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The liver-specific transcription factor HNF-1 activates transcription of several mammalian hepatocyte-
specific genes. The hepatitis B virus preSl promoter shows hepatocyte specificity, which has been ascribed to
binding of HNF-1 to a cognate DNA sequence upstream of the TATA box. We show here that there is an

adjacent site that binds the ubiquitous transcription factor Oct-1. Both the Oct-1 and HNF-1 sites are necessary
for liver-specific transcription of the preSl promoter, but neither site alone activates transcription. The Oct-1
site is also necessary for activation of the preSl promoter in HeLa cells expressing transfected HNF-1. Our
results show that while Oct-l is not restricted to hepatocytes, it nevertheless can play a critical role in the
expression of a liver-specific gene.

The transcriptional activity of any given gene is governed
by the constellation of trans-acting cellular factors that bind
to its promoter and other cis-acting DNA elements (re-
viewed in references 29 and 31). The study of model viral
genes, such as the simian virus 40 early gene, has been
particularly fruitful in delineating these cis- and trans-acting
factors in mammalian cells (reviewed in reference 23). Many
of the viral genes studied are relatively non-cell type specific
and have been mostly studied in dedifferentiated cells such
as HeLa cells, hence, they have mostly given insights into
non-cell-type-specific transcription. It is likely that analysis
of promoters of viruses which show specific tissue tropism
can give similarly useful information on cell-type-specific
transcription.

Hepatitis B virus (HBV) is a hepatotropic virus with four
known promoters, all on one strand of the DNA genome
(reviewed in references 5 and 18). The two surface gene
promoters are in tandem, approximately 400 bp apart (Fig.
1). Transcription from the upstream, TATA-containing pro-
moter (preSl or large surface antigen gene promoter) gives
rise to an mRNA coding for the large surface antigen, while
transcription from the downstream, TATA-less promoter (S
or major surface antigen gene promoter) gives rise to several
heterogeneous RNA species, coding for both the middle
surface and major surface antigens (6, 8, 40, 41, 48, 50). All
three forms of the surface antigen, which constitute the viral
envelope proteins, are needed for virion assembly and
maturation.

Transcription from the preSl promoter shows hepatocyte
specificity in transient transfection assays (8, 40). This cell
type specificity is believed to account partially for the
hepatotropism of HBV and has been attributed to the
presence of an HNF-1 binding site approximately 75 bp
upstream of the RNA start site (9, 11). HNF-1 (also called
LF-B1, APF, and HP1) is a tissue-specific factor known to
activate transcription of several liver-specific mRNAs, such
as those for fibrinogen, albumin, al-antitrypsin, and a-feto-
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protein (7, 11, 12, 28, 32, 46). Its cDNA has been cloned (4,
15), and the deduced amino acid sequence places it in the
homeodomain group of transcription factors (13).

In this report, we show that there is another cis-acting
element immediately downstream of the HNF-1 site in the
preSl promoter. This element is required for HNF-1 to
activate transcription of the preSl promoter in both liver and
HeLa cells, and it binds the ubiquitous transcription factor
Oct-1 (OTF-1), another member of the homeodomain group
of transcription factors (51).

MATERIALS AND METHODS

Plasmids and in vitro transcription and translation. All
HBV sequences were derived from plasmid pHBV2, which
contains two head-to-tail copies of HBV strain adw DNA,
cloned by Valenzuela et al. (54). Plasmid pSB was made by
using restriction enzymes SspI and EcoRI to excise the
preSl and S promoters (-132 to +421 relative to preSl
mRNA start site) and inserting the fragment between the
SmaI and EcoRI sites of pUC18. The pSBA1, pSBA2, and
pSBA1+2 mutants (Fig. 2B) were generated by oligonucle-
otide-directed mutagenesis (27) of the preSl promoter frag-
ment in pTZ19U by using a kit from Bio-Rad and were
sequenced (44) with the Sequenase II kit (U.S. Biochemi-
cal).
The chlorampenicol acetyltransferase (CAT) expression

plasmids were constructed by excising the wild-type or
mutated preSl promoter in the pSB series of plasmids with
Hindlll and BstEII and placing it into the Hindlll site of the
promoterless CAT plasmid pSVOCAT (20), using blunt-end
ligation. The orientation was determined by double restric-
tion enzyme digestions. Plasmid pBB was constructed by
digesting plasmid pHBV2, containing two head-to-tail copies
of HBV DNA, with SspI and BglII and inserting the 2.5-kbp
fragment, containing the surface and X genes, the enhancer,
and the polyadenylation site (Fig. 1), into the BamHI site of
pUC18 with the aid of a BamHI-SspI adapter. Clustered
mutations in the preSl promoter of pBB were introduced by
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FIG. 1. Representation of the portion of the HBV genome containing the surface antigen and X genes and the transcripts coded by this
region. Shaded areas are open reading frames; An is the polyadenylation site. The arrowhead shows the location of the oligonucleotide used
for primer extension analysis in Fig. 7.

replacing the SspI-to-BstEII fragment of pBB with the
corresponding fragment of pSBA1, pSBA2, or pSBA1+2.
The expression plasmid pON-HNF contains the rat

HNF-1 cDNA (15) under the control of the cytomegalovirus
early promoter. It was constructed by digesting the HNF-1
cDNA plasmid pB1.4 (15; courtesy of R. Cortese) with
Asp718 and BamHI and inserting the fragment into the CMV
expression plasmid pON260 (49), which had been digested
with HindIII and PvuII, with blunt-end ligation.

Plasmid pBSOct-1 (courtesy of W. Herr) contains the
human Oct-1 cDNA under the control of the T7 promoter
(51). RNA was synthesized in vitro by linearizing this
plasmid with HindIII and incubating it with T7 polymerase
and all four nucleoside triphosphates (43), as instructed by
the manufacturer (Promega); it was used to program 35 LI of
rabbit reticulocyte lysate as instructed by the manufacturer
(Promega).

Plasmid pUC-multiocta (courtesy of T. Parslow) contains
two copies of the octamer sequence of the immunoglobulin
heavy-chain enhancer inserted into the BamHI site of
pUC18 (38).

Cell culture, transfection, CAT assay, and primer exten-
sion. All cells were grown at 37°C in DMEM (Dulbecco
modified Eagle medium)-H21 with 10% fetal bovine serum
under 6% CO2. For CAT analysis, cells were transfected for
4 h with the calcium phosphate coprecipitation method (20)
and harvested 46 h after the beginning of transfection. Cell
extracts were obtained by freeze-thawing and assayed for
CAT activity by incubation with acetyl coenzyme A and
14C-chloramphenicol, followed by thin-layer chromatogra-
phy (20). All CAT activities were normalized to the activity
of cells transfected with pRSVCAT (20), with the CAT gene
under the control of the Rous sarcoma viral promoter.
For primer extension, cells were transfected for 15 h with

calcium phosphate and harvested 40 h after the beginning of
transfection. RNA was harvested by guanidine lysis and
centrifugation through CsCl (10). In each reaction, 5 ,ug of
total RNA was incubated with 5 U of Avian myeloblastosis
virus reverse transcriptase (Bethesda Research Laborato-
ries) and 1 ng of primer labeled at the 5' end by [y-32PIATP
and polynucleotide kinase (43). After 1 h at 42°C, the mixture
was electrophoresed on a denaturing 6% acrylamide gel, and
the extended products were visualized by autoradiography
(43). The primer used has the sequence 5'-AGAGGCAA
TATTCGGAGCAGGGTTTAC and should give products of
521 bases for the preSl transcript and of 135 to 136, 115 to
116, and 105 bases for the S transcript (Fig. 1).
DNase I protection and gel shift assays. Nuclear extracts

were obtained as described by Osbom et al. (37). For DNase
I protection analysis (24), plasmid pSB was digested with
AccI and BstEII and incubated with [a-32P]dCTP or
[ct-32P]dGTP and Klenow fragment of DNA polymerase I
(43) to label the lower and upper strands, respectively. A
10-ng sample of each labeled fragment was subjected to
chemical scission (30), or digestion with 40 ng DNase I at

room temperature, in the presence of 30 ,ug of bovine serum
albumin or HepG2 cell extract protein.
For gel shift analysis (16), 1 ng of DNA, labeled as

described above, was incubated with 2 ,ug of poly(dI-dC) and
5 ,g of nuclear extract protein for 30 min at room tempera-
ture. In some experiments, instead of nuclear extracts, 1 ,u
of reticulocyte lysate (Promega), before or after program-
ming by Oct-1 RNA, was used. For competition, a 50-fold
molar excess of unlabeled DNA was included in the mixture.
After incubation, the samples were electrophoresed at 140 V
in a 6% acrylamide gel at room temperature, and the bands
were visualized by autoradiography. In addition, in some
experiments 1 RIl of rabbit antibodies against Oct-1 and
HNF-1, kind gifts of W. Herr (Cold Spring Harbor Labora-
tory) and G. Crabtree (Stanford University), respectively,
was included in the mixture. Pooled nonimmune rabbit
serum (GIBCO) was used as a negative control.

RESULTS

Identification of an Oct-1 site in the preSl promoter. HepG2
hepatoblastoma cells (1) contain HNF-1 and allow efficient
transcription of the preSl promoter of HBV (9). When
HepG2 extracts were used in DNase I protection assay of
the preSl promoter, a footprint covering the previously
described HNF-1 site was observed on both strands (site 2;
Fig. 2A). However, the footprint extended at least 20 bp
downstream of the known HNF-1 site (9, 11), and a nu-
clease-hypersensitive site was present between this portion
of the footprint and the HNF-1 site on the lower strand (Fig.
2A). These data suggested that another factor was binding to
this downstream site (site 1; Fig. 2A).
To confirm this observation, HepG2 cell extracts were

used in gel shift experiments with the preSi promoter
fragment. Three shifted bands were observed (Fig. 3), pre-
sumably corresponding to DNA with factors bound to site 1,
site 2, or both sites. To assign the bands to the corresponding
occupied sites, we mutated the preSl promoter fragment
(SB) within either site 1 (SBA1) or site 2 (SBA2) (Fig. 2B).
Shifted bands 2 and 3 were competed for by the preSl
promoter with mutated site 1, while bands 1 and 3 were
competed for by the promoter with mutated site 2 (Fig. 3).
All three bands were competed for by the wild-type pro-
moter. These results showed that band 1 corresponded to
DNA with site 1 occupied, band 2 corresponded to DNA
with site 2 (the HNF-1 site) occupied, while band 3 corre-
sponded to DNA with both sites occupied.
Examination of site 1 revealed the sequence ATTTaCAT

in the top strand (Fig. 1), almost identical to the consensus
octamer site ATTTGCAT (reviewed in reference 25). This
similarity raised the possibility that site 1 binds the ubiqui-
tous transcription factor Oct-1 (51). This was confirmed by
four independent observations. First, band 1 but not band 2
in the HepG2 gel shift assay was competed for by excess
DNA with authentic octamer sites from the immunoglobulin
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FIG. 2. DNase I protection analysis of the preSl promoter. (A)
A fragment of HBV DNA with the preSl promoter was labeled at
the 3' end of the lower or upper stand, incubated with bovine serum
albumin (BSA) or HepG2 hepatoblastoma extracts, digested with
DNase I, electrophoresed on a denaturing gel, and visualized by
autoradiography. The brackets indicate areas of protection deduced
from several independent assays; asterisks indicate hypersensitive
sites only in the region of interest. The G and G + A lanes show
partial sequences (cleaved at G or G + A residues, respectively) for
alignment. (B) Summary of the protection data. Overlines indicated
protected areas in the upper strand; underlines indicate protected
areas in the lower strand. SB is the wild-type preSl promoter
sequence; SBAi and SBA2 are mutated promoters generated by in
vitro mutagenesis, used in gel shift and transcriptional analyses (Fig.
3 and 6 to 8).

heavy-chain enhancer (Fig. 3). Second, the preSl promoter
in the presence of HeLa cell extracts (known to contain
Oct-1) gave rise to a single shifted band which comigrated
with band 1 of HepG2 extracts, and this band showed

competition patterns identical to those of band 1 (Fig. 3).
Third, the preSi promoter in the presence of Oct-1 synthe-
sized by in vitro transcription-translation gave rise to a
shifted band with an electrophoretic mobility similar to that
of band 1 (Fig. 3). Fourth, the preSi promoter can compete
for Oct-1 binding to a labeled DNA fragment with an
authentic octamer site (Fig. 4).
The above conclusion was strengthened by gel shift anal-

ysis in the presence of specific antibodies against Oct-1 and
HNF-1 (courtesy of W. Herr and G. Crabtree, respectively).
The Oct-1 antibodies, which completely block DNA binding
(21a), specifically inhibited the formation of shifted bands 1
and 3 (Fig. 5), showing that site 1 was occupied by authentic
Oct-i. On the other hand, the HNF-1 antibodies, which only
partially block DNA binding (lla), inhibited the formation of
shifted band 2, while band 3 was replaced by a band more
diffuse and slightly slower in mobility (band 3'; Fig. 5). Most
likely, this new band represents the supershift, i.e., a com-
plex containing both HNF-1 and anti-HNF-1 antibodies
bound to the DNA. It is worth noting that the antibodies to
HNF-1 are specific (lla) and do not recognize related factors
such as vHNF, a transcriptionally inactive factor that also
binds to HNF-1 sites (3). Therefore, the factor that is bound
to site 2 in the preSi promoter must be HNF-1.
The Oct-i site is necessary for HNF-1 to activate the preSl

promoter in both liver and HeLa cells. Oct-1 is present in all
adult cell types and activates transcription of several house-
keeping genes, such as those for histone 2B and small
nuclear RNAs (2, 14, 21, 33, 42, 52). However, in vivo it is
incapable of activating many other genes with octamer sites,
despite binding to these sites in vitro (17, 45, 53; reviewed in
reference 25). To determine whether the octamer site in the
preSi promoter is important for transcriptional activation,
we performed transient transfection assays of CAT reporter
plasmids. The preSi promoter (SB) directed the synthesis of
a high level of CAT activity in HepG2 hepatoblastoma cells
(Fig. 6). Mutations in either the Oct-i site (SBA1) or the
HNF-1 site (SBA2) reduced the CAT activity by >10-fold;
however, no further significant reduction was observed with
the double mutant (SBA1+2) (Fig. 6). Similar results were
obtained with HuH-7 cells (data not shown), another well-
differentiated hepatoma line (34) that contains HNF-1 (9). In
contrast, the preSl promoter was weak in HeLa cells, and
mutations in either site did not significantly change its
activity (Fig. 6). Therefore, both the Oct-i and HNF-1 sites
are necessary for liver-specific transcription of the preSl
promoter, and they cannot act independently of each other.
The most likely explanation is that the ubiquitous factor
Oct-1 cooperates with the hepatocyte-specific factor HNF-1
to activate the preSi promoter.
Our results thus far do not rule out the possibility that

there is a hepatocyte-specific modification of Oct-i that is
responsible for the activity of the Oct-i site in liver cells. We
therefore cotransfected the CAT gene driven by the preSi
promoter with a plasmid expressing rat HNF-1 into HeLa
cells. The preSi promoter (SB) was >18-fold more active in
HeLa cells with transfected HNF-1 than in HeLa cells
without HNF-1 (Fig. 7). This activation was again dependent
on both the octamer and HNF-1 sites, since mutation of
either site (SBAi and SBA2, respectively) rendered the
promoter essentially unresponsive to transfected HNF-1
(Fig. 7). These results confirmed that the octamer-binding
cofactor is also present in HeLa cells and hence cannot be a
hepatocyte-specific form of the ubiquitous factor Oct-1.
The Oct-i site is active in the intact surface gene. In the

HBV genome, downstream of the surface gene there are an
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FIG. 3. Gel shift analysis of the preSl promoter. A labeled preSl promoter fragment was incubated with HepG2 or HeLa extracts or with
in vitro-synthesized Oct-1, electrophoresed on a nondenaturing gel, and visualized by autoradiography. Where indicated, a 50-fold molar
excess of unlabeled DNA was present in the incubation mixture for competition. SB, Plasmid with the preSi promoter fragment; SBA1 and
SBA2, plasmids with mutated preSl promoter fragments (see Fig. 2B); OCTA, plasmid with two authentic octamer sites in tandem; pUC,
pUC18; Oct-1, reticulocyte lysate programmed with Oct-1 RNA; Retic, unprogrammed reticulocyte lysate.

enhancer (8, 39, 47, 55) and the X gene (Fig. 1), which codes
for a transcriptional transactivator (reviewed in reference
56). It seemed possible that these confounding factors influ-
ence the activity of the HNF-1 and Oct-i sites in the preSl
promoter. In addition, only -400 bp downstream of the
preSl promoter is the major surface gene (S) promoter,
which therefore may also be under the control of these two
cis-acting elements. To examine these possibilities, we mea-
sured the amount of preSl and S transcripts in hepatoma
cells transiently transfected with a plasmid containing a
fragment of HBV DNA with the surface and X genes under
the control of their native promoters and enhancer (Fig. 1).
As expected from previous work (6, 41, 48, 50), a much
larger amount of S transcript than preSl transcript was
present (Fig. 8, lane BB). Mutation of either the Oct-i or
HNF-1 site (lanes BBAl and BBA2, respectively) dramati-
cally reduced the preSl transcript level, while mutation of
both sites (lane BBA1+2) did not have a significant addi-
tional effect. In contrast, none of the mutations had a
significant effect on the level of the S transcript. These
results confirmed our previous results using CAT plasmids
and showed that neither the enhancer nor the X gene product
modulated the effect of the Oct-1 site on the preSl promoter.
Furthermore, neither the Oct-1 nor the HNF-1 site had an
effect on the downstream S promoter, which, unlike the
preSl promoter, does not have a TATA box.

DISCUSSION

We have confirmed that an HNF-1 site in the HBV
genome is important for hepatocyte-specific activity of the
preSl promoter but not of the S promoter. Since the HNF-1
site is much closer to the preSl promoter than the S
promoter, this differential regulation may be due solely to a
distance effect. Alternatively, since the preSl promoter
contains a TATA box while the S promoter does not, it is

Eree -

FIG. 4. Gel shift analysis of an authentic Oct-1 site. A labeled
fragment of DNA with an authentic octamer site from the immuno-
globulin heavy-chain enhancer, with or without a 50-fold excess of
competing unlabeled DNA, was incubated with unprogrammed
reticulocyte lysate (Retic), in vitro-synthesized Oct-1, or HepG2 cell
lysate and electrophoresed on a nondenaturing gel. SB, Plasmid
with the preSl promoter; pUC, pUC18.
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FIG. 7. Effect of HNF-1 on transcription from wild-type and
mutant preSl promoters in HeLa cells. The preSl promoter-driven
CAT plasmids (3.3 ,ug per plate) were cotransfected into HeLa cells
with either pUC118 or a plasmid expressing rat HNF-1 (6.7 p.g per
plate), and the CAT activity was measured after 2 days. The results
represent the means + standard deviations of three independent
transfections and are normalized to the activity of the pRSVCAT
(set at 100).

FIG. 5. Gel shift analysis in the presence of specific antibodies.
The labeled preSl promoter fragment was incubated with 0.5 p,l of
HepG2 cell extracts, with or without specific rabbit antibodies
against Oct-1 and HNF-1, or with nonimmune rabbit serum (NI).

possible that HNF-1 can activate only via the TATA-binding
factor.
More interestingly, our results further indicate that the

tissue-specific transcription factor HNF-1 is incapable of
activating transcription of the HBV preSi promoter by itself.
Rather, it is dependent on an adjacent site being occupied by
a factor that is not restricted to hepatocytes. This other
factor has all the characteristics of the well-known transcrip-
tion factor Oct-1: it binds to an octamer site, it is not cell
type specific, it is bound by anti-Oct-1 antibodies, and it
cannot activate transcription by itself. Furthermore, our gel
shift analysis reveals only one octamer-binding factor in
HeLa and HepG2 cells, with the same electrophoretic mo-
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FIG. 6. Role of the Oct-1 and HNF-1 sites in transcription from
the preSl promoter. CAT expression plasmids driven by the preSi
promoter (10 p.g per plate), either wild type (SB) or with mutations
in the Oct-1 (SBA1) or HNF-1 (SBA2) site or both sites (SBA1+2),
were transfected into HepG2 hepatoblastoma or HeLa cells, and the
CAT activity was measured after 2 days. The results represent
means + standard deviations of three independent transfections and
are normalized to the activity of pRSVCAT (set at 100).

bility as authentic Oct-1 (Fig. 3 and 4). Therefore, we believe
that Oct-1 is the cofactor necessary for HNF-1 to activate
the preSi promoter.
These findings are unexpected in that Oct-1 has so far been

implicated only in transcription of housekeeping genes.
However, even for at least some of the housekeeping genes,
Oct-1 is incapable of activating transcription in the absence
of other ubiquitous factors that bind to other cis elements in
these promoters (2, 33, 42). The transcription factor Spl has
been implicated as one of these factors (2), but the other
factors are as yet uncharacterized. Similarly, the herpes
simplex virus transactivator VP16 (reviewed in reference 19)
depends on both Oct-1 bound to an octamer site and another
cellular factor bound to an adjacent site (26). Furthermore,
HNF-1 activation of the ao-antitrypsin promoter is known to
be entirely dependent on another factor that binds immedi-
ately upstream of the HNF-1 site (32). While this other factor
is also transcriptionally incompetent by itself, it is not Oct-1,
since it is liver specific (32).

Therefore, Oct-1 and HNF-1 appear to activate transcrip-
tion only in combination with each other or with other, as yet
unidentified factors. It has been noted by others that certain
enhancer elements are inactive unless combined with other
elements (17, 36). In addition, the yeast cell-type-specific
factor a2 activates transcription only in concert with the
ubiquitous factor MCM1 (reviewed in reference 22). Our
results show that a similar situation can be seen with
upstream promoter elements implicated in mammalian cell-
type-specific transcription. A promoter constructed from
elements that function cooperatively would have obvious
functional advantages during development in that it allows a
limited number of tissue-specific factors to generate a greater
variety of different specificities. While fewer different cell
type specificities would be generated if one of these factors
were ubiquitous, this would also provide a simple means of
expressing a gene in a select subset of cell types that
otherwise have little in common. For example, HNF-1 is
also expressed in the kidney (4), and indeed, HBV is known
to infect renal epithelial cells (5).
The mechanism by which Oct-1 and HNF-1 are both

needed to activate transcription is not clear. However, in
contrast to the case with the yeast a2 factor and MCM1
(reviewed in reference 22), it does not appear to be through
cooperative binding to DNA, since gel shift analysis with
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FIG. 8. Role of the Oct-1 and HNF-1 sites for preSl transcrip-
tion in the presence of the HBV enhancer and X protein. A series of
plasmids containing a fragment (nucleotides 2669 to 1987) of HBV
DNA, including the entire surface and X genes, the enhancer, and
the polyadenylation site (see Fig. 1), was constructed. A 10-,ug
amount of each plasmid was transfected into HuH-7 hepatoma cells.
Total RNA was harvested after 2 days and subjected to primer
extension analysis of the amount of RNA transcribed from the preSI
or S promoter. Lanes: BB, wild-type HBV; BBA1 and BBA2, the
same clustered mutations introduced into the preSl promoter as in
Fig. 2B; -, a control reaction with RNA from untransfected cells;
Std., pBR322 DNA digested with MspI and labeled with
[a-32P]dCTP and Klenow enzyme. The numbers represent the sizes
in bases of selected marker bands.

HepG2 extracts reveals large amounts of preSl promoter
with only Oct-i or HNF-1 bound (Fig. 3), and competition
with excess DNA with only one site does not appear to affect
binding to the other site (Fig. 3). One possible hint as to the
mechanism comes from the finding of Chang et al. (9) that
the HNF-1 site alone can partially activate the preSl pro-
moter if it is moved to within 5 bp of the TATA box. We
speculate that HNF-1 carries a transcriptional activation
domain but binds only weakly to the transcription initiation
complex. Oct-1 would act to stabilize this interaction. A
similar situation has been described for the yeast transcrip-
tion factor Gal4: it is active by itself when its binding site is
close to the TATA box, but it depends on another factor,
Galll, when its binding site is further upstream (35). Further
studies will be needed to confirm our hypothesis.
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