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ABSTRACT Wild-type p53 acts as a tumor suppressor
gene by protecting cells from deleterious effects of genotoxic
agents through the induction of a G1/S arrest or apoptosis as
a response to DNA damage. Transforming proteins of several
oncogenic DNA viruses inactivate tumor suppressor activity of
p53 by blocking this cellular response. To test whether hep-
atitis B virus displays a similar effect, we studied the p53-
mediated cellular response to DNA damage in 2215 hepatoma
cells with replicative hepatitis B virus. We demonstrate that
hepatitis B virus replication does not interfere with known
cellular functions of p53 protein.

Transforming proteins of several DNA tumor viruses specif-
ically interact with p53 protein. The large T antigen of simian
virus 40, the E1B 55-kDa protein of adenovirus, and the E6
protein of human papillomavirus all bind p53 and presumably
alter its regulation of cellular proliferation (1-4). Since p53 is
a tumor suppressor gene that is inactivated in most human
tumors, its possible inactivation by certain viral proteins is
considered to be one of the key mechanisms by which DNA
tumor viruses are able to transform normal cells (5). The best
known example of such a mechanism is the inactivation of p53
in cervical epithelial cells by the E6 protein of human papil-
lomavirus types 16 and 18 (6). The p53 protein acts as a
sequence-specific transcriptional regulator (7, 8). Its tumor
suppressor role has been recently linked to its cell cycle check-
point function during the cellular response to DNA damage (9,
10). E6 protein is able to abrogate p53-mediated transcrip-
tional regulation (11). The expression of E6 protein also
disrupts the p53-mediated cellular response to DNA damage
(12).

Hepatitis B virus (HBV) is a small DNA virus implicated in
the etiology of hepatocellular carcinoma (13). This virus that
infects primarily hepatocytes is the major risk factor associated
with hepatocellular carcinoma (14, 15). HBV has no acute
transforming activity, but it has been found to be integrated
into host genome in most HBV-related hepatocellular carci-
nomas (13, 16). Integrated viral DNA sequences might act in
cis to modify host gene expression or encode viral proteins that
may interfere with normal cellular functions either directly or
indirectly. Accordingly, the inactivation of cellular proteins by
viral proteins has been proposed as a potential mechanism of
malignant transformation of hepatocytes byHBV (17). Recent
studies have shown that the X protein ofHBV (HBX) binds to
cellular p53 (18, 19) and, in vitro, inhibits p53 sequence-specific
DNA binding, p53 transcriptional activity, and its association
with the transcriptional factor ERCC3. Based on these data, it
has been suggested that HBV may affect a wide range of p53
functions (19). Since p53 plays a key role in maintenance of the
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integrity of the genome, such a mechanism of p53 inactivation
would establish a direct link between HBV infection and the
malignant transformation of hepatocytes. However, the con-
clusions of previous studies were mainly based on in vitro
conditions that may not exactly reproduce the replicative viral
production in the cellular context. We report here our studies
on wild-type p53 activity in 2215 cells that reproduce all the
conditions of HBV replication and show that HBV replication
in these cells does not interfere with the known functions of
p53 protein.

MATERIALS AND METHODS
Cell Cultures and Treatments. Human hepatoma cell lines

HepG2, 2215, Hep3B, Mahlavu, PLC/PRF/5, SK-Hep-1, and
HuH7 (see ref. 20) were maintained in Eagle's minimal es-
sential medium supplemented with 10% fetal calf serum. The
2215 cell line was obtained by Sells et al. (21) after transfection
of HepG2 with a plasmid carrying two head-to-tail dimers of
HBV in a head-to-tail orientation. The cell line produces high
levels of HBe and HBs antigens. HBV-specific particles mor-
phologically identical to infectious Dane particles are detected
in conditioned growth medium of 2215 cells (21, 22). This cell
line was grown in the presence of neomycin (0.5 mg/ml) to
maintain integrated HBV sequences. However, all experi-
ments were performed in neomycin-free medium in order to
keep the same growth conditions with the HepG2 cell line.
Radiation treatments were delivered by a high-energy x-irra-
diator (5 or 10 MV) at -3 Gy/min. Cells were treated with the
chemotherapeutic agent doxorubicin (Adriamycin) at a con-
centration of 0.2 ,ug/ml for 0-48 h at 37°C. For UV treat-
ments, cell culture medium was removed just before irradiation
in a Spectrolinker XL1000 (Spectronics, Westbury, NY; peak
emission at 254 nm), fresh medium was added, and cells were
grown under standard culture conditions.
Western Blot Analysis. Cell lysates adjusted to an equal

amount of proteins (100 ,g) were harvested in sample loading
buffer, separated by SDS/PAGE and transferred to a poly-
(vinylidene difluoride) Immobilon membrane. Immunodetec-
tion of p53 was performed with HR231 and PAb122 mono-
clonal antibodies (23, 24). p53 was detected with a murine
peroxidase-conjugated antibody and enhanced-chemilumines-
cence detection reagent (Amersham).

Plasmids and Transfections. The vector pC53SN3 is a hu-
man wild-type p53 expression vector under the control of the
strong cytomegalovirus promoter/enhancer (25). The plasmid
pHVB-HTD allowing the expression of replicative forms of
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HBV was described by Blum et al. (kindly provided by H.
Blum; ref. 26). The reporter plasmid pRGCAFos lacZ contains
two copies of the RGC-p53 binding fragment in head-to-head
orientation upstream of a minimal fos promoter that controls
expression of the bacterial lacZ gene to produce 3-galactosi-
dase protein (kindly provided by T. Frebourg; ref. 27). Cells
were plated at 70% confluence in 100-mm2 dishes and trans-
fected with 10 jig of plasmid DNA as described (28). The
f3-galactosidase activity of transfected cells was analyzed, 72 h
after DNA transfection, either by in situ staining or after cell
lysis as described (27).
Northern Blot Analysis. Total cellular RNA was extracted

by the guanidium isothiocyanate/phenol/chloroform extrac-
tion procedure as described (28). RNA samples (20 gg) were
separated by electrophoresis through agarose gel and trans-
ferred to nylon membranes (Hybond-N; Amersham). Mem-
branes were hybridized with a 561-bp 32P-labeled CIPl/WAF1
cDNA. The p2lcIPl/wAF1 cDNA was obtained from a normal
lymphoblastoid cell line by PCR amplification performed by
using primers 5'-CCGAGGATCCGAGGCACTCAGAGGA-
G-3' and 5'-CGCGGATCCAGGACTGCAGGCTTCCT-3'
(29). The PCR product was cloned in the pCRII plasmid (In-
vitrogen).
Thymidine Incorporation. The proliferation of HepG2 and

2215 cell lines was evaluated by [3H]thymidine incorporation
assays. At appropriate times of culture, cells were incubated
with 0.5 ,uCi (1 Ci = 37 GBq) of [3H]thymidine for 2 h at 37°C.
After two washes, cells were solubilized and specific incorpo-
ration was evaluated with a liquid scintillation counter (Beck-
man). Each experiment was performed in triplicate.

RESULTS
p53 Response to DNA Damage in Human Hepatocellular

Carcinoma (HCC) Cell Lines. p53 levels were studied in four
different HCC cell lines (HepG2, SK-Hep-1, Huh-7, and
Mahlavu) after exposure to genotoxic agents. As reported
previously, HepG2 and SK-Hep-1 display wild-type sequences
within the evolutionarily conserved region of p53 (20, 30). In
HepG2 cells, two alleles differ from each other by a polymor-
phism at codon 72, which encodes alternatively for an arginine
or a proline (data not shown). Consequently, p53 protein
detected in this cell line migrates as a double band, each
representing one allele (see Fig. 4). The Mahlavu cell line
obtained from a Mozambican patient displays a homozygous
mutation at codon 249 (AGG -> AGT) and expresses the
mutant p53-249ser protein (20, 31). The Huh-7 cell line also
displays a homozygous mutation located at codon 220 (Phe -+

Cys; described in ref. 30). The p53 protein encoded by this
mutant p53 allele displays an increased half-life, like many
other mutant p53 proteins (20, 32). The four cell lines were
first exposed to increasing doses of UV, and p53 protein levels
were measured after 18 h of culture. As shown in Fig. 1A, two
types of response were observed. There was a dose-dependent
accumulation of p53 in HepG2 and SK-Hep-1 cells. The max-
imum was reached with aUV dose of 50 J/m2. Thereafter, p53
levels decreased, probably as a result of nonspecific toxicity of
the high UV dose. In contrast, under the same conditions,
Huh-7 (data not shown) and Mahlavu cells (Fig. 1A) did not
show a significant increase after exposure to UV. We next
compared the response of HepG2 and Huh-7 cells to x-
irradiation (Fig. 1B). After exposure to 10 Gy of x-rays, p53
protein levels increased in HepG2 cells, but there was no
detectable change in Huh-7 cells. Taken together, these ob-
servations indicate that HCC cell lines with a wild-type p53 are
able to respond to different types of DNA damage, whereas
HCC cell lines with mutant p53 have lost this ability. HepG2
cells are well differentiated hepatoma cells, while SK-Hep-1
cells are undifferentiated. Thus, the HepG2 cell line appears
to be a good model for the study ofp53 function in hepatocytes.
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FIG. 1. p53 response to DNA damage in human HCC cell lines. (A)
Dose-dependent accumulation of wild-type p53 in HepG2 and SK-
Hep-1 cells after irradiation with UV-C. Note the absence of accu-
mulation of mutant p53-249ser protein in the Mahlavu cell line. (B)
Accumulation of p53 in HepG2 (wild-type p53) but not in Huh-7
(p53-22OCys) cells after irradiation with ionizing radiation at a dose of
10 Gy. Exponentially growing cells were irradiated with a UV-C lamp
(peak emission at 254 nm) and tested for p53 protein by Western
blotting (with HR231 monoclonal antibody) after 18 h of culture.
Exposure to ionizing radiation was carried out with a high-energy
x-irradiator (5 or 10 MV) at -3 Gy/min and cells were tested 3 h after
treatment.

Several years ago, Sells et al. (21) developed an experimental
model of HBV replication by introducing multiple tandem
copies of HBV DNA into HepG2 cells. A clone named 2215
(described as 2.2.15) was selected on the basis of stable ex-
pression ofHBs antigen. This clone was also shown to produce
and secrete infectious viral particles into the culture medium.
To study whether HBV replication is able to affect known
cellular functions ofwild-type p53 protein, we further analyzed
2215 cells.
Comparative Analysis ofHBV and Cellular p53 Expression

in HepG2 and 2215 Cells. The status of HBV was studied in
2215 cells and compared to parental HepG2 cells. As expected,
clone 2215 used for this study secreted immunoreactive HBs
antigen into the growth medium (data not shown). HBV-
encoded transcripts were next studied by Northern blotting. As
shown in Fig. 2, the 2215 clone expressed multiple HBV
transcripts as well as characteristic forms of pregenomic RNA.
The same pattern was observed after transfection in the hepa-
tocarcinoma cell line Hep3B of a HBV expression vector
allowing the production of replicative HBV particles (26).
We also studied the status of the p53 gene in 2215 cells.

These cells do not display detectable aberration in exons 5-8
of the p53 gene, as reported previously (20). Human cancer cell
lines that display the p53 mutation were shown to lose the
wild-type p53 allele. As described above, the parental HepG2
cells display a polymorphism of p53 that causes the expression
of two types of p53 polypeptides differing from each other by
a difference of migration on SDS/polyacrylamide gels. Based
on this characteristic, both HepG2 and 2215 cells express two
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FIG. 2. HBV in HepG2 and 2215 cells. (Left) HBV-encoded tran-
scripts were tested by Northern blot analysis of total RNA from
different HCC cell lines. Note the presence of multiple transcripts and
pregenomic RNA intermediates in 2215 cells as well as in Hep3B cells
after transfection of a HBV expression vector. The major transcript
detected in PLC/PRF/5 cells represents transcripts encoding surface
antigen (33). This cell line does not produce replicating HBV. (Right)
HBV-encoded transcripts tested by Northern blotting analysis of total
RNA from a Hep3B cell line after transfection of a HBV expression
vector (HBV) allowing production of replicative HBV particles or a
p53 expression vector (pC53SN) used as control.

alleles of the p53 gene as manifested by the migration of p53
protein as a doublet on Western immunoblots (data not shown;
see Fig. 4). To further analyze the status of p53 in these cells,
a functional assay was carried out. The transcriptional activity
of endogenous p53 was tested in HepG2 and 2215 cells after
transfection of the plasmid pRGCAFos lacZ by the phosphate
calcium procedure. This reporter plasmid contains the RGC-
p53 binding fragment upstream of a minimalfos promoter that
controls expression of the bacterial lacZ gene to produce the
f-galactosidase protein (27). Mutant forms of p53 found in
different cancers are unable to drive the expression of ,-ga-
lactosidase from this wild-type p53-responsive plasmid (27). In
the presence of wild-type p53, there is a stimulation of 1-ga-
lactosidase activity that can be revealed by an enzymatic re-
action. As shown in Fig. 3, this functional assay demonstrates
that endogenous p53 in both HepG2 and 2215 cells displays a
similar wild-type activity. In contrast, endogenous mutant
protein of Huh-7 cells is devoid of such transcriptional activity
(data not shown).
Comparative Analysis of p53 Response to DNA Damage in

HepG2 and 2215 Cells. Studies during the past 3 years have
made it possible to link the cellular function(s) ofwild-type p53
to the adaptive cellular response to DNA damage (9). Wild-
type p53 protein participates in the cellular response to DNA
damage induced by a variety of genotoxic agents such as
ionizing radiation, DNA-alkylating agents, and chemothera-
peutic drugs (9, 10). These agents create DNA lesions leading
to DNA strand scissions either directly (e.g., ionizing radia-
tion) or indirectly (e.g., topoisomerase inhibitors) during the
repair process itself (34, 35). DNA strand breaks appear to be
a necessary start signal for p53 activation. The protein gains
increased stability by a posttranslational mechanism and ac-
cumulates in the nuclei of damaged cells (36, 37). Mutant
forms of p53 do not display such an accumulation in response
to DNA damage (9, 10). It has also been shown that E6 protein
of human papillomaviruses disrupts the inducibility of wild-
type p53 by genotoxic agents (12). To determine whether the
induction of p53 by DNA-damaging agents is also disrupted in
the presence of replicating HBV, we compared the responses
of HepG2 and 2215 cells to ionizing radiation, doxorubicin,
and UV light exposure. As shown in Fig. 4, all three DNA-
damaging agents were able to induce p53 accumulation in
HepG2 as well as in 2215 cells. The amplitude and the kinetics
of p53 accumulation were similar in the two cell lines. Thus, it
appears that the presence of replicating HBV in 2215 cells has
no detectable effect on the activation of wild-type p53 after
exposure to DNA-damaging agents.
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FIG. 3. Analysis of transcriptional activity of endogenous p53 in
HepG2 and 2215 cells. (A) ,3-Galactosidase activity 72 h after transient
transfection of the pRGCAFosLacZ plasmid. Activity was analyzed by
in situ staining. Dark cells demonstrate p53 transcriptional activity in
transfected cells. (B) f-Galactosidase activity as measured on a spec-
trophotometer at 420 nm after cell lysis and enzymatic reaction
performed with 25, 50, 100, and 200 ,ug of proteins. Four different
transfections were carried out. For each of them, the transfection
efficiency was determined. OD indicates calculated optical density for
1% efficiency. Vertical bars indicate SD.

The accumulation of p53 after exposure to genotoxic agents
constitutes the initial step of the wild-type p53 participation in
the cellular response to DNA damage. This accumulation of
wild-type p53 then triggers induction of p21cIPl/wAF1 expres-
sion (29). Cells with no wild-type p53 protein are unable to
induce the accumulation of p21cIPl/wAF1 after exposure to
DNA-damaging agents (29, 38). The p21cIP1/wAF1 protein has
been independently identified as a component of almost all
cyclin-dependent kinase (cdk) complexes (39, 40) as well as a
potent inhibitor of G1 cdks (41). p21CIPl/wAFl has also been
shown to inhibit directly in vitro DNA replication by interac-
tion with the proliferating cell nuclear antigen (42). Thus, p53
appears to participate in the response to DNA damage by
inducing expression of p21CIP1/wAF1, which blocks the entry of
cells into the DNA replication phase of the cell cycle. There-
fore, we were interested in determining whether HBV repli-
cation has any effect on the induction of p2lcIPl/wAF1 expres-
sion after p53 activation by DNA-damaging agents.

p21cIPl/w"Fi Expression and DNA Synthesis in HepG2 and
2215 Cells After Exposure to Doxorubicin. We analyzed the
transcript levels of p21cTPl/wAFl after activation of p53 by
doxorubicin-induced DNA damage. Northern blot analysis
showed that the expression of p21cIPl/wAFl was equally low in
both HepG2 and 2215 cells. However, the expression of
p21c1Pl/wAF1 was induced as early as 3 h after treatment of
both cell lines with doxorubicin (0.2 ,ug/ml) (Fig. 5). Maximum
induction was reached at 6 h and transcript levels remained
high for at least 24 h, coinciding with the kinetics of p53
accumulation (see Fig. 4B). We observed no major difference
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FIG. 4. Comparative analysis of p53 response to DNA damage in
HepG2 and 2215 cells. (A) Induction ofp53 levels in HepG2 (Left) and
2215 (Right) cells after irradiation with 6 Gy of ionizing radiation. (B)
Progressive accumulation of wild-type p53 in both HepG2 (Left) and
2215 (Right) cells when exposed to doxorubicin (0.2 ,ug/ml). At the
indicated times, cells were harvested for Western blot analysis (using
the HR231 monoclonal antibody) and compared with a parallel culture
of untreated cells (time 0).

between HepG2 and 2215 cells in terms of their ability to
induce p21CIPl/wAF1 levels in response to p53 activation.

Since p21CIP1/wAF1 inhibits the entry of cells into S phase of
DNA synthesis by inhibiting the activity of cyclin E/cdk2
complexes, we examined the ability of HepG2 and 2215 cells
to synthesize DNA in parallel to the study of p21CIPl/wAF1
expression. Fig. SB shows that exposure of both cell lines to
doxorubicin resulted in reversible inhibition of thymidine in-
corporation into DNA. The onset of this inhibition coincided
with induction of p2lcIPl/wAF1 transcripts in these cells. Thus,
in spite of higher basal levels of thymidine incorporation in
HepG2 cells, there was no significant difference in inhibition
ofDNA synthesis between the two cell lines after induction of
p53 and p2lcIP1/wAF1.

DISCUSSION
The p53 protein is a common target of transforming proteins
encoded by several viruses, including simian virus 40, adeno-
virus, and papillomavirus. In noninfected cells, p53 acts as a
transcriptional factor able to activate target genes through

B

specific p53-binding sites (7, 8). This activity has recently been
linked to the participation of p53 in a G1 checkpoint control
following DNA damage (43). Transforming proteins of onco-
genic DNA viruses are able to block cellular functions of p53
by abrogating its transcriptional activity (12, 44). A similar
mechanism has recently been proposed as a key event in the
malignant transformation of hepatocytes by HBV (18, 19).
However, the present data indicate that wild-type p53 activity
is not affected in 2215 cells, which produce HBV particles.
HBV DNA is carried in these cells as chromosomally inte-
grated sequences and episomally as relaxed circular, covalently
closed, and incomplete copies of the HBV genome (21). As
shown in Fig. 2, HBV transcripts produced in 2215 cells are
indistinguishable from those produced during natural infec-
tion. Our studies therefore indicate that p53 is able to trans-
activate a wild-type p53-responsive reporter gene during HBV
replication. We have also shown that all known steps of p53
participation in the cellular response to DNA-damaging agents
are not affected in 2215 cells. Indeed, alterations induced by
three different genotoxic agents (ionizing radiation, doxoru-
bicin, UV) are able to trigger p53 accumulation. More impor-
tantly, activated wild-type p53 is able to induce the expression
of p2lcIPl/wAF1 with a concomitant G1 arrest in these cells.
p21cIP1/wAF1 is an inhibitor of cyclin E-cdk2 complexes,
whose activity is required for the entry of cells from G1 into
S phase (29, 38). Taken together, these observations indicate
that the known cellular functions of p53 are not a primary
target of HBV. Thus, HBV may differ from other known
oncogenic DNA viruses studied to date.
Our findings appear to be in contradiction to recent reports

by Feitelson etal. (18) and Wang etal. (19). According to those
investigators, p53 and HBX form complexes both in vivo and
in vitro (18). Consequently, experimentally, HBX inhibits se-
quence-specific DNA binding of p53, p53-mediated transcrip-
tional activation, as well as in vitro association of p53 with
ERCC3, a general transcription factor involved in nucleotide
excision repair (19). However, there are some major differ-
ences between our experiments and those reported previously.
First, we studied p53 during HBV replication in order to
reproduce in vivo conditions of viral infection. Under these
conditions, the expression of HBX transcripts is low or unde-
tectable. In contrast, studies by Feitelson et al. (18) and Wang
et al. (19) focused on the interaction between p53 and HBX,
with HBX produced as a separate protein, in the absence of
any other viral activity. Furthermore, the experimental con-
ditions were different. We studied the activity of endogenous
p53 protein in its normal cellular context; the other studies
were conducted under in vitro or in vivo conditions with
exogenous expression vectors with strong promoters that allow
the production of very high quantities of both p53 and X
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FIG. 5. Comparative analysis of p53-mediated cellular response to DNA damage in HepG2 and 2215 cells. (A) Similar induction of the expression
of p21cIPl/wAF1 was observed in both cell lines when exposed to doxorubicin (0.2 ,ug/ml). (B) Inhibition of DNA [3H]thymidine incorporation into
cellular DNA in both HepG2 and 2215 cells exposed to doxorubicin. Note that maximum inhibition of DNA synthesis (6 h) coincides with onset
of induction of p21CIP/wAFl expression.
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transcripts at the cellular level. Under such conditions, some
weak protein-protein interactions might be observed.
p53 gene mutations are frequent only in aflatoxin-related

HCCs (31, 45, 46). In low-aflatoxin areas, mutation rates vary
between 13% and 33% (for review, see refs. 47 and 48). This
low frequency suggests that p53 might be inactivated by other
mechanisms, such as functional inactivation of the protein.
However, we observed no inhibition of p53 functions in cells
with replicative HBV. Viral replication occurs during acute
and chronic hepatitis. In HBV-related HCCs, the malignant
cells display integrated forms instead of free replicating forms
of the virus. In these cells, incomplete and rearranged forms
of integrated viral DNA sequences may encode full-length or
truncated forms of several viral proteins including HBV S
protein and HBX. It will be important to determine whether
such tumor-associated forms of HBV proteins are able to
interact with p53 protein functions.
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Health (CA-54567), Institut National de la Sante et de la Recherche
M6dicale (CJF 9302), and Comit6 D6partemental de l'Ain de la Ligue
de Lutte Contre le Cancer, France.

1. Lane, D. P. & Cawford, L. V. (1979) Nature (London) 278, 261-
263.

2. Linzler, D. I. & Levine, A. J. (1979) Cell 17, 43-52.
3. Sarnow, P., Ho, Y. S., Williams, J. & Levine, A. J. (1982) Cell 28,

387-394.
4. Dyson, N., Howley, P. M., Munger, K. & Harlow, E. (1989)

Science 243, 934-937.
5. Caron de Fromentel, C. & Soussi, T. (1992) Genes Chromosomes

Cancer 4, 1-15.
6. Scheffner, M., Werness, B. A., Huibregtse, J. M., Levine, A. J. &

Howley, P. M. (1990) Cell 63, 1129-1136.
7. El-Deiry, W. S., Kern, S. E., Pietenpol, J. A., Kinzler, K W. &

Vogelstein, B. (1992) Nat. Genet. 1, 45-49.
8. Funk, W. D., Park, D. T., Karas, R. H., Wright, W. E. & Shay,

J. W. (1992) Mol. Cell. Biol. 12, 2866-2871.
9. Kastan, M. B., Onyekwere, O., Sidranski, D., Vogelstein, B. &

Craig, R. W. (1991) Cancer Res. 51, 6304-6311.
10. Kastan, M. B., Zhan, Q., El-Deiry, W. S., Carrier, F., Jacks, T.,

Walsh, W. V., Plunkett, B. S., Vogelstein, B. & Fornace, A. J., Jr.
(1992) Cell 71, 587-597.

11. Vogelstein, B. & Kinzler, K. W. (1992) Cell 70, 523-526.
12. Kessis, T. D., Slebos, R. J., Nelson, W. G., Kastan, M. B., Plun-

kett, B. S., Han, S. M., Lorincz, A. T., Hedrick, L. & Cho, K R.
(1993) Proc. Natl. Acad. Sci. USA 90, 3988-3992.

13. Robinson, W. S., Klote, L. & Aoki, N. (1990) J. Med. ViroL 31,
18-32.

14. Ganem, D. & Varmus, H. E. (1987) Annu. Rev. Biochem. 56,
651-693.

15. International Agency for Research on Cancer (1994) IARC
Monogr. EvaL -Carcinog. Risks Hum. 59.

16. Matsubara, K (1991) in MolecularBiology ofHepatitis B Viruses,
ed. McLacchlan, A. (CRC, Boca Raton, FL), pp. 245-261.

17. Schirmacher, P., Rogler, C. E. & Dienes, H. P. (1993) Virchows
Arch. B 63, 71-89.

18. Feitelson, M. A., Zhu, M., Duan, L. & London, W. T. (1993)
Oncogene 8, 1109-1117.

19. Wang, X. W., Forrester, K, Yeh, H., Feitelson, M. A., Gu, J.-R.
& Harris, C. (1994) Proc. Natl. Acad. Sci. USA 91, 2230-2234.

20. Puisieux, A., Galvin, K., Troalen, F., Bressac, B., Margais, C.,
Galun, E., Ponchel, F., Yakicier, C., Ji, J. & Ozturk, M. (1993)
FASEB J. 7, 1407-1413.

21. Sells, M. A., Chen, M.-L. & Acs, G. (1987) Proc. Natl. Acad. Sci.
USA 84, 1005-1009.

22. Block, T. M., Lu, X., Platt, F. M., Foster, G. R., Gerlich, W. H.,
Blumberg, B. S. & Dwek, R. A. (1994) Proc. Natl. Acad. Sci. USA
91, 2235-2239.

23. Gurney, E. G., Harrison, R. 0. & Fenno, J. (1980) J. Virol. 34,
752-763.

24. Legros, Y., Lacabanne, V., d'Agay, M. F., Larsen, C. J., Pla, M.
& Soussi, T. (1993) Bull. Cancer 80, 102-110.

25. Baker, S. J., Markowitz, S., Fearon, E. R., Willson, J. K. V. &
Vogelstein, B. (1990) Science 249, 912-915.

26. Blum, H. E., Galun, E., Liang, T. J., Von Weizsacker, F. &
Wands, J. (1991) J. Virol. 65, 1836-1842.

27. Frebourg, T., Barbier, N., Kassel, J., Ng, Y.-S., Romero, P. &
Friend, S. (1992) Cancer Res. 52, 6976-6978.

28. Puisieux, A., Ponchel, F. & Ozturk, M. (1993) Oncogene 8,
487-490.

29. El-Deiry, W. S., Harper, J. W., O'Connor, P. M., Velculescu,
V. E., Canman, C. E., Jackman, J., Pietenpol, J. A., Burrell, M.,
Hill, D. E., Wang, Y., Wiman, K. G., Mercer, W. E., Kastan,
M. B., Kohn, K W., Elledge, S. J., Kinzler, K W. & Vogelstein,
B. (1994) Cancer Res. 54, 1169-1174.

30. Hsu, I. C., Tokiwa, T., Bennett, W., Metcalf, R. A., Welsh, J. A.,
Sun, T. & Harris, C. C. (1993) Carcinogenesis 14, 987-992.

31. Bressac, B., Kew, M., Wands, J. & Ozturk, M. (1991) Nature
(London) 350, 429-431.

32. Bressac, B., Galvin, K. M., Liang, T. J., Isselbacher,K J., Wands,
J. R. & Ozturk, M. (1990) Proc. Natl. Acad. Sci. USA 87, 1973-
1977.

33. Macnab, G. M., Alexander, J. J., Lecatsas, G., Bey, E. M. &
Urbanowicz, J. M. (1976) Br. J. Cancer 34, 509-515.

34. Link, C. J. & Bohr, V. A. (1991) in Molecular and Clinical Ad-
vances in Anticancer Drug Resistance, ed. Ozols, R. F. (Kluwer
Academic, Boston), pp. 209-232.

35. Fornace, A. J. (1992) Annu. Rev. Genet. 26, 507-526.
36. Lu, X. & Lane, D. P. (1993) Cell 75, 765-778.
37. Nelson, W. G. & Kastan, M. B. (1994) Mol. Cell. Biol. 14, 1815-

1823.
38. Dulic, V., Kaufinann, W. K., Wilson, S. J., Tlsty, T. D., Lees, E.,

Harper, J. W., Elledge, S. J. & Reed, S. I. (1994) Cell 76, 1013-
1023.

39. Xiong, Y., Hannon, G. J., Zhang, H., Casso, D., Kobayashi, R. &
Beach, D. (1993) Nature (London) 366, 701-704.

40. Xiong, Y., Zhang, H. & Beach, D. (1993) Genes Dev. 7, 1572-
1583.

41. Harper, J. W., Adami, G. R., Wei, N., Keyomarsi, K. & Elledge,
S. J. (1993) Cell 75, 805-816.

42. Waga, S., Hannon, G. J., Beach, D. & Stillman, B. (1994) Nature
(London) 369, 574-578.

43. Ron, D. (1994) Proc. Natl. Acad. Sci. USA 91, 1985-1986.
44. Farmer, G., Bargonetti, J., Zhu, H., Friedman, P., Prywes, R. &

Prives, C. (1992) Nature (London) 358, 83-86.
45. Hsu, I. C., Metcalf, R. A., Sun, T., Welsh, J. A., Wang, N. J. &

Harris, C. C. (1991) Nature (London) 350, 427-428.
46. Ozturk, M., Bressac, B., Puisieux, A., Kew, M., Volkmann, M., et

aL (1991) Lancet 338, 1356-1359.
47. Unsal, H., Yakicier, C., Marcais, C., Kew, M., Volkmann, M.,

Zentgraf, H., Isselbacher, K. J. & Ozturk, M. (1994) Proc. Natl.
Acad. Sci. USA 91, 822-826.

48. Ozturk, M. (1994) in Primary Liver Cancer: Etiological and Pro-
gression Factors, ed. Brechot C. (CRC, Boca Raton, FL), pp.
269-281.

Proc. NatL Acad ScL USA 92 (1995)


