
Abstract. The malononitrilamide FK778 is a novel immuno-
suppressive agent with antiproliferative activities. To gain
insight into the molecular mechanism of FK778-mediated
growth inhibition, we analyzed cells which differ in their p53
status and functionality of retinoblastoma protein (pRb). FK778
acted as a broad inhibitor of cell proliferation independent of
the p53 or pRb status. However, the mechanism of FK778-
mediated growth inhibition differed, leading either to cell cycle
arrest in G1, or cell accumulation in S phase. This differential
response was linked to the phosphorylation status of pRb. In
addition, since FK778 was reported to exhibit antiviral
activities, we analyzed the effect of FK778 on the growth
stimulatory human papillomavirus (HPV)-16 and -18 E7 genes.
Although growth of HPV-positive cells was strongly inhibited
by FK778, we did not observe significant effects on viral E7
expression, indicating that the antiproliferative effect is not
linked to an antiviral activity of FK778.

Introduction

The malononitrilamide (MNA) FK778 is a novel immunosup-
pressive agent (1). It is a synthetic drug analogue of A77 1726,
the active metabolite of leflunomide which is a widely used
agent in clinical treatments of rheumatoid arthritis (2). FK778
exerts beneficial effects in different experimental transplan-

tation models, including suppression of acute and chronic allo-
graft and xenograft rejection (1,3). In addition, clinical trials
proved that FK778 is safe, well tolerated and reduces the
incidence of acute rejection in human kidney transplant reci-
pients (4).

At the biochemical level, MNAs can interfere with de novo
pyrimidine synthesis by blocking the rate-limiting enzyme
dihydroorotate dehydrogenase (DHODH) (5). This results in
intracellular pyrimidine depletion and consequently, attenuation
of DNA and RNA synthesis. In addition, FK778 exerts pleio-
tropic effects which include inhibition of cytomegalovirus
replication (6) and signaling (7), downregulation of TGF‚
expression (8), or modulation of endothelial adhesion
molecules (9). Similar to other MNAs, FK778 can exhibit anti-
proliferative effects (1). This antiproliferative activity of
FK778 may not only be important for FK778-induced
immunosuppression (attenuation of proliferation of immune
cells) but also for the reported ability of FK778 to prevent
proliferation-associated allograft complications, such as
chronic allograft vasculopathy (10), chronic allograft nephro-
pathy (11,12), or obliterative airway disease (13).

Little is known about the critical cellular responses which
mediate the antiproliferative response of FK778-treated cells.
To gain more mechanistic insights into this process, we inves-
tigated the response to FK778 in cell lines differing in the
functionality of the crucial growth regulators p53 and retino-
blastoma protein (pRb). Upregulation of p53 expression can
induce cell cycle arrest in the G1 phase in response to various
stimuli, including DNA damage (14) or ribonucleotide depletion
(15). The hypophosphorylated form of pRb protein blocks
G1/S progression by sequestering cellular proteins, such as
members of the E2F family. Upon phosphorylation by
cyclin D/cyclin-dependent kinase (CDK) 4, cyclin D/CDK6,
and cyclin E/CDK2 complexes, this pRb protein-binding
function is abrogated, resulting in G1/S progression (16).
Here, we found that FK778 was a strong growth-inhibitor in
all cell lines analyzed, irrespective of their p53 or pRb status.
However, cell cycle analyses revealed that the underlying
mechanism of growth inhibition was different, resulting either
in G1 arrest or S phase accumulation, dependent on the
functional pRb status.
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Materials and methods

Cell culture and reagents. The following cell lines were
analyzed: HPV18-positive HeLa cervical carcinoma cells,
HPV16-positive CaSki and SiHa cervical carcinoma cells,
H1299 lung cancers cells, U2OS osteosarcoma cells, HCT116
colon cancer cells and their derivatives HCT116 p21-/- (17),
RKO colon carcinoma cells, and Huh7 hepatoma cells. All
cells were maintained in Dulbecco's modified Eagle's medium
(DMEM), except for HCT116 and HCT116 p21-/- which were
grown in McCOYs medium, supplemented with 10% fetal calf
serum. 

Cells were treated with FK778 (30 μg/ml) (Astellas
Pharma, Munich, Germany), either with or without uridine
(100 μM) (Sigma, Taufkirchen, Germany), for the indicated
time points. Control cells were treated with DMSO solvent.
Cell culture medium was exchanged after 48 h.

Protein analyses. Protein extracts were prepared 24-48 h after
treatment of cells, following previously described protocols
(18). For Western blot analyses, 30 μg of protein extract were
separated by SDS-PAGE, transferred to an Immobilon-P
membrane (Milipore, Eschborn, Germany), and analysed by
enhanced chemiluminescence (Amersham Biosciences,
Freiburg, Germany). The following antibodies were used:
anti-18E7 antibody 18E7C (19), anti-16E7 (NM2) antibody
(kind gift from Dr Martin Müller), anti-tubulin antibody CP06
(Calbiochem, Schwalbach, Germany), anti-p21WAF-1 antibody
OP64 (Calbiochem), anti-p53 antibody DO-1 (BD Pharmingen,
San Diego, CA, USA), anti-cyclin E antibody HE-12 (Santa
Cruz, Sanata Cruz, CA, USA), anti-cyclin A (H-432) antibody
(Santa Cruz), anti-cyclin D1 antibody DSC6 (Cell Signaling,
Danvers, MA, USA), anti-Rb (4H1) antibody (Cell Signaling),
and anti-Phospho-Rb (Ser 807/811) antibody (Cell Signaling).

Cell count and cell cycle analyses. For cell count analyses,
cell suspensions were diluted in CASYton (Innovatis AG,
Reutlingen, Germany). Total cells per ml were determined
using a CASY TTC cell counter (Innovatis AG).

For cell cycle analyses, cells were trypsinized, washed in
ice-cold phosphate-buffered saline (PBS), and fixed in 80%
cold ethanol overnight at 4˚C. Subsequently, cells were
pelleted, resuspended in PBS containing 1 mg/ml RNase A
(Roche Diagnostics, Mannheim, Germany) and 2.1 μg/ml
propidium iodide (Sigma-Aldrich), and incubated for 30 min at
37˚C. Cell cycle analyses were performed using a FACSCalibur
(BD Biosciences, Heidelberg, Germany) with CellQuest Pro
software provided by the manufacturer. Quantitation of the
percentage of cells in individual cell cycle phases was per-
formed using FlowJo software (Tree Star Inc., Ashland, OR,
USA), applying the Watson (Pragmatic) model.

Results

FK778 is an efficient inhibitor of cell proliferation,
irrespective of the p53 or pRb status. A panel of different cell
lines with varying p53 and pRb status was treated with FK778,
and cells were investigated for proliferative capacities.
Analyzed cells included: (i) HCT116 colon cancer cells, in
which both p53- and pRb-associated pathways are intact, (ii)

HCT116 p21-/- cells which differ from the parental HCT116
cells by deletion of the p21 gene (17) encoding a broad
inhibitor of CDKs, (iii) Huh7 liver cancer cells which express
mutant p53 and wild-type pRb protein (20), (iv) H1299 lung
cancer cells which contain a deletion of the p53 gene and
express wild-type pRb protein (21), and (v) human papillo-
mavirus (HPV)-type 16 positive SiHa or HPV18-positive HeLa
cells, in which both the p53 and pRb pathways are impaired
because of the activities of the HPV E6 and E7 oncogenes (22).

Over a period of four days, cell count analyses revealed that
the growth of all cell lines was efficiently blocked by FK778
treatment, irrespective of their p53 or pRb status (Fig. 1).
Morphological inspections, chromatin staining with diamidino-
2-phenylindole (DAPI), or terminal deoxynucleotidyl trans-
ferase-mediated dUTP nick end labelling (TUNEL) assays
did not provide any evidence for apoptosis induction upon
FK778 treatment (data not shown).

Differential cell cycle responses of FK778-treated cells.
Fluorescence-activated cell sorting (FACS) analyses were
performed in order to obtain insight into the mechanism of
FK778-mediated growth inhibition. HCT116 cells exhibited
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Figure 1. Growth inhibition of cells with differing p53 and pRb status by
FK778. Cells were treated with 30 μg FK778 (rectangles) or control-treated
with DMSO (triangles), for up to 4 days. Cell numbers were determined by
CASY counter analysis. Indicated is the fold increase in cell numbers at the
indicated time points, initial cell numbers (time point 0) were set at 1.0. 
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a profound arrest in the G1 phase of the cell cycle following
FK778 treatment, as revealed by a substantial increase in G1
phase and decrease in S phase populations (Fig. 2). This effect
was reversible by adding uridine (Fig. 2) which supplies cells
with pyrimidine via salvage pathways (1). 

FK778 treatment did not induce G1-arrest in HCT116 p21-/-

cells, indicating that the G1 arrest of the parental HCT116
cells is mediated by p21. Rather, HCT116 p21-/- cells treated
with FK778 accumulated in the S phase (Fig. 2). This effect
was also reversible by addition of uridine.

Similar to HCT116 cells, Huh-7 cells (Fig. 2) or RKO
colon cancer cells (data not shown) also exhibited efficient G1
arrest upon FK778 treatment.

In contrast, U2OS osteosarcoma cells which express wild-
type p53 but exhibit pRb dysregulation (23), H1299 lung
cancer cells, and all three investigated HPV-positive cervical
cancer cell lines, HeLa, SiHa, and CaSki, accumulated in the
S-phase, following FK778 treatment. 

Taken together, these results indicate that FK778 induces
either G1 arrest or S phase accumulation, depending on the
cellular background. 

Differential modulation of growth-regulatory factors by
FK778. To further explore the differential cellular responses
towards FK778, the expression of a panel of growth-regulatory
factors was analyzed upon FK778 treatment. 

In HCT116 cells, exhibiting G1 arrest (Fig. 2), treatment
with FK778 induced a clear reduction in phosphorylated pRb

protein, at maintained overall pRb levels (Fig. 3A). This
indicates that FK778 increases the amount of hypophos-
phorylated pRb which acts as an inhibitor of G1/S progression
(16), in line with the data from the cell cycle analyses of
HCT116 cells (Fig. 2). Addition of uridine reverted the effect
of FK778 on pRb phosphorylation (Fig. 3A).

On the contrary, no reduction in phosphorylated pRb levels
was observed in p21-deficient HCT116 p21-/- cells. This
indicates that the increase in hypophosphorylated pRb in the
parental HCT116 cells is caused by p21.

Since p21 is transcriptionally activated by p53, we next
analyzed the effect of FK778 on p53 and p21 expression. The
levels of p53 increased both in parental HCT116 cells and the
HCT116 p21-/- variants (Fig. 3A). This was linked to a clear
increase in p21 protein levels in HCT116 cells whereas p21
expression was absent in HCT116 p21-/- cells.

As observed for HCT116 cells, other cells exhibiting G1
arrest upon FK778 treatment (Huh7, RKO) also showed a
reduction in phosphorylated pRb protein, at maintained
overall pRb levels, indicating an increase in hypophos-
phorylated pRb concentrations (Fig. 3A). As in HCT116
cells, this was linked to an increase of p53 and p21 levels in
RKO cells. In contrast, Huh7 cells, which express mutant
p53, did not increase p53 amounts in response to FK778, and
p21 protein levels stayed below the detection limit. Thus, in the
latter cells, the increase in hypophosphorylated pRb does not
appear to be linked to activation of the p53/p21 cascade.
Since cyclins mediate phosphorylation of pRb (16), we
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Figure 2. Cell cycle analysis of cells with differing p53 and pRb status, following FK778 treatment. Cells were either control-treated with DMSO solvent,
treated with 30 μg/ml FK778, or treated with 30 μg/ml FK778 plus 100 μM uridine. Cell cycle distribution was determined by FACS analysis and percentages
of cells in G1, S, or G2 phases are indicated. All measurements were repeated at least three times in independent experiments and yielded consistent results.
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included analyses of cyclin D, E, and A expression. As shown
in Fig. 3A, treatment of Huh7 cells with FK778 resulted in a
clear reduction in cyclin D expression levels, providing a
possible explanation for the reduction of phosphorylated pRb.

In contrast to G1-arrested cells, all cell lines responding to
FK778 treatment with S phase accumulation did not exhibit a
reduction in phosphorylated pRb. Rather, H1299, SiHa, CaSki,
and HeLa cells showed an increase in phosphorylated pRb
concentrations (Fig. 3A). This effect was associated with
increased expression of different cyclins. 

Taken together, these results demonstrate that the cell cycle
phase associated with FK778-induced growth arrest can differ
in a cell-specific manner and is ultimately linked to the phos-
phorylation status of pRb. 

FK778 does not exert antiviral effects on HPV E7 expression.
FK778 and/or its parental compound, leflunomide, exert
antiviral effects against different viruses associated with
transplantation complications (1). The effect of FK778 on
HPV activity is unknown. In light of the growth-inhibitory
effects of FK778 on both HPV16- and 18-positive cells and the
fact that the chromosomally integrated viral E7 gene is a crucial
activator of cellular proliferation (22), we investigated whether

FK778 may modulate E7 expression during growth inhibition
of HPV-positive cancer cells. 

Immunoblot analyses of HPV16-positive SiHa and HPV18-
positive HeLa cells showed that FK778 treatment did not alter
E7 concentrations (Fig. 3B). Likewise, p16 levels, representing
a surrogate HPV marker which correlates with expression of
HPV E7 (24), were not affected (Fig. 3B). Thus, these experi-
ments do not provide evidence that FK778 blocks growth of
HPV-positive cells by exerting antiviral activities. 

Discussion

The results of this study showed that FK778 acts as a broad and
efficient inhibitor of cell proliferation. However, the underlying
antiproliferative mechanisms differ depending on the cellular
context, and are intimately linked to the phosphorylation status
of pRb. Specifically, cells which contain a functional p53/p21
cascade or which are able to prevent phosphorylation of pRb
by p53/p21-independent pathways, arrest in the G1 phase of the
cell cycle. On the contrary, cells in which the p53/p21 cascade
is disturbed or in which pRb function is impaired, proceed
through the G1/S phase checkpoint and accumulate in the S
phase of the cell cycle. Both cellular responses are likely to be
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Figure 3. Expression of growth-regulatory proteins following FK778 treatment. (A) Cells were either control-treated with DMSO, treated with 30 μg/ml
FK778, or treated with 30 μg/ml FK778 plus 100 μM uridine, and subsequently analyzed by immunoblotting. pRb, detection of total pRb protein; P-pRb,
detection of phosphorylated pRb; tubulin, loading control. (B) FK778 does not modulate HPV16 and HPV18 E7 expression. Analysis of HPV E7 and cellular
p16 protein expression upon FK778 treatment. Western blot analysis of HPV16-positive SiHa and HPV18-positive HeLa cells, either control-treated with DMSO
or treated with 30 μg FK778. Tubulin, loading control. All analyses were repeated at least three times in independent experiments and yielded consistent results.
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caused by the depletion of pyrimidines via FK778-mediated
inhibtion of DHODH, since they were reversible by adding
uridine which supplies cells with pyrimidine via salvage
pathways (1).

Comparative analyses of HCT116 and HCT116 p21-/-

cells indicate that the p21 gene is a critical mediator of FK778-
induced G1 arrest. The p21 protein acts as a broad inhibitor of
G1 cyclin/CDK complexes, thereby inhibiting pRb phospho-
rylation and G1/S progression (25). Expression of the p21
gene is transcriptionally activated by the p53 protein (26)
which itself can act as a sensor of intracellular ribonucleotide
depletion (15). Thus, these findings are consistent with a
model in which the p53/p21 cascade is induced upon FK778-
mediated ribonucleotide depletion, ultimately resulting in
pRb hypophosphorylation and G1 arrest. Notably, the results
in Huh7 cells suggest that cells can alternatively prevent
phosphorylation of pRb and induce G1 arrest, in response to
FK778 treatment, via pathways which are independent of the
p53/p21 cascade. These cells express mutant p53 and their p21
protein levels stayed below the detection limit. Since cyclin D
concentrations were markedly reduced upon FK778 treatment
in Huh7 cells, it is conceivable that the reduction of phospho-
rylated pRb in these cells could be a consequence of decreased
activity of cyclin D/CDK complexes. 

In contrast, FK778 treatment of cells with impaired pRb
function led to S phase accumulation. This was observed in
HCT116 p21-/- cells in which pRb is dysregulated because of
the lack of p21. The p21 null status of HCT116 p21-/- cells
also provides an explanation for their substantially higher
overall pRb levels when compared with parental HCT116
cells, since p21 mediates proteolytic degradation of pRb (27).
Accumulation in S phase was also observed for HPV-positive
cancer cells in which pRb activity is blocked by the viral E7
oncoprotein (22). The amounts of phosphorylated pRB
increased in HPV-positive cells following FK778 treatment,
which was associated with increased expression of cyclin A
and/or E. Similarly, H1299 cells which are p53-negative and
do not express detectable p21 levels, showed increased
amounts of hyperphosphorylated pRb linked to increased
cyclin A and D expression. Conceivably, increased expression
of cyclins provide a pathway to increase pRb phosphorylation.
Finally, U2OS cells, which due to an unknown defect are
unable to generate active, hypophosphorylated pRb (23), also
accumulated in the S phase of the cell cycle, following
FK778 treatment.

FK778, as well as other MNAs, exert antiviral effects, in
addition to their immunosuppressive activities. Affected viruses
include CMV (7,28), herpes simplex virus-1 (29), different
polyomaviruses (1,30), and human immunodeficiency virus-1
(31). In view of the fact that infections with these virus types
represent important complications in transplantation medicine,
the reported antiviral activities of MNAs are suggested to
provide important additional benefit for transplant recipients
(1). 

HPV16- and 18-associated cancers, such as anogenital and
oropharyngeal carcinomas, represent clinically relevant com-
plications in transplant recipients (32). Since the proliferation
of HPV-positive cancer cells is critically dependent on the
activities of the HPV E7 oncogene which overrides normal
G1/S control (22), we tested possible effects of FK778 on E7

expression. We did not observe a significant effect of FK778
on E7 protein expression in cervical cancer cells at conditions
where cell proliferation is markedly inhibited. In addition,
p16 levels, which correlate with HPV E7 activities (24), were
not affected in HPV-positive cancer cells by FK778 treatment.
Thus, our investigations do not provide evidence for an anti-
viral effect of FK778 on HPV E7 expression.

Taken together, the results of this study indicate at least
three possible antiproliferative pathways which are induced
with FK778 treatment. First, in cells containing functional
p53 and pRb pathways (HCT116, RKO), depletion of ribo-
nucleotides through DHODH inhibition will activate p53 and,
consequently, stimulate p21 expression. In turn, the amounts
of hypophosphorylated pRb will be increased by p21-mediated
inhibition of CDKs, ultimately leading to G1 arrest. This
scenario is also compatible with the growth-inhibitory effects
reported for MNA-treated primary cells which also arrested in
the G1 phase of the cell cycle (33). Second, the response of
Huh7 cells indicate that some cells with an impaired p53/p21
cascade can alternatively reduce pRb phosphorylation by
decreasing expression of cyclins, such as cyclin D, which will
also result in G1 arrest. Third, cells which are unable to
decrease pRb phosphorylation will pass the G1/S phase and
accumulate in the S phase due to the depletion of ribo-
nucleotide precursors. In this group, the dysregulation of pRb
can be caused by different mechanisms which are not mutually
exclusive: (i) the antagonistic activity of the viral E7 onco-
protein (HPV-positive cancer cells), (ii) increased expression
of cyclins leading to pRb phosphorylation and inactivation
(H1299, HPV-positive cancer cells), or (iii) the inability to
accumulate hypophosphorylated pRb (U2OS).  

Acknowledgements

We thank Julia Bulkescher for the expert technical assistance.
We are indebted to Dr Bert Vogelstein for providing HCT116
and HCT116 p21-/- cells, and to Dr Martin Müller for the
anti-16 E7 antibody. This work was supported by a grant from
Astellas Pharma, Munich, Germany.

References

1. Kaplan MJ: FK-778 Astellas. Curr Opin Invest Drugs 6: 526-536,
2005.

2. Kaltwasser JP and Behrens F: Leflunomide: long-term clinical
experience and new uses. Expert Opin Pharmacother 5: 787-801,
2005. 

3. Schrepfer S, Deuse T, Koch-Nolte F, Krieger T, Haddad M,
Schäfer H, Pelletier MP, et al: FK778 in experimental xeno-
transplantation: a detailed analysis of drug efficacy. J Heart Lung
Transplant 26: 70-77, 2007.

4. Vanrenterghem Y, van Hoff JP, Klinger M, Wlodarczyk Z,
Squifflet JP, Mourad G, Neuhaus P, et al: The effects of FK778
in combination with tacrolimus and steroids: a phase II multi-
center study in renal transplant patients. Transplantation 78: 9-14,
2004.

5. Williamson RA, Yea CM, Robson PA, Curnock AP, Gadher S,
Hambleton AB, Woodward K, Bruneau JM, et al: Dihydro-
orotate dehydrogenase is a high affinity binding protein for A77
1726 and mediator of a range of biological effects of the
immunomodulatory compound. J Biol Chem 270: 22467-22472,
1995.

6. Zeng H, Waldman WJ, Yin DP, Knight DA, Shen J, Ma L,
Meister GT, et al: Mechanistic study of malononitrileamide
FK778 in cardiac transplantation and CMV infection in rats.
Transplantation 79: 17-22, 2005.

INTERNATIONAL JOURNAL OF MOLECULAR MEDICINE  23:  415-420,  2009 419

415-420  30/1/2009  03:59 ÌÌ  Page 419



7. Evers DL, Wang X, Huong SM, Andreoni KA and Huang ES:
Inhibition of human cytomegalovirus signaling and replication by
the immunosuppressant FK778. Antiviral Res 65: 1-12, 2005.

8. Schrepfer S, Deuse T, Sultan KR, Haddad M, Böger R, Münzel T,
Schäfer H, et al: Inhibition of restenosis development after
mechanical injury: a new field of application for malono-
nitrilamides? Cardiology 108: 128-137, 2007.

9. Schrepfer S, Deuse T, Koch-Nolte F, Detter C and
Reichenspurner H: FK778: new cellular and molecular
mechanisms of action. Transplant Proc 38: 757-761, 2006.

10. Deuse T, Hoyt G, Koyanagi T, Robbins RC and Schrepfer S:
Prevention and inhibition but not reversion of chronic allograft
vasculopathy by FK778. Transplantation 85: 870-877, 2008.

11. Rintala JM, Savikko J, Rintala SE and von Willebrand E:
FK778 ameliorates post-transplant expression of fibrogenic
growth factors and development of chronic rejection changes in
rat kidney allografts. Nephrol Dial Transplant 23: 3446-3455,
2008.

12. Lutz J, Huang H, Deng M, Wagner B, Roos M, Schmaderer C,
Strobl M and Heemann U: The effect of FK778 on the progression
of chronic allograft nephropathy in a rat model. Transplantation
83: 741-746, 2007.

13. Deuse T, Schrepfer S, Koch-Nolte F, Haddad M, Schwedhelm E,
Böger R, Schäfer H, et al: FK778 and tacrolimus prevent the
development of obliterative airway disease after heterotopic rat
tracheal transplantation. J Heart Lung Transplant 24: 1844-1854,
2005.

14. Vousden KH and Lane DP: p53 in health and disease. Nat Rev
Mol Cell Biol 8: 275-283, 2007.

15. Linke SP, Clarkin KC, Di Leonardo A, Tsou A and Wahl GM:
A reversible, p53-dependent G0/G1 cell cycle arrest induced by
ribonucleotide depletion in the absence of detectable DNA
damage. Genes Dev 10: 934-947, 1996.

16. Harbour JW and Dean DC: Rb function in cell-cycle regulation
and apoptosis. Nat Cell Biol 2: E65-E67, 2000.

17. Yu J, Wang Z, Kinzler KW, Vogelstein B and Zhang L: PUMA
mediates the apoptotic response to p53 in colorectal cancer
cells. Proc Natl Acad Sci USA 100: 1931-1936, 2003.

18. Butz K, Geisen C, Ullmann A, Zentgraf H and Hoppe-Seyler F:
Uncoupling of p21WAF1/CIP1/SDI1 mRNA and protein expres-
sion upon genotoxic stress. Oncogene 17: 781-787, 1998.

19. Butz K, Ristriani T, Hengstermann A, Denk C, Scheffner M and
Hoppe-Seyler F: siRNA targeting of the viral E6 oncogene
efficiently kills human papillomavirus-positive cancer cells.
Oncogene 22: 5938-5945, 2003.

20. Hsu IC, Tokiwa T, Bennett W, Metcalf RA, Welsh JA, Sun T
and Harris CC: p53 gene mutation and integrated hepatitis B
viral DNA sequences in human liver cancer cell lines.
Carcinogenesis 14: 987-992, 1993.

21. Bodner SM, Minna JD, Jensen SM, D'Amico D, Carbone D,
Mitsudomi T, Fedorko J, et al: Expression of mutant p53
proteins in lung cancer correlates with the class of p53 gene
mutation. Oncogene 7: 743-749, 1992.

22. Münger K, Baldwin A, Edwards KM, Hayakawam H, Nguyen CL,
Owens M, Grace M, et al: Mechanisms of human papilloma-
virus-induced oncogenesis. J Virol 78: 11451-11460, 2004.

23. Broceño C, Wilkie S and Mittnacht S: RB activation defect in
tumor cell lines. Proc Natl Acad Sci USA 99: 14200-14205, 2002.

24. Klaes R, Friedrich T, Spitkovsky D, Ridder R, Rudy W, Petry U,
Dallenbach-Hellweg G, et al: Overexpression of p16(INK4A)
as a specific marker for dysplastic and neoplastic epithelial cells
of the cervix uteri. Int J Cancer 92: 276-284, 2001.

25. Brugarolas J, Moberg K, Boyd SD, Taya Y, Jacks T and Lees JA:
Inhibition of cyclin-dependent kinase 2 by p21 is necessary for
retinoblastoma protein-mediated G1 arrest after gamma-
irradiation. Proc Natl Acad Sci USA 96: 1002-1007, 1999.

26. El-Deiry WS, Tokino T, Velculescu VE, Levy DB, Parsons R,
Trent JM, Lin D et al: WAF1, a potential mediator of p53 tumor
suppression. Cell 75: 817-825, 1993.

27. Broude EV, Swift ME, Vivo C, Chang BD, Davis BM,
Kalurupalle S, Blagosklonny MV, et al: p21(Waf1/Cip1/Sdi1)
mediates retinoblastoma protein degradation. Oncogene 26:
6954-6958, 2007.

28. Waldman WJ, Knight DA, Lurain NS, Miller DM, Sedmak DD,
Williams JW and Chong AS: Novel mechanism of inhibition of
cytomegalovirus by the experimental immunosuppressive agent
leflunomide. Transplantation 68: 814-825, 1999.

29. Knight DA, Hejmanowski AQ, Dierksheide JE, Williams JW,
Chong AS and Waldman WJ: Inhibition of herpes simplex virus
type 1 by the experimental immunosuppressive agent leflunomide.
Transplantation 71: 170-174, 2001.

30. Josephson MA, Williams JW, Chandraker A and Randhawa PS:
Polyoma-virus associated nephropathy: update on antiviral
strategies. Transpl Infect Dis 8: 95-101, 2006.

31. Schläpfer E, Fischer M, Ott P and Speck RF: Anti-HIV-1
activity of leflunomide: a comparison with mycophenolic acid
and hydroxyurea. AIDS 17: 1613-1620, 2003.

32. Adami J, Gäbel H, Lindelöf B, Ekström K, Rydh B, Glimelius B,
Ekbom A, et al: Cancer risk following organ transplantation: a
nationwide cohort study in Sweden. Br J Cancer 89: 1221-1227,
2003.

33. Fox RI, Herrmann ML, Frangou CG, Wahl GM, Morris RE,
Strand V and Kirschbaum BJ: Mechanism of action for
leflunomide in rheumatoid arthritis. Clin Immunol 93: 198-208,
1999.

HOPPE-SEYLER et al:  GROWTH INHIBITION BY FK778420

415-420  30/1/2009  03:59 ÌÌ  Page 420


