M., Muthuswamy S. K., Bianco, R., Simpson, J. F., and
Arteaga, C. L. EGF receptor (HER1) tyrosine kinase inhibitor ZD1839 (Iressa)
inhibits HER2/neu (erbB2)-overexpressing breast cancer cells in vitro and in vivo.
Cancer Res., 61: 8887–8895, 2001.

55. Sliwkowski, M. X., Lofgren, J. A., Lewis, G. D., Hotaling, T. E., Fendly, B. M., and
Fox, J. A. Nonclinical studies addressing the mechanism of action of trastuzumab
(Herceptin). Semin. Oncol., 26: 60–70, 1999.

56. Lewis, G. D., Lofgren, J. A., McMurtrey, A. E., Nuijens, A., Fendly, B. M., Bauer,
K. D., and Sliwkowski, M. X. Growth regulation of human breast and ovarian tumor
cells by heregulin: evidence for the requirement of ErbB2 as a critical component in
mediating heregulin responsiveness. Cancer Res., 56: 1457–1465, 1996.

57. Mass R. D., Charlene, K., Johnson, L., Everett, T., Anderson, S. The concordance
between the Clinical Trials Assay (CTA) and fluorescent in situ hybridization (FISH)
in the Herceptin pivotal trials. Proc. Amer. Soc. Clin. Oncol., 291, 2000.

58. Ye, D., Mendelsohn, J., and Fan, Z. Augmentation of a humanized anti-HER2 mAb
4D5 induced growth inhibition by a human-mouse chimeric anti-EGF receptor mAb
C225. Oncogene, 18: 731–738, 1999.

59. Fukushige, S., Matsubara, K., Yoshida, M., Sasaki, M., Suzuki, T., Semba, K.,
Toyoshima, K., and Yamamoto, T. Localization of a novel v-erbB-related gene,
c-erbB-2, on human chromosome 17 and its amplification in a gastric cancer cell line.
Mol. Cell. Biol., 6: 955–958, 1986.

60. Hudziak, R. M., Lewis, G. D., Winget, M., Fendly, B. M., Shepard, H. M., and
Ullrich, A. p185HER2 monoclonal antibody has antiproliferative effects in vitro and

4140

HERCEPTIN-MEDIATED INHIBITION OF PI3K AND Akt

D
ow

nloaded from
 http://aacrjournals.org/cancerres/article-pdf/62/14/4132/2495275/ch1402004132.pdf by guest on 24 August 2022



sensitizes human breast tumor cells to tumor necrosis factor. Mol. Cell. Biol., 9:
1165–1172, 1989.

61. De Santes, K., Slamon, D., Anderson, S. K., Shepard, M., Fendly, B., Maneval, D.,
and Press, O. Radiolabeled antibody targeting of the HER-2/neu oncoprotein. Cancer
Res., 52: 1916–1923, 1992.

62. Chan, T. O., Rittenhouse, S. E., and Tsichlis, P. N. AKT/PKB and other D3
phosphoinositide-regulated kinases: kinase activation by phosphoinositide-dependent
phosphorylation. Annu. Rev. Biochem., 68: 965–1014, 1999.

63. Datta, S. R., Brunet, A., and Greenberg, M. E. Cellular survival: a play in three Akts.
Genes Dev., 13: 2905–2927, 1999.

64. Kandel, E. S., and Hay, N. The regulation and activities of the multifunctional
serine/threonine kinase Akt/PKB. Exp. Cell Res., 253: 210–229, 1999.

65. Testa, J. R., and Bellacosa, A. AKT plays a central role in tumorigenesis. Proc. Natl.
Acad. Sci. USA, 98: 10983–10985, 2001.

66. Mayo, L. D., and Donner, D. B. A phosphatidylinositol 3-kinase/Akt pathway
promotes translocation of Mdm2 from the cytoplasm to the nucleus. Proc. Natl. Acad.
Sci. USA, 98: 11598–115603, 2001.

67. Zhou, B. P., Liao, Y., Xia, W., Zou, Y., Spohn, B., and Hung, M-H. HER-2/neu
induces p53 ubiquitination via Akt-mediated MDM2 phosphorylation. Nat. Cell Biol.,
3: 973–982, 2001.

68. Muise-Helmericks, R. C., Grimes, H. L., Bellacosa, A., Malstrom, S. E., Tsichlis,
P. N., and Rosen, N. Cyclin D expression is controlled post-transcriptionally via a
phosphatidylinositol 3-kinase/Akt-dependent pathway. J. Biol. Chem., 273: 29864–
29872, 1998.

69. Diehl, J. A., Cheng, M., Roussel, M. F., and Sherr, C. J. Glycogen synthase
kinase-3beta regulates cyclin D1 proteolysis and subcellular localization. Genes Dev.,
12: 3499–3511, 1998.

70. Brennan, P., Babbage, J. W., Burgering, B. M., Groner, B., Reif, K., and Cantrell,
D. A. Phosphatidylinositol 3-kinase couples the interleukin-2 receptor to the cell cycle
regulator E2F. Immunity, 7: 679–689, 1997.

71. Ahmed, N. N., Grimes, H. L., Bellacosa, A., Chan, T. O., and Tsichlis, P. N.
Transduction of interleukin-2 antiapoptotic and proliferative signals via Akt protein
kinase. Proc. Natl. Acad. Sci. USA, 94: 3627–3632, 1997.

72. Medema, R. H., Kops, G. J., Bos, J. L., and Burgering, B. M. AFX-like Forkhead
transcription factors mediate cell-cycle regulation by Ras and PKB through p27kip1.
Nature (Lond.), 404: 782–787, 2000.

73. Collado, M., Medema, R. H., Garcia-Cao, I., Dubuisson, M. L., Barradas, M.,
Glassford, J., Rivas, C., Burgering, B. M., Serrano, M., and Lam, E. W. Inhibition of
the phosphoinositide 3-kinase pathway induces a senescence-like arrest mediated by
p27Kip1. J. Biol. Chem., 275: 21960–21968, 2000.

74. Cantley, L. C., and Neel, B. G. New insights into tumor suppression: PTEN sup-
presses tumor formation by restraining the phosphoinositide 3-kinase/AKT pathway.
Proc. Natl. Acad. Sci. USA, 96: 4240–4245, 1999.

75. Sun, H., Lesche, R., Li, D. M., Liliental, J., Zhang, H., Gao, J., Gavrilova, N.,
Mueller, B., Liu, X., and Wu, H. PTEN modulates cell cycle progression and cell
survival by regulating phosphatidylinositol 3,4,5,-trisphosphate and Akt/protein ki-
nase B signaling pathways. Proc. Natl. Acad. Sci. USA, 96: 6199–6204, 1999.

76. Li, D. M., and Sun, H. PTEN/MMAC1/TEP1 suppresses the tumorigenicity and
induces G1 cell cycle arrest in human glioblastoma cells. Proc. Natl. Acad. Sci. USA,
95: 15406–15411, 1998.

77. Di Cristofano, A., De Acetis, M., Koff, A., Cordon-Cardo, C., and Pandolfi, P. P. Pten
and p27KIP1 cooperate in prostate cancer tumor suppression in the mouse. Nat. Genet.,
27: 222–224, 2001.

78. Yakes, F. M., Carter, M. B., Bakin, A. V., and Arteaga, C. L. Oncogene-activated Akt
directly phosphorylates the cyclin-dependent kinase (Cdk) inhibitor p27kip1 and
mediates cell cycle progression. Proc. Am. Assoc. Cancer Res, 238, 2001.

79. Baselga, J., Norton, L., Albanell, J., Kim, Y. M., and Mendelsohn, J. Recombinant
humanized anti-HER2 antibody (Herceptin) enhances the antitumor activity of pacli-
taxel and doxorubicin against HER2/neu overexpressing human breast cancer xe-
nografts [published erratum appears in Cancer Res., 59: 2020, 1999]. Cancer Res., 58:
2825–2831, 1998.

80. Fry, M. J. Phosphoinositide 3-kinase signalling in breast cancer: how big a role might
it play? Breast Cancer Res., 3: 304–312, 2001.

81. Gershtein, E. S., Shatskaya, V. A., Ermilova, V. D., Kushlinsky, N. E., and
Krasil’nikov, M. A. Phospatidylinositol 3-kinase expression in human breast cancer.
Clin. Chim. Acta, 287: 59–67, 1999.

82. Perren, A., Weng, L. P., Boag, A. H., Ziebold, U., Thakore, K., Dahia, P. L.,
Komminoth, P., Lees, J. A., Mulligan, L. M., Mutter, G. L., and Eng, C. Immuno-
histochemical evidence of loss of PTEN expression in primary ductal adenocarcino-
mas of the breast. Am. J. Pathol., 155: 1253–1260, 1999.

83. Sun, M., Wang, G., Paciga, J. E., Feldman, R. I., Yuan, Z. Q., Ma, X. L., Shelley,
S. A., Jove, R., Tsichlis, P. N., Nicosia, S. V., and Cheng, J. Q. AKT1/PKBalpha
kinase is frequently elevated in human cancers and its constitutive activation is
required for oncogenic transformation in NIH3T3 cells. Am. J. Pathol., 159: 431–
437, 2001.

84. Nakatani, K., Thompson, D. A., Barthel, A., Sakaue, H., Liu, W., Weigel, R. J., and
Roth, R. A. Up-regulation of Akt3 in estrogen receptor-deficient breast cancers and
androgen-independent prostate cancer lines. J. Biol. Chem., 274: 21528–21532,
1999.

85. Biscardi, J. S., Ishizawar, R. C., Silva, C. M., and Parsons, S. J. Tyrosine kinase
signalling in breast cancer: epidermal growth factor receptor and c-Src interactions in
breast cancer. Breast Cancer Res., 2: 203–210, 2000.

86. Barker, K. T., Jackson, L. E., and Crompton, M. R. BRK tyrosine kinase expression
in a high proportion of human breast carcinomas. Oncogene, 15: 799–805, 1997.

4141

HERCEPTIN-MEDIATED INHIBITION OF PI3K AND Akt

D
ow

nloaded from
 http://aacrjournals.org/cancerres/article-pdf/62/14/4132/2495275/ch1402004132.pdf by guest on 24 August 2022


