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Abstract. Background: Since MAP kinases represent an
important pathway of transducing external stimuli to internal
signals in cells, determining their possible role in cancer cells
may offer a promising way for the treatment and prognosis of
malignant diseases. Our previous experiments have shown
that a flavonoid-rich solution, Flavin7, was able to diminish
kidney tumor growth in vivo. Materials and Methods: Effects
of Flavin7 on the MAPK signaling pathway were determined
in immortalized mouse proximal tubule cells by determining
cell viability, flow cytometric analysis, luciferase assays and
Western blots. Results: At a nontoxic dose, Flavin7 markedly
reduced phosphorylation of ERK and inhibited activity of its
downstream targets such as Elk1 and CREB via inhibition of
the ERK-kinase MEK1. Conclusion: Because of its ability to
temporarily inhibit kidney tumor growth and activation of the
MEK1/ERK pathway in vitro, further in vivo investigations
may determine the potential role of Flavin7 in the treatment
of malignancies.
The mitogen-activated protein kinase (MAPK) cascade is
a major signaling system by which cells transduce
extracellular signals into intracellular responses. Many
steps of this cascade are conserved, and homologs have
been discovered in different species (1). The first three
mammalian MAP kinases, ERK1, ERK2 and ERK3 were
cloned in the early 1990s, facilitating the development of
reagents for their study. It has become clear that ERK1 and
ERK2 are among the protein kinases most commonly
activated in signal transduction pathways. They have
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particularly been linked to cell proliferation, but have
important roles in many other events (2-4). In mammalian
cells, ERK1 and ERK2, often referred to as p44 and p42
MAP kinases, are the archetypal members of the MAPK
family. Therefore, determining the possible role of MAPKs
in cancer cells may offer a promising way for treatment and
prognosis of cancerous diseases.
According to recent results, activation of the ERK
pathway is a frequent event in tumorigenesis. ERK has been
implicated in cell initiation, tumor promotion and
progression, invasion, metastasis, and regulation of
apoptosis and angiogenesis, events that are essential for
successful completion of developing a metastatic tumor
(reviewed in 5). On the other hand, ERK activation is not
unambiguously an advantage or a disadvantage for patients
with cancerous diseases, since it has been shown to trigger
cell proliferation and survival in normal cells, as well as in
tumor cells.
Flavonoids, found in great quantity in fruit extracts, are
secondary metabolites of superior plants exhibiting
antitumor effects. They are known to exert antioxidant and
antiproliferative effects on tumor cells (6). Recent studies
have speculated that the classical antioxidant activity of
flavonoids is unlikely to be the sole explanation for their
cellular effects. This hypothesis is based on several lines of
reasoning: i) flavonoids are extensively metabolized in vivo,
thus, their redox potentials are significantly altered (7), and
ii) the concentrations of flavonoids and their metabolites
accumulated in vivo are lower than those of small of
antioxidant nutrients (8). Investigations have indicated that
flavonoids may selectively interact with the MAPK
signaling pathway due to their ability to inhibit tyrosine
kinase activity (9, 10).
A natural compound, Flavin7 (F7), composed of the
extracts from seven different fruits, was investigated in our
kidney tumor animal model (11). Ne/De tumor cells were
transplanted underneath the renal capsule of 6- to 8-weekold Fisher344 rats and animals were treated with human
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dose-equivalent F7 solution according to the manufacturer’s
instructions. After two weeks of treatment rats were
sacrificed and tumor growth was determined. F7
significantly (p<0.05) reduced tumor growth in vivo.
Accordingly, the aim of this study was to determine
whether F7 influences the ERK signaling pathway in
immortalized mouse renal proximal tubule cells.

Materials and Methods
Cell culture. The TKPTS cell line was obtained from Dr Bello-Reuss
and grown in 5% CO2 atmosphere at 37ÆC as described by di Mari
et al. (4). Parallel sets of logarithmically growing cells were treated
with 50 Ìl, 100 Ìl, 200 Ìl, 300 Ìl and 500 Ìl F7 (total energy content
9.7 kJ, protein 0.07 g, fat 0.02 g, carbohydrates 0.16 g, total
polyphenol 85 mg (flavonoid 75 mg, resveratrol 0.16 mg) 8 v/v%
alcohol per 10 ml solution) (Crystal Institute Ltd, Eger, Hungary)
per 2 ml cell culture medium.
Cell survival and FACS analysis. TKPTS cells were treated with
various doses of Flavin 7 (50 Ìl, 100 Ìl, 200 Ìl, 300 Ìl and 500 Ìl
F7/2 ml culturing medium). Viable cell count was determined by
trypan blue (Sigma Chemical Co, St. Louis, MO, USA) exclusion
in a hemocytometer after 24 hours of treatment. In addition,
TKPTS cells treated with 100 Ìl F7 were collected for FACS
analysis 24 hours after treatment. Briefly: TKPTS cells were
collected after trypsinization and fixed in 70% ethanol overnight.
After RNAse treatment, cells were incubated with 5 Ìg/ml PI and
analyzed with a Becton Dickinson FACSCalibur analyzer (Becton
Dickinson, Franklin Lakes, NJ, USA). The cell cycle profile was
analyzed using the CellQuest software (Becton Dickinson,
Franklin Lakes, NJ, USA).
Luciferase assay. pCRELuc plasmid containing four direct repeats of
consensus CRE binding sites (Stratagene, La Jolla, CA, USA) was
transiently transfected into TKPTS cells by using the GenePorter2
reagent (GenLantis, San Diego, CA, USA) together with a
‚-galactosidase plasmid (Promega, Madison, WI, USA) as described
elsewhere (13). Similarly, the pFR-Luc reporter plasmid together
with the pFA2-Elk1 trans-activator plasmid (Stratagene, La Jolla,
CA, USA) was transiently transfected into TKPTS cells. Twenty-four
hours after transfection cells were treated with Flavin 7 for various
times (50 Ìl, 100 Ìl, 200 Ìl and 300 Ìl F7/2 ml culturing medium for
12 h). Luciferase activity was determined by using a Luciferase Assay
Kit (Promega, Madison, WI, USA) while ‚-galactosidase was
determined under control conditions and 18 hours after F7
treatment. The relative luciferase activity was measured and was
normalized to the amount of activity detected for the co-transfected
‚-galactosidase plasmid (Invitrogen, La Jolla, CA, USA).
Western blots. Sets of logarithmically growing cells were treated with
100 Ìl F7 per 2 ml cell culture medium. Thirty minutes, 1 h, 2 h and
6 h after F7 treatment the medium was discarded, the cells were
rinsed with 1xPBS and collected in a radioimmuno-precipitation
assay (RIPA) buffer containing 50 Ìl/ml proteinase inhibitor
cocktail (Sigma Chemical Co., St. Louis, MO, USA), 100 Ìmol/ml
sodium orthovanadate (Sigma Chemical Co.) and 100 Ìg/ml
phenylmethylsulfonyl fluoride (PMSF) (Sigma Chemical Co.) as
described elsewhere (14). Protein content was measured using the
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Figure 1. Effect of F7 treatment on survival of TKPTS cells. Cell count
was determined by trypan blue exclusion (mean±S.D., n=3, *p<0.001
compared to untreated control).

Bio-Rad Protein Determination assay (Bio-Rad, Hercules, CA,
USA) and 50 Ìg protein was blotted onto polyvinylidine fluoride
membranes. The membranes were then hybridized with phosphoERK1/2 (Thr202/Tyr204), ERK1/2 (Cell Signaling Technology,
Beverly, MA, USA), phospho-MEK (Ser217/221) and MEK (Cell
Signaling Technology) primary antibodies overnight in 5 ml 5%
milk solution according to the manufacturer’s instructions. After
washing, the membranes were hybridized with a horseradishperoxidase (HRP)-conjugated secondary antibody in 2 ml 5% milk
solution for 45 min. Bands were visualized by using the enhanced
chemiluminescence (ECL) method (Amersham, Piscataway, NJ,
USA) and quantified by densitometry (UnScan-It 6.1; Silk
Scientific, Orem, UT, USA).
Statistical analysis. Statistical differences between the treated and
control samples were determined by Student’s paired t-test.
Differences between means were considered significant when
p<0.05. Analyses were performed using the SigmaStat 3.5 software
package.

Results
Effects of F7 treatment on cell viability. Treatment of the
TKPTS cells with 50 Ìl, 100 Ìl, 200 Ìl, 300 Ìl and 500 Ìl
F7/well showed that 200 Ìl, 300 Ìl and 500 Ìl F7 significantly
reduced the number of cells in the culture while the 50 Ìl
and 100 Ìl treatment had no such effects (Figure 1). FACS
analysis of the TKPTS cells treated with 100 Ìl F7 showed
that F7 did not change the cell cycle distribution of the cells
significantly (Figure 2). Since no cytotoxic effect or change in
viability could be seen when applying 50 Ìl or 100 Ìl F7, to
assure the greatest therapeutic dose possible, we selected the
100 Ìl F7 dose for our further studies.
Effects of F7 treatment on ERK and MEK phosphorylation.
Next, we determined whether F7 treatment affected

Nádasi et al: Flavin7 and ERK Signaling in TKPTS Cells

Figure 2. Effect of F7 on the cell cycle progression of TKPTS cells.
TKPTS cells were treated with 100 Ìl F7 for 24 hours and FACS analysis
was carried out as described in the Materials and Methods. The percentage
of cells residing in the different stages of the cell cycle are given. Data are
representatives of three independent experiments.

phosphorylation of ERK. As shown in Figure 3, amounts of
phospho-ERK were significantly and transiently reduced
after F7 treatment in TKPTS cells (Figure 3 A and B). Since
ERK is activated through its upstream kinase MEK (15), we
were interested whether F7 affects ERK phosphorylation
through its kinase. As the results of Western blotting show,
F7 attenuates MEK phosphorylation (Figure 4 A and B)
similar to ERK. On the other hand, total amounts of ERK
and MEK were unchanged.
Effects of F7 treatment on downstream function of ERK.
Activated ERK activates downstream targets that induce
target-specific transcription, which is part of the survival
signaling (13, 16). Elk1 is one of the downstream targets of
ERK, activity of which could be followed by a transactivating system, where the Elk activator plasmid initiates
activity of a luciferase reporter plasmid. Accordingly,
TKPTS cells were cotransfected with those plasmids and
treated with 50 Ìl, 100 Ìl, 200 Ìl, 300 Ìl and 500 Ìl F7/2 ml
culturing medium for 18 hours. As seen in Figure 5, Elk1
activity was significantly reduced after F7 treatment, similar
to ERK phosphorylation (Figure 3). These observations
suggest that ERK function is inhibited by F7 treatment.
The cAMP responsive element binding protein (CREB) is
activated through phosphorylation by ERK/p90rsk (13, 17,
18). Activated CREB initiates a series of transcriptional events
by binding to the promoters of CREB-responsive genes as
part of the survival mechanism (19). To determine whether F7
also affects CREB-mediated transcription, TKPTS cells were
transiently transfected with the CREB responsive pCRE-Luc

Figure 3. Effect of F7 on ERK phosphorylation in TKPTS cells. (A)
TKPTS cells were treated with 100 Ìl F7 for the times indicated.
Phosphorylation of ERK was determined by Western blotting using an
antibody that recognizes only the phosphorylated form. As loading
controls, total ERK levels were also determined. Results shown are
representative of three independent experiments. (B) Densitometry of the
Western blots shown in (A). Ratios of pERK1/ERK1 are given
(mean±S.D., n=3; *p<0.001 compared to the untreated control,
**p<0.001 compared to the 0.5, 1.0 and 2.0 h treatments).

plasmid. As is seen in Figure 5, F7 treatment significantly
inhibited CREB-mediated transcription.

Discussion
Flavonoids comprise a large class of naturally occurring
polyphenol plant compounds. The human diet usually
contains approximately 1 g or more per day of flavonoids, a
quantity
providing
pharmacologically
significant
concentrations in body fluids (20). Flavonoids were shown
not only to inhibit tumor cell growth (11, 20) but also to
induce cell differentiation (20). The inhibitory effects of
flavonoids on the growth of malignant cells may partly be
due to their suppressive effect on kinase activities involved
in the regulation of cell proliferation (21, 22).
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Figure 5. Effect of F7 on downstream function of ERK. TKPTS cells were
transiently transfected with either the pFR-Luc reporter plus pFA2-Elk1
trans-activator plasmids together with a ‚-galactosidase plasmid (open
bars) or a pCRE-Luc plus ‚-galactosidase plasmid (filled bars) as
described in Materials and Methods. After 24 hours, cells were treated with
F7 for 12 hours and luciferase activity together with ‚-galactosidase
activity was determined. Luciferase activity was calculated as ratio of
luciferase activity normalized to ‚-galactosidase activity (mean±S.D.,
n=3; *p<0.001 compared to the untreated control).

Figure 4. Effect of F7 on MEK1 phosphorylation in TKPTS cells. (A)
TKPTS cells were treated with 100 Ìl F7 for the times indicated.
Phosphorylation of MEK1 was determined by Western blotting using an
antibody that recognizes only the phosphorylated form. As loading
controls, total MEK1 levels were also determined. Results shown are
representative of three independent experiments. (B) Densitometry of the
Western blots shown in (A). Ratios of pMEK1/MEK1 are given
(mean±S.D., n=3; *p<0.001 compared to the untreated control).

According to recent data, activation of the MAPK
pathway such as ERK signaling is a frequent event in the
development of cancerous diseases, though ERK
phosphorylation is not unambiguously an advantage or a
disadvantage for patient with cancerous diseases (5). The
study of Ye et al. (23) has shown that the inhibition of the
MEK/ERK pathway resulted in a significant enhancement
of growth inhibition in MCF-7 breast cancer cells. So et al.
(24) have demonstrated that citrus flavonoids effectively
inhibited proliferation of the human breast cancer cell line
MDA-MB-435 in vitro, especially when paired with
quercetin, which is widely distributed in other foods.
Earlier, we reported that F7 treatment was able to reduce
the growth of kidney tumor Ne/De transplanted into F344
rats. Furthermore, cancer-related weight loss was also
reduced in tumor-bearing animals when treated with F7
(11). The mechanism of this tumor-reducing effect was not
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investigated, but besides other mechanisms, effects on the
MEK/ERK pathway may be suspected.
Our data suggest that F7, being a flavonoid-rich solution,
possesses a protein kinase inhibitor activity that might be
responsible for the observed inhibition of MEK and ERK
phosphorylation in TKPTS cells (Figures 3 and 4). Whether
F7 directly acts on MEK or on its upstream kinase(s) needs
further investigation. Our data also showed that inhibition of
ERK phosphorylation resulted in inhibition of its downstream
function such as Elk1 or CREB activation (Figure 5).
ERK is involved in various cellular processes such as
differentiation, proliferation and survival (5). Interestingly,
inhibition of ERK and its function does not affect cell cycle
progression as evidenced by FACS analysis (Figure 2). On
the other hand, F7 also significantly inhibited CREB activity
(Figure 5) probably through inhibition of ERK (13). Since
CREB is an important element of survival signaling (13, 14,
18) these results suggest that F7 affects the survival pathway
rather than the cell proliferation in renal tubular cells. The
mechanism of these effects needs further study.
In conclusion, because of its ability to temporarily inhibit
the activation of the MEK/ERK pathway in vitro and tumor
growth in vivo, in case of malignancies which require
MEK/ERK activation for survival (25), the natural
compound F7 may have merit in the supportive therapy of
cancer patients. Therefore, further in vivo and in vitro
investigations are needed to determine the potential role of
F7 in the treatment of malignant diseases.

Nádasi et al: Flavin7 and ERK Signaling in TKPTS Cells

Acknowledgements
The present work was in part supported by the Fulbright
Hungarian-American Commission for Educational Exchange
(Fulbright Grant 15053135). The authors thank the Crystal
Institute Ltd (Eger, Hungary) for generously providing the Flavin7
solution for experimental purposes.

References
1 Cano E and Mahadevan LC: Parallel signal processing among
mammalian MAPKs. TIBS 20: 117-122, 1995.
2 Cobb MH: MAP kinase pathways. Prog Biophys Mol Biol 71:
479-500, 1999.
3 English J, Pearson G, Wilsbacher J, Swantek J, Karandikar M,
Xu S and Cobb MH: New insights into the control of MAP
kinase pathways. Exp Cell Res 253: 255-270, 1999.
4 di Mari JF, Davis R and Safirstein RL: MAPK activation
determines renal epithelial cell survival during oxidative injury.
Am J Physiol Renal Physiol 277: F195-F203, 1999.
5 Nadasi E, Ember I and Arany I: Extracellular signal-regulated
kinase as biomarker in the molecular epidemiology of human
carcinogenesis I: Molecular mechanisms. Hung Epidem 2: 297304, 2005.
6 Horvathova K, Vachalkova A and Novotny L: Flavonoids as
chemopreventive agents in civilization diseases. Neoplasma 48:
435-441, 2001.
7 Williams RJ, Spencer JPE and Rice-Evans C: Flavonoids:
antioxidants or signalling molecules? Free Rad Biol Med 36:
838-849, 2004.
8 Halliwell B, Zhao K and Whiteman M: The gastrointestinal
tract: a major site of antioxidant action? Free Radic Res 33:
819-830, 2000.
9 Kobuchi K, Roy S, Sen CK, Nguyen HG and Packer L:
Quercetin inhibits inducible ICAM-1 expression in human
endothelial cells through the JNK pathway. Am J Physiol 277:
C403-411, 1999.
10 Kong AN, Yu R, Chen C, Mandlekar S and Primiano T: Signal
transduction events elicited by natural products: role of MAPK
and caspase pathways in homeostatic response and induction of
apoptosis. Arch Pharm Res 23: 1-16, 2000.
11 Virag V, Varjas T, Gyongyi Z, Somlyai G, Ember I and Nadasi
E: The possible role of natural products in the dietotherapy of
cancer-related weight loss: an animal model. Acta Alim 36: 249256, 2007.
12 Lewis TS, Shapiro PS and Ahn NG: Signal transduction
through MAP kinase cascades. Adv Cancer Res 74: 49-139,
1998.
13 Arany I, Megyesi J, Kaneto H, Tanaka S and Safirstein RL:
Activation of ERK or inhibition of JNK ameliorates H2O2
cytotoxicity in mouse renal proximal tubule cells. Kidney Int 65:
1231-1239, 2004.

14 Stevenson BJ, Rhodes N, Errede B and Sprague GF Jr:
Constitutive mutants of the protein kinase STE11 activate the
yeast pheromone response pathway in the absence of the G
protein. Genes Dev 6: 1293-1304, 1992.
15 Kuhnau J: The flavonoids: a class of semi-essential food
components: their role in human nutrition. World Rev Nutr
Diet 24: 117-191, 1976.
16 Hipskind RA, Rao VN, Mueller CG, Reddy ES and Nordheim
A: ETS-related protein Elk-1 is homologous to the c-fos
regulatory factor p62TCF. Nature 354: 531-534, 1991.
17 Deak M, Clifton AD, Lucocq LM and Alessi DR: Mitogen- and
stress-activated protein kinase-1 (MSK1) is directly activated by
MAPK and SAPK2/p38, and may mediate activation of CREB.
EMBO J 17: 4426-4441, 1998.
18 Arany I, Megyesi JK, Rausch JEB and Safirstein RL: CREB
mediates ERK-induced survival of mouse renal tubular cells
after oxidant stress. Kidney Int 68: 1573-1582, 2005.
19 Josselyn SA and Nguyen PV: CREB, synapses and memory
disorders: past progress and future challenges. Curr Drug
Targets CNS Neurol Disord 4: 481-497, 2005.
20 Kanadaswami C, Lee LT, Lee PP, Hwang JJ, Ke FC, Huang YT
and Lee MT: The antitumor effects of flavonoids. In Vivo 19:
895-909, 2005.
21 Huang YT, Hwang JJ, Lee PP, Ke FC, Huang JH, Huang CJ,
Kandaswami C, Middletone E Jr and Lee MT: Effects of
luteolin and quercetin, inhibitors of tyrosine kinase, on cell
growth and metastasis-associated properties in A431 cells
overexpressing epidermal growth factor receptor. Br J
Pharmacol 128: 999-1010, 1999.
22 Lamson DW and Brignall MS: Antioxidants and cancer III:
Quercetin. Altern Med Rev 5: 196-208, 2000.
23 Ye J, Li A, Liu Q, Wang X and Zhou J: Inhibition of mitogen
activated protein kinase enhances apoptosis induced by arsenic
trioxide in human breast cancer MCF-7 cells. Clin Exp
Pharmacol Physiol 32: 1042-1048, 2005.
24 So FV, Guthrie N, Chambers AF, Moussa M and Carroll KK:
Inhibition of human breast cancer cell proliferation and delay
of mammary tumorigenesis by flavonoids and citrus juices. Nutr
Cancer 26: 167-181, 1996.
25 Nadasi E, Ember I and Arany I: Extracellular signal-regulated
kinase as biomarker in the molecular epidemiology of human
carcinogenesis II: Clinical implications. Hung Epidemiol 3: 5358, 2006.

Received March 28, 2007
Revised June 18, 2007
Accepted July 25, 2007

875

