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ABSTRACT 

Kahalalide F (KF) is a novel marine-derived antitumor agent that is currently undergoing 

phase II clinical trials. The mechanism of action of KF is not well understood. In line with 

previous reports, we show that KF caused rapid and potent cytotoxicity in the breast cancer 

cell lines SKBR3 and BT474, characterized by cytoplasmic swelling and DNA clumping. 

Several markers of caspase-dependent apoptosis, such as phosphatidyl-serine externalization, 

cytochrome C release, and caspase-3 and PARP cleavage were negative after KF exposure. 

Inhibitors of caspases or cathepsins failed to protect against KF-cytotoxicity. Altogether, 

these data indicate that KF-induced cell death is a necrosis-like process. The sensitivity to KF 

in a panel of human tumor cell lines derived from breast (SKBR3, BT474, MCF7), vulval 

(A431), non-small cell lung (H460, A549, SW1573, H292), and hepatic (Skhep1, HepG2, 

Hep3B) carcinoma, positively correlated with ErbB3 (HER3) protein levels. A KF-resistant 

subline of colon carcinoma cells, HT29/KF, expressed significantly reduced levels of all ErbB 

receptors, but short term KF exposure of sensitive cell lines such as SKBR3 selectively 

induced downregulation of ErbB3. Conversely, stable transfection of an ErbB3-expressing 

plasmid increased the KF sensitivity of H460 cells, the most resistant cell line in our panel. 

Finally, we found that KF efficiently inhibited the PI3K-Akt signaling pathway in sensitive 

cell lines and that ectopic expression of a constitutively active Akt mutant reduced KF 

cytotoxicity in this cell line. In summary, our results identify ErbB3 and the downstream 

PI3K-Akt pathway as important determinants of the cytotoxic activity of KF in vitro. 
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INTRODUCTION 

Kahalalide F (KF) is a novel antitumor agent that was originally isolated from the 

Hawaiian marine mollusk Elysia rufescens (Hamann and Scheuer, 1993; Hamann et al., 

1996). KF has high cytotoxic activity against cell lines and tumor specimens derived from 

various human solid tumors, including prostate, breast, NSCL, ovarian, and colon carcinomas 

(Faircloth et al., 2000; Faircloth et al., 2001; Jimeno et al., 1996; Medina et al., 2001; Shao et 

al., 2001). Moreover, KF has shown antitumor activity against human prostate cancer 

xenografts in mouse models (Faircloth et al., 2000). In contrast, non-tumoral cell lines were 

5-40 times less sensitive to KF (Suarez et al., 2003) and bone marrow progenitors were not 

affected when treated with supra-pharmacological concentrations of KF (Gomez et al., 2003). 

In a phase I clinical trial in solid tumors antitumor activity has been noted in patients 

harboring hepatoma, melanoma, and breast and pancreatic carcinoma (Ciruelos et al., 2002). 

Currently, the activity of KF is being investigated in phase II clinical trials in patients with 

melanoma, hepatic carcinoma, an NSCLC (Jimeno et al., 2004). 

The molecular mechanism of action of KF is largely unknown. Lysosomes appear to be 

an intracellular target of KF, as human cervical tumor cells and monkey fibroblasts treated 

with KF formed large vacuoles and became dramatically swollen due to changes in lysosomal 

membranes (Garcia-Rocha et al., 1996). Consistently, a recent report demonstrated the loss of 

lysosomal integrity and the induction of severe cytoplasmic swelling and vacuolization in 

breast and prostate cancer cells (Suarez et al., 2003). In the latter study, confocal laser and 

electron microscopy revealed that KF also induces damage of mitochondria, endoplasmatic 

reticulum, and the plasma membrane. In contrast, the nuclear membrane was preserved and 

no DNA damage was detected, although the cell nucleus showed irregular clumping of 

chromatin. Ectopic overexpression of the multidrug resistance protein MDR1, inhibition of 

protein synthesis, or inhibition of caspase-dependent apoptosis did not significantly protect 

against KF cytotoxicity (Suarez et al., 2003). 
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Inhibition of ErbB signaling has been suggested to be part of the mechanism of KF action 

(Wosikowski et al., 1997; Faircloth et al., 2001), although ectopic overexpression of ErbB2 

did not protect against KF-induced cell death (Suarez et al., 2003). Here we show that KF-

induced cytotoxicity does not involve caspase-mediated apoptosis, but is a necrosis-like cell 

death process. KF-induced cell death was also independent from the activity of the lysosomal 

proteases cathepsin B and D. The sensitivity to KF in a panel of cell lines derived from 

several tumors types, including breast, vulval, NSCL, and hepatic carcinoma, significantly 

correlated with protein expression levels of the ErbB3 receptor. We show that KF exposure 

induced downregulation of ErbB3, while ectopic expression of ErbB3 increased the KF 

sensitivity of a resistant cell line. Finally, we found that KF efficiently inhibited the PI3K-Akt 

signaling pathway in sensitive cell lines, and that ectopic expression of a constitutively active 

Akt mutant reduced KF cytotoxicity. Altogether, our data identify ErbB3 and Akt as major 

determinants of the cytotoxic activity of KF in vitro. 
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MATERIALS AND METHODS 

Chemicals. 

KF (1-Oxa-4,7,10,13,16-pentaazacyclononadecane, cyclic peptide derivative) is 

manufactured by Pharmamar (Madrid, Spain) and was provided as a pure substance and 

diluted in dimethyl sulfoxide (DMSO): ethanol (1:1; v/v). Stock solutions of zVAD-fmk 

(Enzyme Systems Products, Livermore, CA), calpeptin (Calbiochem, Darmstadt, Germany), 

CA-074 Me (Peptides International, Osaka, Japan), zFA-fmk (Enzyme Systems Products), 

pepstatin A (Sigma Chemicals, St. Louis, MO), and LY294002 (Cell Signaling Technology) 

were made in DMSO. 

 

Cell culture and KF selection. 

SKBR3, BT474, MCF7 (breast carcinoma), A431 (vulval carcinoma), NCI-H460 (H460), 

A549, SW1573, NCI-H292 (H292) (NSCLC), SKhep1, HepG2, Hep3B (hepatic carcinoma), 

and HT29 (colon carcinoma) cell lines were grown at 37° C and 5% CO2 in Dulbecco's 

modified Eagle's medium or RPMI-1640 (BioWhittaker) supplemented with 10% (v/v) fetal 

calf serum (Life Technologies, Breda, The Netherlands), 100 units/ml penicillin and 100 

µg/ml streptomycin (Gibco BRL). Cells from exponentially growing cultures were used in all 

experiments. The KF-resistant HT29 cell line (HT29/KF) (supplied by Dr. Lola Garcia 

Grávalos, Pharmamar, Madrid, Spain) was obtained by treating parental HT29 cells with 

increasing concentrations of KF, from 0.15 µM KF to 1.3 µM KF, in which the cells grew 

well after 20 weeks of selection. 

 

Flow cytometry. 

Cells were plated at 40-60% confluency in 6- or 12-well plates. The following day, the 

medium was replaced with medium containing the drug(s), as indicated. Cells were treated for 

various times with 1 µM KF, unless otherwise indicated. Protease inhibitors were diluted in 

medium at final concentrations of 50 µM (zVAD-fmk), 100 µM (calpeptin, CA-074 Me, 
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pepstatin A) or 200 µM (zFA-fmk), and added to the cells 1 hr prior to addition of KF. Cell 

cycle analysis and apoptosis measurement were performed as previously described (Janmaat 

et al., 2003). Briefly, the cell cycle distribution was determined by propidium iodide (PI) 

staining of cells, which were resuspended in Nicoletti buffer (Nicoletti et al., 1991) and 

analyzed by flow cytometry. The extent of cell death was determined by the analysis of 

hypodiploid DNA using PI-staining, or by annexin V-FITC and 7-amino-actinomycin D (7-

AAD) double staining according to the manufacturer’s protocol (Nexins Research, 

Kattendijk, The Netherlands). All analyses were performed on a FACScalibur instrument 

using the CellQuest software package (Becton Dickinson, Mount View, CA).  

 

Western Blotting. 

Whole cell lysates were denatured in sample buffer containing SDS and equal amounts of 

total protein were separated on 8-15 % SDS-poly-acrylamide gels and transferred to 

nitrocellulose membranes. After blocking with 5 % nonfat dry milk, the membranes were 

incubated O/N at 4° C with the first antibodies as indicated. The next day, the membranes 

were incubated with the appropriate horseradish peroxidase-conjugated secondary antibodies, 

and detection was performed using enhanced chemiluminescence reagent (Amersham). The 

antibodies used are: anti-caspase-3, anti-phospho-EGFR (Tyr1068), anti-Erk, anti-phospho-

Erk, anti-Akt, anti-phospho-Akt (Ser473), anti-phospho-MDM2, anti-phospho-GSK-3β (all 

from Cell Signaling Technology), anti-PARP (Roche), anti-EGFR (Ab-12, Neomarkers), anti-

c-ErbB2 (C18, Santa Cruz), anti-phospho-c-ErbB2 (Tyr1248; Neomarkers), anti-c-ErbB3 

(Ab-2, Neomarkers), anti-c-ErbB-4 (Ab-2, Neomarkers). Protein expression levels were 

quantified using Biorad software and normalized with β-actin expression levels. 

 

MTT assays 

5 x 103 cells were plated into flat bottom 96-well plates (Costar, Corning, NY). After 24 

h, various concentrations of KF were added and the cells were incubated for an additional 72 
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h.  Subsequently, 10% (v/v) of a solution of 5 mg/ml 3-(4,5)-dimethylthiazol-2-yl)-2,5-

diphenyltetrazolium bromide (MTT; Sigma) was added to each well and incubated for 3 h at 

37o C. Plates were centrifuged for 5 min at 1200 rpm and the medium was carefully discarded. 

The formed formazan crystals were dissolved in 100 µl DMSO and absorbance was 

determined at 540 nm using a Spectra Fluorimeter (Tecan, Salzburg, Austria). Absorbance 

values were expressed as the percentage of the untreated controls to calculate the 

concentration of KF resulting in 50% growth inhibition (IC50). 

 

Immunocytochemistry, fluorescence microscopy analysis and quantification of subcellular 

distribution 

Cells growing onto glass coverslips were fixed with 3.7% formaldehyde in PBS for 

30 min, washed with PBS, permeabilized with 0.2% Triton in PBS for 10 min, and washed 

with PBS again. Following a blocking step with 3% bovine serum albumin in PBS for 1 h, 

primary antibodies against p27kip1 (BD Biosciences) or cytochrome c were diluted in blocking 

solution and applied for 1 h. After washing with PBS, cells were incubated with fluorescein 

isothiocyanate (FITC)- (Sigma) or Alexafluor Red- (Molecular Probes, Eugene, OR) 

conjugated secondary antibodies for 1 h. Finally, the coverslips were rinsed three times with 

PBS and mounted onto microscope slides with Vectashield (Vector). The chromosome dye 

Hoechst 33285 (Sigma) was used to counterstain the nuclei. The immunostaining procedure 

was carried out at room temperature. Fluorescence microscopy analysis was carried out using 

an inverted Leica DMIRB/E fluorescence microscope (Leica Heidelberg, Heidelberg, 

Germany). Images were collected using the Q500MC Quantimet software V01.01 (Leica 

Cambridge, Cambridge, U.K.). To quantify the subcellular distribution of p27kip1, the 

localization of the protein was determined in at least 200 cells per treatment. 

 

Transfections. 

The mammalian expression vectors pBABE-ErbB3 (Holbro et al., 2003) and pSG5-

gagPKB (Burgering and Coffer, 1995) were generously provided by Dr. N. Hynes (Friedrich 
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Miescher Institute, Basel, Switzerland) and Dr. P. Coffer (University Medical Center, Utrecht, 

The Netherlands), respectively. Cells were seeded in 6- or 12-well trays, and transfected with 

0.5-2 µg of plasmid DNA using the FuGene6 transfection reagent (Roche Molecular 

Biochemicals), according to the manufacturer’s protocol. For transient transfection 

experiments, cells were transfected with the YFP-expression plasmid pEYFP-C1 (Clontech, 

Palo Alto, CA, U.S.A.) alone or together with the pSG5-gagPKB vector. Using YFP 

expression as a marker of transfection, we determined the percentage of transfected cells that 

detached after treatment with KF. Expression of gag-PKB was confirmed by Western blotting 

in a parallel sample. Finally, to make stable ErbB3 expressing cells, H460 cells were 

transfected with 5-10 µg pBABE-ErbB3 cDNA or empty vector control vectors, using 

Superfect reagent (Gibco BRL) according to the manufacturer’s protocol. Transfected cells 

were selected in puromycin-containing medium and the pooled population was used. 

 

Statistics. 

Correlation coefficients (r) and accompanying P-values were calculated using SPSS 

software. Quantitative experiments were analyzed by the Student’s t-test and p-values 

resulted from the use of two-sided tests and were considered significant when ≤ 0.05. 
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RESULTS 

KF-induced cytotoxicity is mediated through a necrosis-like cell death process. 

To investigate if KF induces the activation of caspase-dependent apoptosis, we examined 

several apoptotic markers after treatment with KF. First, cell cycle analysis revealed that KF 

induces a hypodiploid cell population in SKBR3 and BT474 cells, starting after 16 to 24 h 

exposure to KF and increasing to almost 100% after 72 h (Fig. 1A). Flow cytometric analysis 

after 7-AAD/Annexin-V double staining demonstrated that KF caused a rapid disruption of 

the cell membrane, as visualized by the increase of 7-AAD staining (Fig. 1B). However, 

Annexin-V staining remained negative after treatment (Fig. 1B), indicating that KF does not 

induce the externalization of phosphatidyl-serine (PS), which is characteristic of apoptotic 

cell death. KF-treatment resulted in DNA clumping, but cytochrome C remained within 

mitochondria even in cells clearly affected by KF-treatment (Fig. 1C, indicated by the arrow). 

The sensitivity to KF of A549 cells overexpressing the anti-apoptotic protein Bcl-2 was 

similar to that of non-transfected cells (data not shown), further indicating that apoptosis was 

not involved in the action of KF. Neither caspase-3 nor PARP were cleaved after up to 24 h 

exposure to KF (Fig. 1D; upper panel), and co-treatment with the broad caspase inhibitor 

zVAD-fmk did not prevent the hypodiploid cell population induced by KF (Fig. 1E). PARP 

was degraded after 16 h exposure to KF, but the 89 kD caspase-dependent cleavage product 

that appeared in control cells treated with cisplatin, was not observed (Fig. 1D; middle panel). 

This suggests that other proteases were involved in KF-induced degradation of PARP. 

Previous reports that KF induces the loss of lysosomal integrity (Garcia-Rocha et al., 

1996; Suarez et al., 2003) and that PARP can be degraded by lysosomal cathepsins during 

necrosis (Gobeil et al., 2001) raised the possibility that the observed KF-induced PARP 

degradation could be mediated by these proteases, and that cathepsins might be involved in 

the action of KF. To investigate this possiblity, cells were co-treated with zFA-fmk or CA-

074-ME, which are specific inhibitors of cathepsin B, or with the cathepsin D inhibitor 

pepstatin A. As shown in Figure 1E, inhibition of cathepsin B or D failed to protect from the 
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KF-induced sub-G1 population, demonstrating that the activity of cathepsin B or D is not 

required for KF-mediated cytotoxicity. Taken together, these data demonstrate that KF does 

not activate caspase-dependent apoptosis, but causes cell death that resembles necrosis. 

 

ErbB3 expression levels correlate with KF sensitivity. 

Using normal human skin fibroblasts, we confirmed previous reports (Gomez et al., 2003; 

Suarez et al., 2003) that non-tumoral cells have 5- to 40-times higher IC50 values for KF 

compared to sensitive tumor cells (data not shown). Malignant cells commonly possess over-

activated signal transduction cascades that provide potential selective targets of antitumor 

drugs (Blume-Jensen and Hunter, 2001). Since KF inhibits the EGFR and ErbB2 receptors 

and downregulates TGFα gene expression (Faircloth et al., 2001; Wosikowski et al., 1997), 

and high expression of the ErbB family of receptor tyrosine kinases is prevalent in tumor cells 

(Salomon et al., 1995), we investigated if protein expression levels of ErbB receptors (ErbB1-

4) correlate with the sensitivity to KF in a panel of tumor cell lines with variable expression 

of each receptor. The IC50 concentrations for KF, as measured in MTT assays, ranged from 

0.1 µM to 7 µM within the panel of cell lines (Fig. 2A). The sensitivity of the cell lines to KF 

did not correlate with their EGFR (ErbB1), ErbB2, or ErbB4 protein expression levels (Fig. 

2B). However, ErbB3 levels showed a significant inverse correlation (r= -0.61, P= 0.0428) 

with IC50 concentrations of KF (Fig. 2B).  

 

KF induces downregulation of ErbB3 protein. 

Western blot analysis was carried out to investigate potential differences in the expression 

levels of ErbB receptors in the KF-sensitive HT29 colon carcinoma cell line compared to a 

KF-resistant sub-line (HT29/KF) generated by long term exposure to increasing 

concentrations of the drug, and is was capable of growing in the presence of 1.3 µM KF (see 

Materials and Methods). The expression of all four ErbB receptors was downregulated in the 

KF-resistant sub-line compared to the parental cell line (Fig. 3A). In contrast to the general 

down-regulation of ErbB family members observed after long-term exposure to KF, a 4 h 
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treatment with KF resulted in the selective downregulation of ErbB3 in sensitive, high ErbB3-

expressing SKBR3 cells (Fig. 3B). 

 

Ectopic ErbB3 expression increases the sensitivity of H460 cells to KF. 

To investigate if ectopic ErbB3 expression affects the sensitivity of low ErbB3 expressing 

cells to KF treatment, H460 cells were transiently co-transfected with cDNA, encoding ErbB3 

(Holbro et al., 2003) and YFP as a marker of transfection. In comparison to control cells co-

transfected with an empty vector and YFP, an increased percentage of YFP-positive, detached 

cells was noted in ErbB3 co-transfected cells upon KF treatment (data not shown). Next, 

H460 cells were stably transfected with an ErbB3-encoding cDNA. These cells showed 

increases of bands of about 125 and 30 kD, detected with an ErbB3-specific antibody, while 

no induction of full length ErbB3 was observed (Fig. 4A, the different isoforms are indicated 

by arrows). Treatment of the H460-pBABE-ErbB3 cells with 2 µM KF resulted in decreased 

expression of the ErbB3-related 125 and 30 kD proteins (Fig 4A), similar to previously 

demonstrated KF-mediated depletion of full length ErbB3. In line with the results in transient 

transfected cells, a higher fraction of the H460-pBABE-ErbB3 cell line exhibited 

morphological signs of KF-induced cell death compared to control cells transfected with an 

empty vector (Fig 4B). Moreover, H460-pBABE-ErbB3 cells showed a modest but significant 

(p=0.026) reduction of the IC50 concentration of KF compared to empty vector-transfected 

cells (Fig 4C). Altogether, the results suggest that ectopic ErbB3 expression sensitizes these 

cells for KF treatment.  

 

KF depletes ErbB3 and inhibits Akt in KF-sensitive cells. 

When a panel of other tumor cell lines was analyzed, we observed that KF induced 

ErbB3-downregulation specifically in sensitive cell lines (fig. 5A). All ErbB receptors couple 

to two major signaling cascades, the MAPK pathway involving Ras/Erk, and the PI3K/Akt 

cascade (Yarden and Sliwkowski, 2001), but ErbB3 is the most efficient activator of PI3K 

(Prigent and Gullick, 1994). Both kinase pathways are involved in the regulation of cell 
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proliferation and survival, and are often overactivated in tumor cells (Blume-Jensen and 

Hunter, 2001). Phosphorylated or total levels of Erk were not affected by exposure of the 

sensitive SKBR3 cells to KF up to 24 h (Fig. 5B). In contrast, phosphorylated but not total 

Akt levels decreased within only 30 min after addition of KF to SKBR3 cells with the 

maximal effect reached after 2 h, which was sustained up to at least 24 h (Fig. 5B). When the 

complete panel of cell lines was analyzed, we found a decrease of Akt phosphorylation only 

in those cell lines in which KF provoked downregulation of ErbB3 (Fig. 5A), suggesting that 

KF-mediated Akt inhibition was due to ErbB3 depletion. In contrast, like ErbB3 expression, 

Akt phosphorylation remained largely unaffected in the KF-resistant cell lines, including the 

acquired resistant subline HT29/KF (Fig. 5A). Interestingly, the basal levels of 

phosphorylated Akt were increased in the HT29/KF cell line compared to its parental cell line 

(Fig. 5A).  

In a titration experiment in SKBR3 cells, the decrease of phosphorylated Akt started at 

concentrations of 0.25 µM, having the largest effect at 1 µM (Fig. 5C). Consistent with 

inhibition of Akt activity, the phosphorylation of the Akt substrates MDM2 as well as GSK-

3β decreased in cells exposed to KF (Fig. 5C). As an additional marker for Akt activity, the 

nuclear/cytoplasmic localization of p27kip1 was evaluated by immunofluorescence. Nuclear 

p27kip1 inhibits cyclin/CDK complexes resulting in an arrest of cells in the G1 phase of the 

cell cycle (Toyoshima and Hunter, 1994; Polyak et al., 1994). Phosphorylation of p27kip1 by 

Akt results in the confinement of p27kip1 in the cytoplasm, thus stimulating cell cycle 

progression (Viglietto et al., 2002; Liang et al., 2002; Shin et al., 2002). Treatment with KF 

induced redistribution of p27kip1 from the cytosol to the nucleus to a similar extent as the 

selective PI3K inhibitor LY294002, included as a control, further demonstrating that Akt 

activity was inhibited (Fig. 5D).  

Cells treated with KF exhibited extensive cytoplasmic swelling cells and rapidly detached 

from the bottom of the tissue culture tray. After treatment with KF for 1 h, detached cells 

were separately harvested from attached cells. Downregulation of ErbB3 and inhibition of 
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Akt was only observed in detached cells (Fig. 5E), indicating that these events coincide with 

KF-induced cytotoxicity. 

 

Constitutive activation of Akt protects SKBR3 cells from KF-induced cytotoxicity. 

KF-mediated Akt dephosphorylation requires the activity of protein phosphatases PP2A 

and/or PP1, as pre-treatment with the phosphatase inhibitor okadaic acid (OA) prevented KF-

induced Akt dephosphorylation (data not shown). However, OA failed to protect against KF-

induced cytotoxicity (data not shown), probably due to additional toxic effects of PP1 and 

PP2A inhibition. Hence, as another approach to prevent KF-induced inactivation of Akt, cells 

were transfected with a plasmid encoding for gag-PKB, a constitutively active mutant of Akt 

(Burgering and Coffer, 1995).  A smaller number of cells that were transiently co-transfected 

with gag-PKB and YFP exhibited morphological signs of KF-induced cell death compared to 

cells transfected with YFP alone (Fig. 6A). As shown in Fig. 6B, co-transfection with gag-

PKB significantly reduced the percentage of YFP-positive detached cells upon KF treatment, 

indicating that constitutively active Akt protects against KF-cytotoxicity. 
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DISCUSSION 

In the study presented here, we have investigated the molecular mechanism of action of 

the novel marine ant-cancer compound KF, which is currently being investigated in phase II 

clinical trials. In line with other studies (Garcia-Rocha et al., 1996; Suarez et al., 2003), we 

observed rapid and potent cytotoxic activity against ErbB2-overexpressing breast cancer cell 

lines, which was associated with the induction of a hypodiploid cell population, dramatic 

cytoplasmic swelling, and permeabilization of the plasma and lysosomal membranes. The cell 

death induced by KF cannot be classified as apoptosis, as several apoptotic markers were 

negative after KF exposure, and molecular and chemical inhibitors of caspase-dependent cell 

death failed to protect against KF. In addition to caspase-mediated apoptosis, cells can 

activate alternative types of programmed cell death mediated by other proteases, such as 

calpains and cathepsins (Leist and Jaättela, 2001). However, specific inhibitors of the 

lysosomal proteases cathepsin B or D (Fig. 1E) or of the protease calpain (data not shown) 

also failed to protect against KF-induced cytotoxicity. In line with a previous study in prostate 

and breast cancer cells (Suarez et al., 2003), our data indicate that KF induces a necrosis-like 

cell death process. 

We provide several lines of evidence that point to ErbB3 as a major determinant of KF 

action. First, the inverse correlation between ErbB3 expression and KF IC50 values within the 

panel of human tumor cell lines suggests ErbB3 as a marker for KF-sensitivity. Second, 

exposure to KF results in downregulation of ErbB3 protein expression, which was observed 

in cells exposed for a short time (4 h) to KF as well as in KF-resistant cells that were selected 

over a longer period of time in KF-containing medium. Third, KF treatment induced 

downregulation of ErbB3 primarily in the detached, dying cell fraction, but not in the attached 

cell fraction. Finally, H460 cells ectopically expressing ErbB3 were more sensitive for KF 

treatment than cells transfected with an empty vector. Together, this indicates that 

downregulation of ErbB3 in cells that depend on ErbB3 for their survival contributes to the 

cytotoxicity of KF. 
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Interestingly, H460 cells transfected with full length ErbB3 cDNA expressed a smaller, 

125 kD protein. Others have demonstrated that ErbB3 exists in several isoforms of different 

sizes, including the truncated extracellular domain of about 30 kD in size, which is located as 

a 58 kD disulphide-linked dimer in vesicles in the cytoplasm (Srinivasan et al., 2001; Lee and 

Maihle, 1998). However, the 125 kD protein that we also observed has not been described. 

Under-glycosylation or proteolytic cleavage of the full-length protein may potentially account 

for the reduced ErbB3 protein size in H460 cells. In turn, low expression levels of full-length, 

functional ErbB3 is one of the factors that may account for the limited effect of ErbB3 

transfection. Several other factors, however, might contribute to the relatively small 

differences between the IC50 values of ErbB3- and empty vector-transfected H460 cells. On 

one hand, since ErbB3 lacks intrinsic kinase activity, functional ErbB3 also requires the 

expression of other ErbB receptors, which is poor in H460 cells (see Figure 2). On the other 

hand, the use of pooled transfectants may have masked larger cytotoxic effects induced by 

KF, as a subpopulation of the cells may express only small amounts of ErbB3. 

KF-mediated depletion of ErbB3 was accompanied by a rapid decrease in Akt 

phosphorylation and inhibition of downstream signaling, an effect that was only observed in 

sensitive, ErbB3-expressing cells. This finding, together with our observation that blockage 

ofthe PI3K/Akt pathway with the PI3K inhibitor LY294002 did not affect ErbB3 expression 

(data not shown), suggests that inhibition of Akt signaling reflects KF-mediated ErbB3 

depletion. This is also consistent with the notion that functional ErbB3 is required for Akt 

activity in cells that depend on ErbB2 and ErbB3 for their growth and survival, such as 

SKBR3 cells (Holbro et al., 2003).  

Our data indicate that KF-mediated inhibition of the ErbB3-Akt pathway contributes to 

KF cytotoxicity, as cells transfected with a constitutively active mutant of Akt were largely 

protected against KF-cytotoxicity. Moreover, the KF-resistant cell line HT29/KF showed 

increased basal Akt phosphorylation compared to its parental, KF-sensitive cell line HT29, 

which was not decreased after KF exposure. However, no KF-mediated inhibition of Akt 

phosphorylation was observed in ErbB3-transfected H460 cells (data not shown). Akt activity 

This article has not been copyedited and formatted. The final version may differ from this version.
Molecular Pharmacology Fast Forward. Published on May 20, 2005 as DOI: 10.1124/mol.105.011361

 at A
SPE

T
 Journals on A

pril 19, 2024
m

olpharm
.aspetjournals.org

D
ow

nloaded from
 

http://molpharm.aspetjournals.org/


MOL 11361 

 17

is partially uncoupled from growth factor receptor activity in H460 cells (Janmaat et al, 

2003), providing a possible explanation for the observation that ErbB3 depletion does not 

affect Akt activity in these cells. Akt is a major downstream target of receptor tyrosine 

kinases that signal via PI3K (Burgering and Coffer, 1995), and possesses pro-survival and 

anti-apoptotic activities (Franke et al., 2003). Although the role of Akt in apoptosis 

suppression is well established (Franke et al., 2003), little is known about the involvement of 

Akt in necrosis-like cell death. Akt inactivation has been observed in multiple types of 

caspase-independent cell death induced by agents such as N-methyl-D-aspartate, nitric oxide, 

hydrogen peroxidase, and ansamycin antibiotics (Luo et al., 2003; Basso et al., 2002). Similar 

to our results with KF, the introduction of a constitutively active mutant of Akt suppressed N-

methyl-D-aspartate toxicity (Luo et al., 2003). However, the exact underlying mechanism 

remains to be investigated. 

The demonstration that ErbB3 expression levels correlated with KF sensitivity may 

explain the reported preferential effect of KF on tumor versus normal cells (Gomez et al., 

2003; Suarez et al., 2003), as ErbB3 is commonly overexpressed in tumors (Salomon et al., 

1995). However, the NSCLC cell line A549, with low ErbB3 levels, was highly sensitive for 

KF, suggesting that ErbB3 expression levels alone are not predictive of KF sensitivity in all 

cases. Although A549 cells show low ErbB3 expression, their survival is dependent on ErbB3 

expression, as selective ErbB3 depletion using RNA interference has been shown to induce 

cell death in this cell line (Sithanandam et al., 2004).  

In contrast to an earlier observation of KF-mediated inhibition of EGFR and ErbB2 

(Faircloth et al., 2001; Wosikowski et al., 1997), we did not detect any significant, direct 

effect of KF treatment on EGFR or ErbB2 expression (Figure 3) or phosphorylation in A431 

or SKBR3 cells, respectively (data not shown). However, the observation that besides ErbB3 

other ErbB receptors were also downregulated to some extent during the selection process of 

the KF-resistant HT29 subline, might reflect an indirect effect of KF on the expression of 

other ErbB receptors, and suggests a potential role of multiple members of the ErbB family in 

KF-sensitivity.  

This article has not been copyedited and formatted. The final version may differ from this version.
Molecular Pharmacology Fast Forward. Published on May 20, 2005 as DOI: 10.1124/mol.105.011361

 at A
SPE

T
 Journals on A

pril 19, 2024
m

olpharm
.aspetjournals.org

D
ow

nloaded from
 

http://molpharm.aspetjournals.org/


MOL 11361 

 18

The mechanism by which ErbB3 is downregulated by KF remains to be clarified. KF-

induced downregulation of ErbB3 is not due to inhibited synthesis of the receptor, as 

treatment of SKBR3 cells with the protein synthesis inhibitor cyclohexamide (50 µM) for 4h 

did not affect ErbB3 expression levels, while expression of p27kip1 was downregulated in 

these cells (data not shown). These data thus indicate that ErbB3 downregulation is due to 

degradation rather than inhibition of protein synthesis. ErbB3 protein can be ubiquitinated by 

the ubiquitin ligase Nrpd1 and subsequently degraded by proteasomes (Diamonti et al., 2002; 

Qiu and Goldberg, 2002). However, KF-induced ErbB3-degradation was not proteasome-

mediated, as co-treatment of cells with the proteasome inhibitors MG-132 or PS-341 failed to 

protect from KF-induced ErbB3 depletion (data not shown). Alternatively, KF might mediate 

the internalization of ErbB3 and subsequently target it for degradation, similar to EGF-

mediated internalization of the EGFR (French et al., 1995). However, it remains to be 

elucidated if and how KF binds ErbB3.  

The data presented here may have important clinical relevance. We demonstrate that KF 

is active in vitro against cells derived from various tumor types, including breast, colon, 

NSCLC, and hepatic carcinomas at clinically relevant concentrations. Moreover, our finding 

that ErbB3 expression levels correlate with sensitivity of cell lines to KF suggests ErbB3 as a 

marker for KF sensitivity. Furthermore, downregulation of ErbB3 expression or inhibition of 

Akt or downstream events, such as the cellular localization of p27kip1, could serve as surrogate 

markers for KF activity. Although these preclinical findings require confirmation in the clinic, 

our data further suggest that mutations leading to constitutive activation of the PI3K/Akt 

pathway, such as depletion of PTEN (Stambolic et al., 1998) or PIK3CA mutations (Samuels 

et al., 2004) that have been identified in several tumor types, may contribute to mechanisms 

of resistance to KF. 

 

This article has not been copyedited and formatted. The final version may differ from this version.
Molecular Pharmacology Fast Forward. Published on May 20, 2005 as DOI: 10.1124/mol.105.011361

 at A
SPE

T
 Journals on A

pril 19, 2024
m

olpharm
.aspetjournals.org

D
ow

nloaded from
 

http://molpharm.aspetjournals.org/


MOL 11361 

 19

References 

 

Basso AD, Solit D B, Munster P N and Rosen N (2002) Ansamycin Antibiotics Inhibit Akt 

Activation and Cyclin D Expression in Breast Cancer Cells That Overexpress HER2. 

Oncogene 21: 1159-1166. 

Blume-Jensen P and Hunter T (2001) Oncogenic Kinase Signalling. Nature 411: 355-365. 

Burgering BM and Coffer P J (1995) Protein Kinase B (c-Akt) in Phosphatidylinositol-3-

OH Kinase Signal Transduction. Nature 376: 599-602. 

Ciruelos C, Trigo T, Pardo J, Paz-Ares L, Estaun N, Cuadra C, Domínguez M, Marín A, 

Jimeno J M and Izquierdo M (2002) A Phase I Clinical and Pharmokinetic (PK) Study 

With Kahalalide F (KF) in Patients (Pts) With Advanced Solid Tumors (AST) With a 

Continuous Weekly (W) 1-Hour Iv Infusion Schedule. Eur J Cancer 38 (Suppl. 7): 

S33. 

Diamonti AJ, Guy P M, Ivanof C, Wong K, Sweeney C and Carraway K L, III (2002) An 

RBCC Protein Implicated in Maintenance of Steady-State Neuregulin Receptor Levels. 

Proc Natl Acad Sci U S A 99: 2866-2871. 

Faircloth GT, Grant W, Smith B, Supko J, Brown A, Geldof A and Jimeno J M (2000) 

Preclinical Development of Kahalalide F, a New Marine Compound Selected for 

Clinical Studies. Proc Am Assoc Cancer Res 41: 600. 

Faircloth GT, Smith B, Grant W, Jimeno J M, García-Grávalos L, Scotto K and Shtil A 

(2001) Selective Antitumor Activity of Kahalalide F, a Marine-Derived Cyclic 

Depsipeptide. Proc Am Assoc Cancer Res 42: 213. 

Franke TF, Hornik C P, Segev L, Shostak G A and Sugimoto C (2003) PI3K/Akt and 

Apoptosis: Size Matters. Oncogene 22: 8983-8998. 

This article has not been copyedited and formatted. The final version may differ from this version.
Molecular Pharmacology Fast Forward. Published on May 20, 2005 as DOI: 10.1124/mol.105.011361

 at A
SPE

T
 Journals on A

pril 19, 2024
m

olpharm
.aspetjournals.org

D
ow

nloaded from
 

http://molpharm.aspetjournals.org/


MOL 11361 

 20

French AR, Tadaki D K, Niyogi S K and Lauffenburger D A (1995) Intracellular 

Trafficking of Epidermal Growth Factor Family Ligands Is Directly Influenced by the 

PH Sensitivity of the Receptor/Ligand Interaction. J Biol Chem 270: 4334-4340. 

Garcia-Rocha M, Bonay P and Avila J (1996) The Antitumoral Compound Kahalalide F 

Acts on Cell Lysosomes. Cancer Lett 99: 43-50. 

Gobeil S, Boucher C C, Nadeau D and Poirier G G (2001) Characterization of the Necrotic 

Cleavage of Poly(ADP-Ribose) Polymerase (PARP-1): Implication of Lysosomal 

Proteases. Cell Death Differ 8: 588-594. 

Gomez SG, Bueren J A, Faircloth G T, Jimeno J and Albella B (2003) In Vitro Toxicity of 

Three New Antitumoral Drugs (Trabectedin, Aplidin, and Kahalalide F) on 

Hematopoietic Progenitors and Stem Cells. Exp Hematol 31: 1104-1111. 

Hamann MT, Otto C S, Scheuer P J and Dunbar D C (1996) Kahalalides: Bioactive 

Peptides From a Marine Mollusk Elysia Rufescens and Its Algal Diet Bryopsis Sp.(1). J 

Org Chem 61: 6594-6600. 

Hamann MT and Scheuer P J (1993) Kahalalide F: a Bioactive Depsipeptide From the 

Sacoglossan Mollusk Elysia Rufescens and the Green Alga Bryopsis Sp. J Am Chem 

Soc 115: 5825-5826. 

Holbro T, Beerli R R, Maurer F, Koziczak M, Barbas C F, III and Hynes N E (2003) The 

ErbB2/ErbB3 Heterodimer Functions As an Oncogenic Unit: ErbB2 Requires ErbB3 to 

Drive Breast Tumor Cell Proliferation. Proc Natl Acad Sci U S A 100: 8933-8938. 

Janmaat ML, Kruyt F A, Rodriguez J A and Giaccone G (2003) Response to Epidermal 

Growth Factor Receptor Inhibitors in Non-Small Cell Lung Cancer Cells: Limited 

Antiproliferative Effects and Absence of Apoptosis Associated With Persistent Activity 

This article has not been copyedited and formatted. The final version may differ from this version.
Molecular Pharmacology Fast Forward. Published on May 20, 2005 as DOI: 10.1124/mol.105.011361

 at A
SPE

T
 Journals on A

pril 19, 2024
m

olpharm
.aspetjournals.org

D
ow

nloaded from
 

http://molpharm.aspetjournals.org/


MOL 11361 

 21

of Extracellular Signal-Regulated Kinase or Akt Kinase Pathways. Clin Cancer Res 9: 

2316-2326. 

Jimeno J, Lopez-Martin J A, Ruiz-Casado A, Izquierdo M A, Scheuer P J and Rinehart K 

(2004) Progress in the Clinical Development of New Marine-Derived Anticancer 

Compounds. Anticancer Drugs 15: 321-329. 

Jimeno JM, Faircloth G T, Cameron L, Meely K, Vega E, Gómez A, Fernández Sousa-

Faro J M and Rinehart K (1996) Progress in the Acquisition of New Marine-Derived 

Anticancer Compounds: Development of Ecteinascidin-743 (ET-743). Drugs Future 

21: 1155-1165. 

Lee H and Maihle N J (1998) Isolation and Characterization of Four Alternate C-ErbB3 

Transcripts Expressed in Ovarian Carcinoma-Derived Cell Lines and Normal Human 

Tissues. Oncogene 16: 3243-3252. 

Leist M and Jaättela M (2001) Four Deaths and a Funeral: From Caspases to Alternative 

Mechanisms. Nat Rev Mol Cell Biol 2: 589-598. 

Liang J, Zubovitz J, Petrocelli T, Kotchetkov R, Connor M K, Han K, Lee J H, Ciarallo S, 

Catzavelos C, Beniston R, Franssen E and Slingerland J M (2002) PKB/Akt 

Phosphorylates P27, Impairs Nuclear Import of P27 and Opposes P27-Mediated G1 

Arrest. Nat Med 8: 1153-1160. 

Luo HR, Hattori H, Hossain M A, Hester L, Huang Y, Lee-Kwon W, Donowitz M, Nagata 

E and Snyder S H (2003) Akt As a Mediator of Cell Death. Proc Natl Acad Sci U S A 

100: 11712-11717. 

Medina LA, Gómez L, Cerna C, Faircloth G T, Yochmowitz M and Weitman S (2001) 

Investigation of the Effects of Kahalalide F (PM92102) Against Tumor Specimens 

Taken Directly From Patients. Proc Am Assoc Cancer Res 42: 213. 

This article has not been copyedited and formatted. The final version may differ from this version.
Molecular Pharmacology Fast Forward. Published on May 20, 2005 as DOI: 10.1124/mol.105.011361

 at A
SPE

T
 Journals on A

pril 19, 2024
m

olpharm
.aspetjournals.org

D
ow

nloaded from
 

http://molpharm.aspetjournals.org/


MOL 11361 

 22

Nicoletti I, Migliorati G, Pagliacci M C, Grignani F and Riccardi C (1991) A Rapid and 

Simple Method for Measuring Thymocyte Apoptosis by Propidium Iodide Staining and 

Flow Cytometry. J Immunol Methods 139: 271-279. 

Polyak K, Lee M H, Erdjument-Bromage H, Koff A, Roberts J M, Tempst P and 

Massague J (1994) Cloning of P27Kip1, a Cyclin-Dependent Kinase Inhibitor and a 

Potential Mediator of Extracellular Antimitogenic Signals. Cell 78: 59-66. 

Prigent SA and Gullick W J (1994) 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. 

Qiu XB and Goldberg A L (2002) Nrdp1/FLRF Is a Ubiquitin Ligase Promoting 

Ubiquitination and Degradation of the Epidermal Growth Factor Receptor Family 

Member, ErbB3. Proc Natl Acad Sci U S A 99: 14843-14848. 

Salomon DS, Brandt R, Ciardiello F and Normanno N (1995) Epidermal Growth Factor-

Related Peptides and Their Receptors in Human Malignancies. Crit Rev Oncol Hematol 

19: 183-232. 

Samuels Y, Wang Z, Bardelli A, Silliman N, Ptak J, Szabo S, Yan H, Gazdar A, Powell S 

M, Riggins G J, Willson J K, Markowitz S, Kinzler K W, Vogelstein B and Velculescu 

V E (2004) High Frequency of Mutations of the PIK3CA Gene in Human Cancers. 

Science 304: 554. 

Shao L, Weissbach L, Faircloth G T, Chabner B A and Hornicek F J (2001) In Vitro Anti-

Proliferative Effect on Sarcoma Cells of ET-743 and Other Marine Chemotherapeutics. 

Proc Am Assoc Cancer Res 42: 203. 

This article has not been copyedited and formatted. The final version may differ from this version.
Molecular Pharmacology Fast Forward. Published on May 20, 2005 as DOI: 10.1124/mol.105.011361

 at A
SPE

T
 Journals on A

pril 19, 2024
m

olpharm
.aspetjournals.org

D
ow

nloaded from
 

http://molpharm.aspetjournals.org/


MOL 11361 

 23

Shin I, Yakes F M, Rojo F, Shin N Y, Bakin A V, Baselga J and Arteaga C L (2002) 

PKB/Akt Mediates Cell-Cycle Progression by Phosphorylation of P27(Kip1) at 

Threonine 157 and Modulation of Its Cellular Localization. Nat Med 8: 1145-1152. 

Sithanandam,G, Fornwald L, Fields J and Anderson L. (2004) Inactivation of ErbB3 by 

siRNA blocks growth and promotes apoptosis in human lung adenocarcinoma cell line 

A549. Proc Am Assoc Cancer Res 45: 2426. 

Srinivasan R, Leverton K E, Sheldon H, Hurst H C, Sarraf C and Gullick W J (2001) 

Intracellular Expression of the Truncated Extracellular Domain of C-ErbB-3/HER3. 

Cell Signal 13: 321-330. 

Stambolic V, Suzuki A, de la Pompa J L, Brothers G M, Mirtsos C, Sasaki T, Ruland J, 

Penninger J M, Siderovski D P and Mak T W (1998) Negative Regulation of PKB/Akt-

Dependent Cell Survival by the Tumor Suppressor PTEN. Cell 95: 29-39. 

Suarez Y, Gonzalez L, Cuadrado A, Berciano M, Lafarga M and Munoz A (2003) 

Kahalalide F, a New Marine-Derived Compound, Induces Oncosis in Human Prostate 

and Breast Cancer Cells. Mol Cancer Ther 2: 863-872. 

Toyoshima H and Hunter T (1994) P27, a Novel Inhibitor of G1 Cyclin-Cdk Protein 

Kinase Activity, Is Related to P21. Cell 78: 67-74. 

Viglietto G, Motti M L, Bruni P, Melillo R M, D'Alessio A, Califano D, Vinci F, 

Chiappetta G, Tsichlis P, Bellacosa A, Fusco A and Santoro M (2002) Cytoplasmic 

Relocalization and Inhibition of the Cyclin-Dependent Kinase Inhibitor P27(Kip1) by 

PKB/Akt-Mediated Phosphorylation in Breast Cancer. Nat Med 8: 1136-1144. 

Wosikowski K, Schuurhuis D, Johnson K, Paull K D, Myers T G, Weinstein J N and Bates 

S E (1997) Identification of Epidermal Growth Factor Receptor and C-ErbB2 Pathway 

This article has not been copyedited and formatted. The final version may differ from this version.
Molecular Pharmacology Fast Forward. Published on May 20, 2005 as DOI: 10.1124/mol.105.011361

 at A
SPE

T
 Journals on A

pril 19, 2024
m

olpharm
.aspetjournals.org

D
ow

nloaded from
 

http://molpharm.aspetjournals.org/


MOL 11361 

 24

Inhibitors by Correlation With Gene Expression Patterns. J Natl Cancer Inst 89: 1505-

1515. 

Yarden Y and Sliwkowski M X (2001) Untangling the ErbB Signalling Network. Nat Rev 

Mol Cell Biol 2: 127-137. 

 

This article has not been copyedited and formatted. The final version may differ from this version.
Molecular Pharmacology Fast Forward. Published on May 20, 2005 as DOI: 10.1124/mol.105.011361

 at A
SPE

T
 Journals on A

pril 19, 2024
m

olpharm
.aspetjournals.org

D
ow

nloaded from
 

http://molpharm.aspetjournals.org/


MOL 11361 

 25

FIGURE LEGENDS 

Figure 1.  KF induces necrosis-like cell death. A, flow cytometry analysis of the DNA 

content of BT474 and SKBR3 cells stained with propidium iodide (PI) after exposure to KF 

(1 µM) for different times. Representative examples of the cell cycle distribution of SKBR3 

cells untreated or treated for 24 or 48 h with KF are shown (left panels). The amount of cells 

with hypodiploid DNA content (M1) was measured and presented as percentage of total cell 

population (right panel). B, KF-treated SKBR3 cells (1 µM for 4h) were double-stained with 

annexin-V/7-AAD and analyzed by flow cytometry. Gate-settings distinguish between living 

(lower left), necrotic (upper left), early apoptotic (lower right) and late apoptotic (upper right) 

cells. C, Cytochrome C is not released from mitochondria in cells affected by KF treatment. 

Representative examples of SKBR3 cells stained for Hoechst (left panels) and cytochrome C 

(Cyt C) (right panels) incubated without (UT) or with KF (1 µM) for 2 h. The arrow in the 

bottom panels indicates a cell with clumped DNA but no cytochrome C release. D, Effect of 

KF on caspase-3 and PARP-cleavage. SKBR3 cells were incubated for the indicated period of 

time with KF and effects on caspase-3 and PARP was analysed by Western blotting. As a 

control, cells were treated with cisplatin (10 µM) for 24 h (lane 6). The membranes were 

stripped and reprobed with anti-β-actin to verify equal protein loading. E, No effect of 

caspase or cathepsin B or D inhibition on KF-induced sub-G1 population. SKBR3 cells were 

pretreated with the pan-caspase inhibitor zVAD-fmk (50 µM), the cathepsin B inhibitors 

zFA-fmk (ZFA) or CA-074 (CA), or the cathepsin D inhibitor pepstatin A (pepA) for 1 h 

before addition of KF (1µM). The sub-G1 population was measured after 24 h as in A. Values 

represent the mean and SD of three independent experiments.  

 

Figure 2.  ErbB3 protein expression levels correlate with KF sensitivity. Correlation of 

KF sensitivity with expression of the ErbB family of kinases. A, Basal ErbB expression levels 

were evaluated by western blotting. IC50 values of KF represent the mean and SD of at least 

three independent MTT assays (see materials and methods). B, The ErbB protein expression 
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levels shown in fig A were quantified using Quantity One (Biorad) software, normalized with 

β-actin expression levels, and plotted against the mean IC50 concentrations of KF. Pearson’s 

correlation coefficients (r) and P-values were calculated using SPSS software. 

 

Figure 3.  KF induces downregulation of ErbB3 protein. Western blot analysis of protein 

expression levels of ErbB receptors in A, HT29 wild-type (HT29/wt) and KF-resistant HT29 

(HT29/KF) cells that were exposed to KF for a long period of time, and in B, SKBR3 cells 

treated with KF (1 µM) for a short period of time (4 h). The membranes were stripped and 

reprobed with anti-β-actin to verify equal protein loading. 

 

Figure 4.  Ectopic ErbB3 expression increases the sensitivity of H460 cells to KF. A, 

ErbB3 protein expression was analysed by Western blotting on total cell lysates of H460 cells 

that were stably transfected with the empty pBABE vector or the pBABE-ErbB3 vector. 

Effect of KF treatment on ErbB3 expression was analyzed on cells treated with 1 or 2 µM KF 

for 4 h. A total cell lysate of H292 cells was included as a positive control. The arrows 

indicate the full length ErbB3 of 185 kD and truncated ErbB3 isoforms of about 125, 60 and 

30 kD. Note the decrease of these proteins after KF treatment. B, Phase contrast pictures of 

H460 cells stably expressing the empty pBABE vector or the pBABE-ErbB3 vector, exposed 

to 0, 1, or 2 µM of KF for 4 h. The arrows indicate cells that were visually affected by KF 

treatment. C, H460.ErbB3 cells are more sensitive for KF treatment than H460.pBABE cells. 

Growth inhibition induced by various concentrations of KF was determined in MTT assays at 

72 h. The percentage of survival was expressed as the percentage of the untreated controls. 

Mean, SD, and IC50 concentrations are shown from two independent experiments (*, P ≤ 

0.05, empty vector vs ErbB3, Student’s t test). 

 

Figure 5.  KF depletes ErbB3 and inhibits Akt in sensitive cells. A, The indicated cell lines 

were left untreated (UT) or exposed to KF (1 µM) for 4 h, and ErbB3 and p (phosphorylated)-
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Akt expression levels were analyzed by Western blotting. The membrane was stripped and 

reprobed with anti-β-actin to verify equal protein loading. B, SKBR3 cells were exposed to 

KF (1 µM) for different times and ErbB3 and total and phosphorylated (p) Erk and Akt were 

analysed by Western blotting. Protein expression levels of ErbB3, p-Akt, and p-Erk were 

quantified, normalized with β-actin, and calculated as percentage of untreated cells. C, 

SKBR3 cells were exposed to different concentrations of KF as indicated, and phosphorylated 

(p) Akt, mdm2, and GSK-3β were analysed by Western blotting. The concentrations of KF 

resulting in 50% inhibition of protein expression (IC50) were calculated after quantification 

of the Western blots. The lower panel shows the quantified and normalized protein expression 

levels of p-Akt, p-MDM2 and p-GSK3β plotted against the KF concentration. The graph also 

shows the survival of SKBR3 cells after 72 h treatment plotted against the KF concentration 

as measured in MTT assays (see materials and methods). D, Representative examples of 

SKBR3 cells incubated without (UT) or with KF (1 µM) for 4 h and stained for p27kip1 and 

Hoechst. The proportion of cells showing predominantly nuclear localization of p27kip1, or 

predominant cytoplasmic p27kip1 localization is shown in the bottom panel, including of cells 

that were treated with the PI3K inhibitor LY294002, used as a control. The proportion of cells 

that had both nuclear and cytoplasmic p27kip1 localization is not shown. Values represent the 

mean and SD by counting at least 200 cells/treatment in two independent experiments (*, P ≤ 

0.05; **, P ≤ 0.01, untreated vs treated, Student’s t test). E, SKBR3 cells were exposed for 1 h 

with KF (1 µM) and the attached and detached cell populations were separately harvested and 

analyzed for ErbB3 and phosphorylated Akt protein levels. 

 

Figure 6.  Constitutive activation of Akt protects SKBR3 cells from KF-induced 

cytotoxicity.  A, Phase contrast pictures of cells transfected with YFP alone (YFP) or YFP 

and gag-PKB (YFP+gag-PKB), which were left untreated or exposed to KF (1 µM) for 4 or 

24 h. B, Fraction of YFP-positive cells that had detached from the bottom of the tissue culture 

tray after exposure to KF (1 µM) for 4 or 24 h. Mean and SD are shown from two 
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independent assays by counting at least 300 cells/treatment (*, P ≤ 0.05, YFP vs YFP+gag-

PKB, Student’s t test). 

 

This article has not been copyedited and formatted. The final version may differ from this version.
Molecular Pharmacology Fast Forward. Published on May 20, 2005 as DOI: 10.1124/mol.105.011361

 at A
SPE

T
 Journals on A

pril 19, 2024
m

olpharm
.aspetjournals.org

D
ow

nloaded from
 

http://molpharm.aspetjournals.org/


Figure 1.

A.

B.

7-
A

A
D

Annexin V-FITC

Untreated 4 h KF

C. Cyt C

Cyt CHoechst

HoechstUntreated

KF

MOL 11361

M1

M1

M1

Untreated

24 h

48 h

time (h)

0 4 8 16 24 48 72
S

u
b

G
1

(%
 o

f 
to

ta
l p

o
p

u
la

ti
o

n
)

0

20

40

60

80

100
BT474
SKBR3

This article has not been copyedited and formatted. The final version may differ from this version.
Molecular Pharmacology Fast Forward. Published on May 20, 2005 as DOI: 10.1124/mol.105.011361

 at A
SPE

T
 Journals on A

pril 19, 2024
m

olpharm
.aspetjournals.org

D
ow

nloaded from
 

http://molpharm.aspetjournals.org/


Figure 1.

E.

Caspase-3

35

19
17

0 4 8 16 24

CDDPKF

24 Time (h)

β-Actin

116
89 PARP

D.

Control KF +zVAD +ZFA +CA +pepA
0

10

20

30

40

50

60

MOL 11361This article has not been copyedited and formatted. The final version may differ from this version.
Molecular Pharmacology Fast Forward. Published on May 20, 2005 as DOI: 10.1124/mol.105.011361

 at A
SPE

T
 Journals on A

pril 19, 2024
m

olpharm
.aspetjournals.org

D
ow

nloaded from
 

http://molpharm.aspetjournals.org/


relative ErbB3 expression

0,0 0,2 0,4 0,6 0,8 1,0

IC
50

 c
o

n
ce

n
tr

at
io

n
 

K
F

(µ
M

)

0,1

1

10

relative ErbB2 expression

0,0 0,2 0,4 0,6 0,8 1,0

IC
50

 c
o

n
ce

n
tr

at
io

n
K

F
 (

µM
)

0,1

1

10

Figure 2.

B.

0

1

2

3

4

5

6

7

β-actin

ErbB2

EGFR

S
K

B
R

3

B
T

47
4

M
C

F
-7

A
43

1

H
46

0

A
54

9

S
W

15
73

H
29

2

S
K

H
ep

1

H
ep

G
2

H
ep

3B

IC
50

 c
o

nc
en

tr
at

io
n

(µ
M

)

breast vulval liverNSCLC

ErbB3

ErbB4

r = -0.618
P = 0.043*

A.

MOL 11361

r = -0.308
P = 0.357

relative EGFR expression

0,0 0,2 0,4 0,6 0,8 1,0

IC
50

 c
o

n
ce

n
tr

at
io

n
K

F
 (

µM
)

0,1

1

10

relative ErbB4 expression

0,2 0,4 0,6 0,8 1,0

IC
50

 c
o

n
ce

n
tr

at
io

n
K

F
 (

µM
)

0,1

1

10

r = 0.346
P = 0.297

r = 0.164
P = 0.630

This article has not been copyedited and formatted. The final version may differ from this version.
Molecular Pharmacology Fast Forward. Published on May 20, 2005 as DOI: 10.1124/mol.105.011361

 at A
SPE

T
 Journals on A

pril 19, 2024
m

olpharm
.aspetjournals.org

D
ow

nloaded from
 

http://molpharm.aspetjournals.org/


Figure 3.

B.

ErbB2

β-Actin

ErbB4

EGFR

HT29/wt HT29/KF

ErbB3

SKBR3

β-Actin

UT KF

ErbB3

ErbB2

ErbB4

EGFR

A.

MOL 11361This article has not been copyedited and formatted. The final version may differ from this version.
Molecular Pharmacology Fast Forward. Published on May 20, 2005 as DOI: 10.1124/mol.105.011361

 at A
SPE

T
 Journals on A

pril 19, 2024
m

olpharm
.aspetjournals.org

D
ow

nloaded from
 

http://molpharm.aspetjournals.org/


H460-ErbB3

Figure 4.

A.

250
150
100
75

50

kD

WB: anti-ErbB3

H292

H460-pBABE

UT 1 KF 2 KF UT 1 KF 2 KF

β-actin

37

MOL 11361This article has not been copyedited and formatted. The final version may differ from this version.
Molecular Pharmacology Fast Forward. Published on May 20, 2005 as DOI: 10.1124/mol.105.011361

 at A
SPE

T
 Journals on A

pril 19, 2024
m

olpharm
.aspetjournals.org

D
ow

nloaded from
 

http://molpharm.aspetjournals.org/


Figure 4.

C.

B.

Untreated

1 µM KF

2 µM KF

pBABE pBABE.ErbB3

Concentration KF
(µM)

0,5 1 2 4 8 16

S
ur

vi
va

l
(%

 o
f u

nt
re

at
ed

 c
on

tr
ol

)

0

20

40

60

80

100

120 H460-pBABE
H460-pBABE-ErbB3

IC50: 4.7 µM
IC50: 3.1 µM*

*

*

MOL 11361This article has not been copyedited and formatted. The final version may differ from this version.
Molecular Pharmacology Fast Forward. Published on May 20, 2005 as DOI: 10.1124/mol.105.011361

 at A
SPE

T
 Journals on A

pril 19, 2024
m

olpharm
.aspetjournals.org

D
ow

nloaded from
 

http://molpharm.aspetjournals.org/


Concentration KF (µM)

0,05 0,1 0,25 0,5 1

F
ra

ct
io

n
 o

f 
u

n
tr

ea
te

d
 c

el
ls

0,0

0,2

0,4

0,6

0,8

1,0

1,2

p-Akt 
p-MDM2 
p-GSK3 
Survival 

Figure 5.

0 0.05 0.1 0.25 0.5 1KF (µM)

β-actin

p-mdm2 0.35
p-Akt 0.51

p-GSK-3 0.69

B.

A.

C.

ErbB3

p-Akt

β-Actin

UT KF UT KF UT KF UT KF UT KF UT KF

BT474 A431 H460 A549 HepG2 SKhep1

UT KF

HT29

UT KF

HT29/KF

MOL 11361

p-Akt

Akt

p-Erk

Erk

100        87        113       151        150     170       101       84

100        75         67        32         40          45     37         24

P-Erk (%)

P-Akt (%)

100       43         41         61         42         50 

ErbB3

β-actin

ErbB3 (%)

IC50 (µM)

0    0.25   0.5      1        2       4  Time (h)

0     0.5      1       2        4        8      16     24Time (h)

This article has not been copyedited and formatted. The final version may differ from this version.
Molecular Pharmacology Fast Forward. Published on May 20, 2005 as DOI: 10.1124/mol.105.011361

 at A
SPE

T
 Journals on A

pril 19, 2024
m

olpharm
.aspetjournals.org

D
ow

nloaded from
 

http://molpharm.aspetjournals.org/


UT

KF

p27kip1

Hoechst

Hoechst

p27kip1

Nuclear Cytoplasmic

%
 o

f 
to

ta
l c

el
l p

o
p

u
la

ti
o

n

0

10

20

30

40

UT
KF
LY294002**

**

** *

Figure 5.

D.

E.
ErbB3

p-Akt

β-Actin

ATT DET

MOL 11361This article has not been copyedited and formatted. The final version may differ from this version.
Molecular Pharmacology Fast Forward. Published on May 20, 2005 as DOI: 10.1124/mol.105.011361

 at A
SPE

T
 Journals on A

pril 19, 2024
m

olpharm
.aspetjournals.org

D
ow

nloaded from
 

http://molpharm.aspetjournals.org/


Figure 6.

4 h KF

Untreated

24 h KF

YFP YFP+gag-PKB

UT 4 h KF 24 h KF

%
 o

f 
d

et
ac

h
ed

 c
el

ls

0

10

20

30

40

50

YFP
YFP+PKB

*

*

B.

A.

MOL 11361This article has not been copyedited and formatted. The final version may differ from this version.
Molecular Pharmacology Fast Forward. Published on May 20, 2005 as DOI: 10.1124/mol.105.011361

 at A
SPE

T
 Journals on A

pril 19, 2024
m

olpharm
.aspetjournals.org

D
ow

nloaded from
 

http://molpharm.aspetjournals.org/

