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Human papillomaviruses (HPVs) are present in virtually all cervical cancers. An important step in the
development of malignant disease, including cervical cancer, involves a loss of sensitivity to transforming
growth factor � (TGF-�). HPV type 16 (HPV16) early gene expression, including that of the E6 and E7
oncoprotein genes, is under the control of the upstream regulatory region (URR), and E6 and E7 expression
in HPV16-immortalized human epithelial cells is inhibited at the transcriptional level by TGF-�. While the
URR contains a myriad of transcription factor binding sites, including seven binding sites for nuclear factor
I (NFI), the specific sequences within the URR or the transcription factors responsible for TGF-� modulation
of the URR remain unknown. To identify potential transcription factors and binding sites involved in TGF-�
modulation of the URR, we performed DNase I footprint analysis on the HPV16 URR using nuclear extracts
from TGF-�-sensitive HPV16-immortalized human keratinocytes (HKc/HPV16) treated with and without
TGF-�. Differentially protected regions were found to be located around NFI binding sites. Electrophoretic
mobility shift assays, using the NFI binding sites as probes, showed decreased binding upon TGF-� treatment.
This decrease in binding was not due to reduced NFI protein or NFI mRNA levels. Mutational analysis of
individual and multiple NFI binding sites in the URR defined their role in TGF-� sensitivity of the promoter.
Overexpression of the NFI family members in HKc/HPV16 decreased the ability of TGF-� to inhibit the URR.
Since the oncoprotein Ski has been shown to interact with and increase the transcriptional activity of NFI and
since cellular Ski levels are decreased by TGF-� treatment, we explored the possibility that Ski may provide
a link between TGF-� signaling and NFI activity. Anti-NFI antibodies coimmunoprecipitated endogenous Ski
in nuclear extracts from HKc/HPV16, confirming that NFI and Ski interact in these cells. Ski levels dramat-
ically decreased upon TGF-� treatment of HKc/HPV16, and overexpression of Ski eliminated the ability of
TGF-� to inhibit the URR. Based on these studies, we propose that TGF-� inhibition of HPV16 early gene
expression is mediated by a decrease in Ski levels, which in turn dramatically reduces NFI activity.

Cervical cancer is the second most common malignancy in
women worldwide, and its etiology has been linked to high-risk
human papillomaviruses (HPVs) (reviewed in reference 62).
High-risk HPV E6 and E7 oncoproteins, whose expression is
controlled by the HPV upstream regulatory region (URR),
play a significant role in the malignant conversion of infected
cutaneous and mucosal epithelial cells. Transcriptional con-
trol, via the URR, of the high-risk HPVs has thus been the
focus of numerous investigations. These studies have identified
a myriad of transcription factors and their cognate DNA bind-
ing elements within the URR and have demonstrated that
HPV early gene expression is controlled by a complex inter-
action of cellular and viral factors that bind to this regulatory
region (5, 8, 9, 38, 50, 52).

Transforming growth factor � (TGF-�) signaling pathways
play an important role in development, wound healing, im-
mune response, proliferation, differentiation, and apoptosis,
and dysregulation of these pathways is a crucial step in the
pathogenesis of cancer (reviewed in references 36, 37, 55, and

57). Several studies have explored the cellular pathways lead-
ing to enhanced rates of gene transcription in response to
TGF-�, and much progress has been recently made in defining
the details of these pathways (reviewed in references 31, 32, 37,
and 55). However, studies involving the pathways leading to
inhibition of gene expression in response to TGF-� have re-
ceived less attention. A study by Woodworth et al. (58) over a
decade ago was the first to report that TGF-� inhibits at the
transcriptional level the expression of the HPV type 16
(HPV16) early genes in HPV-immortalized human genital ep-
ithelial cells. However, details concerning the mechanism(s)
involved in TGF-� modulation of HPV16 URR activity have
not been previously reported.

Nuclear factor I (NFI), also known as NF1, NF-1, and CTF
(CAAT box transcription factor), is a family of transcription
factors that have been shown to control viral and cellular gene
expression (reviewed in reference 18). In addition, NFI has
been shown to be an important transcription factor regulating
the activity of the URR of various HPVs (8, 9, 11, 12, 16, 21,
56). A report by Tarapore et al. (54) described the interaction
with and transcriptional activation of NFI by the oncoprotein
Ski. This study prompted us to investigate a possible link be-
tween the TGF-� signaling pathway and NFI regulation of
HPV16 early gene expression by exploring the possibility that
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NFI-Ski interactions might be involved in TGF-� inhibition of
the HPV16 URR.

The goal of the present study was to investigate the nuclear
factor(s) and binding site(s) within the HPV16 URR which
may be responsible for TGF-� modulation of early gene ex-
pression. In this report we provide convincing evidence that
NFI-Ski interactions mediate TGF-� inhibition of the HPV16
URR.

MATERIALS AND METHODS

Cell culture and cell lines. Normal human keratinocytes (HKc) were isolated
from neonatal foreskins and immortalized by transfection with a plasmid con-
taining a head-to-tail dimer of HPV16 DNA (HKc/HPV16). Establishment and
characteristics of the HKc/HPV16 cell lines used in this study (TGF-�-sensitive
HKc/HPV16 and TGF-�-resistant, differentiation-resistant HKc/HPV16 [HKc/
DR]) have been described in detail in previous publications (24, 25, 43). HKc/
HPV16 were cultured in serum-free MCDB153–Luria-Bertani basal medium
supplemented with 5 ng of epidermal growth factor/ml, 35 to 50 �g of bovine
pituitary extract protein/ml, 0.2 �M hydrocortisone, 0.1 mM calcium chloride, 10
nM triiodothyronine, 10 �g of transferrin/ml, and 5 �g of insulin/ml (complete
medium), while HKc/DR were grown in complete medium containing 1 mM
calcium chloride and 5% fetal bovine serum. Cells were split 1:10 when conflu-
ent, and medium was replaced every 48 h.

Nuclear extracts. TGF-�-sensitive HKc/HPV16 and TGF-�-resistant HKc/DR
were grown to 40 to 50% confluency in 100-mm-diameter tissue culture plates
and then treated in complete medium without or with TGF-�1 (40 pM, solubi-
lized in 4 mM hydrochloric acid containing 1 mg of bovine serum albumin/ml,
from R&D Systems) for two consecutive 24-h treatments (48-h total). The cells
were then rinsed twice with ice-cold phosphate-buffered saline and collected on
ice in phosphate-buffered saline containing 1 mM EDTA with the use of cell
lifters. The cells were collected by centrifugation (200 � g, 5 min, 4°C) and
resuspended in ice-cold hypotonic buffer (10 mM HEPES [pH 7.9], 10 mM
potassium chloride, 1.5 mM magnesium chloride, 0.5 mM dithiothreitol, 0.2 mM
phenylmethylsulfonyl fluoride, 1 �g of leupeptin/ml, 1 �g of pepstatin A/ml).
Cells were then immediately repelleted, resuspended in ice-cold hypotonic buffer
(7 ml/20 100-mm-diameter tissue culture dishes), and allowed to swell on ice for
10 min. Nuclei were obtained by centrifugation (1,500 � g, 10 min, 4°C) following
disruption of the cells with a Dounce-type mortar and pestle and then resus-
pended in extraction buffer (250 �l/20 100-mm-diameter tissue culture dishes; 20
mM HEPES [pH 7.9], 0.5 M potassium chloride, 1.5 mM magnesium chloride,

0.2 mM EDTA, 25% glycerol, 0.5 mM dithiothreitol, 0.2 mM phenylmethylsul-
fonyl fluoride, 1 �g of leupeptin/ml, 1 �g of pepstatin A/ml) by gentle pipetting.
Nuclear proteins were extracted by gentle rocking (30 min at 4°C) followed by
centrifugation (16,000 � g, 30 min, 4°C). The supernatant containing the nuclear
extract was dialyzed (Slide-A-Lyzer cassette; Pierce) for 45 min on ice with gentle
stirring in 100 ml (400 volumes) of ice-cold dialysis buffer (20 mM HEPES [pH
7.9], 0.1 M potassium chloride, 0.2 mM EDTA, 20% glycerol, 0.5 mM dithio-
threitol, 0.2 mM phenylmethylsulfonyl fluoride). Nuclear extracts were aliquoted
and stored at �80°C after removal of precipitates by centrifugation (16,000 � g,
20 min, 4°C). Protein concentration in the nuclear extracts was determined by the
DC protein assay (Bio-Rad Laboratories).

DNase I footprint analysis. Double-stranded DNA segments of about 200 bp
in length, representing the keratinocyte-dependent enhancer (KDE), were ob-
tained by PCR with two primer sets: set 1, upper, 5� CGC CAG GCC CAT TTT
GTA GC 3�, and lower, 5� GGC CCA TAG TGC TTA AGT TTA TAT GAC
AC 3�, and set 2, upper, 5� CAT TGT TTT TTA CAC TGA ATT CTG TGC
AAC TAC TG 3�, and lower, 5� CCT TTA CAC ACT TAA GGT ATG AAC
TAG G 3�. Each PCR fragment was digested with either EcoRI or Bst981 to
enable only the coding or noncoding strand to be 3� end labeled with
[�-32P]dTTP and [�-32P]dATP (Amersham) by filling in with the large fragment
of DNA polymerase I. Probes were purified using Wizard PCR Preps (Promega).
Primer set 1 yielded a probe corresponding to nucleotides 7455 to 7665 of the
URR, while set 2 yielded a probe corresponding to nucleotides 7615 to 7800.
DNase I footprinting was performed using the Core Footprinting system (Pro-
mega). Nuclear extract (40 �g of protein) from TGF-�-sensitive HKc/HPV16
treated with and without TGF-� (40 pM, 48 h) was incubated with each probe at
room temperature for 15 min. Excess specific, nonspecific (NS), and specific
mutant oligonucleotides were added to the binding reaction mixtures to dem-
onstrate specificity. After treatment with DNase I, the DNA fragments were
precipitated and resuspended in loading buffer. Maxam and Gilbert A � G

sequencing reactions for each probe were performed to create sequence markers
(53). Probe combined with 6 �g of genomic DNA in a 30-�l reaction mixture was
modified using 2 �l of 1 M formic acid (20 min in a 37°C water bath), ethanol
precipitated, and cleaved with 150 �l of 0.25 M piperidine (15 min in a 90°C
water bath). Butanol (1 ml) was added, and the mix was incubated for 5 min at
room temperature. After centrifugation, the pellet was resuspended in 150 �l of
water and precipitated again with 1 ml of butanol. Probe markers were dried,
resuspended in loading buffer, and resolved on a 6% denaturing polyacrylamide
gel alongside each DNA footprinting reaction mixture. Gels were dried and
visualized using a Bio-Rad K-screen and phosphorimager.

EMSAs and supershift analysis. Electrophoretic mobility shift assays
(EMSAs) were performed using double-stranded oligonucleotides between 20
and 25 bases in length (Fig. 3A) as probes, 5� end labeled with [�-32P]ATP
(Amersham) by using T4 polynucleotide kinase (Promega). Nuclear extracts (12
�g of protein) from TGF-�-sensitive HKc/HPV16 treated with and without
TGF-� (40 pM, 48 h) were incubated with 10-fold-concentrated binding buffer
(100 mM Tris-HCl [pH 7.5], 0.5 M sodium chloride, 10 mM dithiothreitol, 50%
glycerol), 1 �g of poly(dI � dC) (Pharmacia), 0.5 �g of sonicated herring sperm
DNA, and 125-fold unlabeled specific or NS oligonucleotides (as competitors to
determine binding specificity) in a final volume of 10 �l for 15 min on ice. Probe
(100 ng) was added to each reaction mixture and allowed to incubate at room
temperature for an additional 15 min. The entire reaction mixture was loaded
without dye and resolved on a 5% nondenaturing Tris-glycine polyacrylamide gel
(2.5 h at 150 V). Gels were dried and visualized using a Bio-Rad K-screen and
phosphorimager. Supershift analysis was performed by adding anti-NFI anti-
serum (2 �l, provided by Naoko Tanese) or control rabbit immunoglobulin G
(IgG; 1 �g) to the binding reaction mixtures, with an incubation of 1 h at room
temperature.

Coimmunoprecipitation and Western immunoblot analysis. Protein G aga-
rose (50 �l; Pierce) was washed and resuspended in 25 �l of immunoprecipita-
tion buffer (250 mM sodium chloride, 0.1% NP-40, 50 mM HEPES [pH 7.0], 1
mM phenylmethylsulfonyl fluoride, 5 mM EDTA, 5 �g of aprotinin/ml) and then
incubated with 5 �g of anti-NFI antibody (rabbit; Santa Cruz Biotechnology) at
room temperature for 30 min. Nuclear extracts (850 �g of protein) from TGF-
�-sensitive HKc/HPV16 and TGF-�-resistant HKc/DR treated with and without
TGF-� (40 pM, 24 h) were incubated (2 h, 25°C) with the protein G–anti-NFI
antibody complex. After immunoprecipitation, the protein G agarose beads were
washed three times with 500 �l of immunoprecipitation buffer, resuspended in
fivefold-concentrated loading dye (Pierce) with 5 �l of 0.5 M dithiothreitol, and
boiled for 5 min. Agarose beads were removed by centrifugation prior to West-
ern immunoblot analysis. Either the entire immunoprecipitate or nuclear ex-
tracts (30 �g of protein) from TGF-�-sensitive HKc/HPV16 and TGF-�-resis-
tant HKc/DR treated with and without TGF-� (40 pM, 48 h) were separated on
a 10% polyacrylamide gel. Proteins were transferred to nitrocellulose and probed
with an anti-Ski antibody (mouse; Cascade Bioscience) at 4°C overnight (3 �g/ml
in a blocking solution containing 4% nonfat dry milk and 0.05% Tween 20 in
phosphate-buffered saline). The blot was then incubated with an appropriate
horseradish peroxidase-conjugated secondary antibody (Boehringer Mannheim;
diluted 1:5,000 in blocking solution) for 1 h at room temperature. The Super
Signal West Pico chemiluminescence detection kit (Pierce) was used for detec-
tion. Alternatively, nuclear extracts (30 �g of protein) from TGF-�-sensitive
HKc/HPV16 treated with and without TGF-� (40 pM, 48 h) were separated on
a sodium dodecyl sulfate (SDS)–12% polyacrylamide gel, transferred, and
probed with the anti-NFI antibody at room temperature for 2 h (1 �g/ml in a
blocking solution containing 5% nonfat dry milk and 0.05% Tween 20 in phos-
phate-buffered saline).

Plasmid constructs and mutagenesis. The parent cloning vector (pCH) and
hemagglutinin-tagged NFI expression vectors (pCHA1.1, mouse NFI-A1.1;
pCHB, mouse NFI-B2; pCHC, mouse NFI-C2; and pCHX, mouse NFI-X2) were
kindly provided by Richard Gronostajski (7), and human Ski parent (pRSVpL)
and expression (pRSVpLHuSkiEE and pcDNA 3-hSki) vectors were obtained
from Ed Stavnezer (39). A luciferase reporter vector under control of the HPV16
URR (pGL3/URR) was constructed by cloning the entire URR (Fig. 1) into the
HindIII multiple cloning site of pGL3-basic (Promega) by using the following
PCR primers, which contain incorporated HindIII sites and an SP6 site for
sequencing: forward primer, 5� TAA ATA TTA AGT TGT AAG CTT GTT
TGT TAT TTA GGT GAC ACT ATA GAG GGC CCA TGT GTT TTT AAA
TGC TTG TG 3�; reverse primer, 5� CTC CTG TGG GTC CTG AAA GCT
TGC AGG GCC CTT TTG GTG CAT AAA ATG TC 3�. Deletion constructs
were made in a similar manner by using various lower PCR primers yielding
HPV16 URR products of decreasing size. Mutant constructs were created using
the Quick Change site-directed mutagenesis kit (Stratagene). Point mutations
were introduced by PCR with various primers containing mutations in the NFI
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site(s) (GCCAA changed to GCAGA) or YY1 site(s) (CCAT or ACAT changed
to TACG), and the parent plasmid was removed by digestion with DpnI. All
constructs and mutations were screened by PCR for the presence and orientation
of their respective inserts by using primers from both the plasmid and the insert.
The nucleotide sequence of each construct was verified by direct sequencing.

Transfections and luciferase assay. Plasmid constructs were transfected, in
triplicate, into TGF-�-sensitive HKc/HPV16 cultured in 60-mm-diameter dishes
at 30 to 40% confluency by using Transfast (Promega). Transfection medium
(complete medium containing no antibiotics, 1.5 ml) and 1.5 �g of reporter
plasmid and/or 2 �g of expression plasmids were combined with 5 �l of Transfast
per dish. After 30 min, the transfection medium was removed and replaced with
complete medium containing no antibiotics. To control for variations in trans-
fection efficiencies, the triplicate plates were trypsinized, and the cells were
pooled and replated onto six 60-mm-diameter dishes 12 to 15 h posttransfection.
At 6 to 8 h postreplating, half of the dishes were treated and half were not treated
with 40 pM TGF-�. Dishes were retreated with or without TGF-� after 24 h, and
luciferase activity was determined 68 to 72 h posttransfection with the luciferase
assay system (Promega). Experiments were performed at least three times, and
each construct was tested in triplicate dishes. Relative light units were deter-
mined using a luminometer (Berthold Lumat LB9501).

RNA extraction and real-time PCR analysis. TGF-�-sensitive HKc/HPV16
(60 to 75% confluent in 100-mm-diameter tissue culture dishes) overexpressing
either Ski or individual NFI family members were treated with and without
TGF-� (40 pM, 46 h), and the cells were harvested 68 to 72 h posttransfection.
RNA was collected using RNeasy columns (Qiagen). RNA was treated with
twice the suggested DNase I concentration for 25 min to ensure complete
digestion of any residual DNA. mRNA expression was determined by real-time
PCR analysis. Specific primer sets were designed to detect transcripts for each
NFI family member, Ski, or RPLP0 (ribosomal protein, large protein 0): NFIA,
upper, 5� GAC TGC CTG CGC CAG GC 3�; lower, 5� GTC CTG GAA GCC
CAA ATG TCC ATT 3�; upper, 5� AAA GTC CCA GCC AGC CAA GTG AA
3�; lower, 5� CCT CCT CAT TGC TCC TGG ACT 3�; NFIB, upper, 5� GAC
TGC CTG CGC CAG GC 3�; lower, 5� GGC TTG GAC TTC CTG ATT GTC
CAG AA 3�; upper, 5� GAA GTC CAA GCC ACA GTG ATC CT 3�; lower, 5�
CTG CAG GTT CAC ACC AGA GTT; NFIC, upper, 5� GGT CAT CCT GTT
CAA GGG CAT 3�; lower, 5� ATG GGC TTG CTG TCC TCC TGG TC 3�;
upper, 5� CAG CCC CCG GAC AGG TGT 3�; lower, 5� GGA GGT GCT GGG
TAG AGT CCT TCT 3�; NFIX, upper, 5� GAC TGC CTG CGC CAG GC 3�;
lower, 5� GGG CAG TGG TTT GAT GTC CGC AT 3�; upper, 5� CAA TCA
GAT AGT TCA AAC CAG CAA 3�; lower, 5� CCT TCC CAG GGT CAC TTG
ATT 3�; Ski, upper, 5� GCG CCT TCC GAA AAG GAC AA 3�; lower, 5� GCT
CTT TCT CAC TCG CTG ACA CT 3�; upper, 5� GAG GCG GAG GTG GAA
GTT GAAA 3�; lower, 5� GCA GGA ACT TCT CTT TGG CTT CCT T 3�. Each
primer set spanned an intron and yielded products of differing melting temper-
atures to ensure specificity. Reverse transcription was performed with random
hexamers with the GeneAmp RT-PCR kit (Perkin-Elmer). The length of each

product was verified by agarose gel electrophoresis. The SYBR Green PCR core
reagent kit (PE Biosystems) was used to amplify each reverse transcription-PCR
product. Real-time PCR was performed using the iCycler iQ detection system
(Bio-Rad Laboratories) with the following parameters: one cycle, 95°C for 8.5
min; 50 cycles, 30 s at 95°C, 30 s at 55°C, and 30 s at 72°C, plus a melting curve
of 55°C at 0.5°C intervals for 10 s for 80 cycles; and 58°C for 30 s for one cycle,
ending with a hold at 10°C. mRNA expression was calculated assuming 100%
primer efficiency for each primer set. For the NFI family members and Ski,
expression is given as induction compared to that for the control primer set
(RPLP0). For the verification of overexpression of the NFI family members and
Ski, expression was determined as induction over endogenous levels upon trans-
fection of the respective empty expression vector. Cycle differences were calcu-
lated by subtracting the cycle number for each NFI family member or Ski from
the cycle number for RPLP0 or the respective empty expression vector. Induc-
tion was then calculated by raising 2 (which assumes 100% primer efficiency) to
the power of the cycle difference. At least two experiments were performed on
each NFI family member and Ski, and samples were run in duplicate. The cycle
differences and induction were calculated by averaging two experiments from
only one primer set.

Overexpression of NFI and Ski. Both pGL3/URR (1.5 �g/60-mm-diameter
tissue culture dish) and parent or expression constructs (2 �g/60-mm-diameter
tissue culture dish) were transfected and analyzed essentially as described above.
Overexpression of NFI family members was confirmed by Western analysis with
an antihemagglutinin antibody (mouse; Boehringer Mannheim) or an anti-NFI
antibody (rabbit; Santa Cruz Biotechnology). Ski overexpression was confirmed
by Western analysis with an anti-Ski antibody (mouse; Cascade Bioscience).
Upregulation of mRNA was confirmed by real-time PCR analysis.

RESULTS

DNase I footprinting demonstrates differential binding of
nuclear proteins around multiple NFI sites in the HPV16 URR
following TGF-� treatment. TGF-�, a powerful growth inhib-
itor of epithelial cells, has been shown to inhibit HPV16 early
gene expression at the transcriptional level (58). The HPV16
URR, which is responsible for regulating the transcription of
all the viral early genes, contains numerous binding sites for
many transcription factors, including seven half-sites (labeled
NFI#1 to NFI#7) for NFI (Fig. 1). In order to determine
which transcription factor binding sites may be responsible for
TGF-� modulation of early gene expression, we performed
DNase I footprinting on the entire KDE (Fig. 1, KDE se-

FIG. 1. Nucleotide sequence of the entire HPV16 URR (nucleotides 7232 to 119). Putative transcription factor binding sites are noted. The
KDE is shown in black, and 3� and 5� segments of the URR are shown in gray. The seven potential NFI binding sites are numbered in sequential
order, and their nucleotide sequences are underlined.
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quence shown in black type). Using nuclear extracts collected
from TGF-�-sensitive HKc/HPV16 treated with and without
TGF-�, we observed areas of differential binding around sev-
eral of the NFI sites (Fig. 2A, boxed areas, and data not
shown). A difference in the banding pattern intensity repre-
sents a change in protection and/or binding of nuclear pro-
tein(s) (Fig. 2A, boxed areas). Upon TGF-� treatment, pro-
tection by nuclear protein(s) was altered around NFI sites 2
(nucleotides 7541 to 7560) and 3 (nucleotides 7573 to 7592) on
the coding (Fig. 2A, lanes 1 to 3) and noncoding (Fig. 2A, lanes
4 to 6) strands. Similar results were observed around additional
NFI sites present in the KDE (data not shown).

To determine the specificity of this differential binding, ex-
cess unlabeled oligonucleotides (see Fig. 3A for nucleotide
sequences) were added to the footprint binding reaction mix-
tures as competitors (Fig. 2B). When unlabeled oligonucleo-
tides containing intact NFI sites (Fig. 2B, lanes 4 to 7, 12, and
13) were added, differential binding was abolished. Conversely,

differential binding was retained when oligonucleotides with-
out intact NFI binding sites were added (Fig. 2B, lanes 8 to 11,
14, and 15). The results of this DNase I footprint screen
prompted us to explore further the role of NFI sites as medi-
ators of TGF-� modulation of HPV16 URR activity.

Oligonucleotides representing all seven NFI half-sites were
constructed (Fig. 3A) and used as probes in EMSAs (Fig. 3B to
D) to verify the differential binding demonstrated by our
DNase I footprint analysis. We compared binding of nuclear
proteins to each NFI half-site using TGF-�-sensitive HKc/
HPV16 treated with and without TGF-�. Binding to multiple
NFI half-sites in the HPV16 URR decreased upon TGF-�
treatment, but binding to all NFI sites was not equal (Fig. 3B).
For example, very little binding was observed for NFI sites 1, 5,
and 7 (Fig. 3B, lanes 1, 2, 9, 10, 13, and 14). NFI sites 4 and 6
showed a different pattern of binding (Fig. 3B, lanes 7, 8, 11,
and 12), which is likely due to the fact that these sites are
adjacent to Tef-1 binding sites (Fig. 1). NFI sites 2 and 3

FIG. 2. DNase I footprint analysis of the HPV16 URR. (A) A double-stranded segment of the KDE (nucleotides 7502 to 7677) was end labeled
with 32P on either the coding (lanes 1 to 3) or the noncoding (lanes 4 to 6) strand. Nuclear extract from TGF-�-sensitive HKc/HPV16 treated for
48 h with (lanes 3 and 5) and without (lanes 2 and 4) 40 pM TGF-� was incubated with the labeled probes. Each probe was also incubated without
protein (NP, lanes 1 and 6) to form a DNase I ladder. After DNase I digestion, unprotected fragments were resolved on a 6% denaturing
polyacrylamide gel. Maxam and Gilbert A � G sequencing was performed on each probe for nucleotide identification (data not shown). Two areas
of differential protection are located around NFI binding sites and are shown in boxes on each strand. The URR nucleotide number is given on
the left and right sides of the footprint. NFI 2 is located between nucleotides 7541 and 7560, while NFI 3 is located between nucleotides 7573 and
7592. (B) Specificity of the differential binding was confirmed using the labeled noncoding strand probe described for panel A. Excess unlabeled
oligonucleotides containing either intact NFI binding sites (lanes 4 to 7, 12, and 13) or without intact NFI binding sites (lanes 8 to 11, 14, and 15)
were added to the binding reaction mixtures (described above). See Fig. 3A for the complete nucleotide sequence of the unlabeled competitor
oligonucleotides, NFI 2, NFI 3, and NFI mutant (Mut) 3. The nucleotide sequence of the NS oligonucleotide (Oligo) was GCT TGT ACG GCG
TGC AGA AT, the sequence of the NFI mutant (Mut) 2 was GCT TGC CAT GCG TGC AGA AT, and the sequence of NS mutant (Mut) 2 was
GCT TGT ACG GCG TGC CAA AT. Competition and destruction of the differential binding (boxed areas, lanes 2 and 3) can be observed only
in lanes containing oligonucleotides with intact NFI binding sites (lanes 4 to 7, 12, and 13).
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showed the most dramatic loss of binding following TGF-�
treatment (Fig. 3B, lanes 3 to 6) and were used to test binding
specificity (Fig. 3C and data not shown). A smear of binding,
which decreased upon TGF-� treatment (Fig. 3C, lanes 1 and
2), was competed using excess unlabeled oligonucleotides con-
taining intact NFI binding sites (Fig. 3C, lanes 3, 4, 7, and 8).
Unlabeled oligonucleotides containing mutant NFI sites, how-
ever, did not compete the shift (Fig. 3C, lanes 5, 6, 9, and 10),
and mutant NFI probes (Fig. 3A) were not able to bind the

same complex (Fig. 3C, lanes 11, 12, 15, and 16). These data
confirmed that binding of the complex was specific for the
target sequence of NFI and that binding to a subset of the
consensus NFI sites within the HPV16 URR decreased upon
TGF-� treatment.

NFI sites 2 (data not shown) and 3 (Fig. 3D) were also used
to perform supershift analysis. An NFI supershift smear re-
sulted upon addition of NFI antiserum (Fig. 3D, lanes 3 and 4)
but not of rabbit IgG (Fig. 3D, lanes 1 and 2) to the binding

FIG. 3. Binding to multiple NFI sites in the HPV16 URR decreases upon treatment of HKc/HPV16 with TGF-�. (A) The nucleotide sequence
is provided for each of the oligonucleotides representing the seven NFI half-sites in the HPV16 URR. Mutations made to the NFI 3 oligonu-
cleotides are also shown. Putative NFI binding sites are underlined. (B) EMSAs were performed using each NFI site of the HPV16 URR as a
probe. Nuclear extract from TGF-�-sensitive HKc/HPV16 treated with (even-numbered lanes) and without (odd-numbered lanes) 40 pM TGF-�
for 48 h was incubated with each probe. Protein-probe complexes were separated from the free probe on a 5% nondenaturing polyacrylamide gel.
Specific NFI binding (bracket) as well as NS binding is noted. (C) EMSAs were performed using probes made from the differentially protected
area found around NFI site 3 of the HPV16 URR. Nuclear extract from TGF-�-sensitive HKc/HPV16 treated with (even-numbered lanes) and
without (odd-numbered lanes) 40 pM TGF-� for 48 h was incubated with either a radiolabeled NFI 3 probe (lanes 1 to 10) or a radiolabeled mutant
NFI 3 probe (lanes 11 to 16). Excess unlabeled oligonucleotides (125-fold) containing the intact NFI site (lanes 3, 4, 7, and 8) or the mutated NFI
site (lanes 5, 6, 9, and 10) were added to the binding reaction mixture to demonstrate specificity. (D) NFI was verified as the transcription factor
responsible for the differential binding by performing supershift analysis using NFI 3 oligonucleotide as the probe. Rabbit IgG (lanes 1 and 2) or
anti-NFI antiserum (lanes 3 and 4) was added to the binding reaction mixtures (described above). NFI (bracket) and NS binding, as well as the
resulting NFI supershift (bracket), is shown. Lane 5 contains labeled probe only (no nuclear extract). Lane 6 contains labeled probe and anti-NFI
antiserum (no nuclear extract).
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reaction mixtures. The presence of an NS supershifted band
can also be observed when there is antiserum but no protein
(nuclear extract) present in the binding reaction mixture (Fig.
3D, lane 6), demonstrating some cross-reactivity of the NFI
antiserum with the probe. Similar results were observed using
NFI site 2 as the probe (data not shown), verifying the pres-
ence of NFI in the bound complex. These results demonstrate
that there is a decrease in NFI binding at multiple sites in the
HPV16 URR upon TGF-� treatment, which suggests that NFI
is involved in TGF-� modulation of HPV16 early gene expres-
sion.

Using EMSAs and nuclear extracts from HKc/HPV16
treated with and without TGF-�, we tested two known TGF-
�-responsive promoters containing NFI binding sites to deter-
mine whether TGF-� treatment also reduced NFI binding to
these promoters (Fig. 4). An NFI consensus oligonucleotide
was used as a control (27). Upon TGF-� treatment, we ob-
served a slight reduction in NFI binding to labeled probes

containing the NFI consensus sequence (Fig. 4, lanes 1 and 2)
and NFI binding sequences present in the adenovirus type 2
promoter (61) (Fig. 4, lanes 5 and 6). A dramatic loss of NFI
binding occurred to the rat �1 (I) collagen promoter (48) (Fig.
4, lanes 3 and 4) upon TGF-� treatment. These results dem-
onstrate that TGF-� can modulate NFI binding to TGF-�-
responsive promoters in addition to the URR.

AP1 is an important positive transcription factor in the reg-
ulation of HPV16 early gene expression (6, 8, 9, 40) and has
been shown to be involved in TGF-� modulation of various
genes (2, 10, 23, 28, 33, 49, 51). However, EMSAs with oligo-
nucleotides representing three AP1 sites within the HPV16
URR showed no reduction in binding upon TGF-� treatment
(data not shown). YY1, also an important regulator of the
HPV16 URR (13, 34, 41), showed no change in binding upon
TGF-� treatment (data not shown). These data further sup-
port NFI as the transcription factor that contributes to TGF-�
control of HPV16 early gene expression.

NFI binding sites are required for TGF-� modulation of the
HPV16 URR. To obtain further evidence that NFI was neces-
sary for TGF-� modulation of HPV16 early gene expression,
we utilized reporter constructs containing the entire HPV16
URR. Point mutations of single and multiple NFI sites were
made within the context of the HPV16 URR, which was cloned
upstream of a luciferase reporter gene (pGL3). Luciferase
activity was determined following transfection of these con-
structs into HKc/HPV16 and treatment of the cells with or
without TGF-�. In the absence of TGF-�, pGL3/URR (the
reporter construct containing the full-length HPV16 URR)
yielded relative light unit numbers of up to 930,000, which were
reduced by about 80% following TGF-� treatment. TGF-�
also caused about a 30% decrease in luciferase activity from
the promoterless pGL3-basic. Since pGL3-basic does not con-
tain a promoter, we considered the decrease in luciferase ac-
tivity caused by TGF-� on this construct as NS and likely due
to causes other than regulation of transcription. Therefore, we
subtracted these values from luciferase activities measured
when luciferase was expressed under the control of the HPV16
URR, to obtain corrected percent TGF-� inhibition values of
each reporter construct (Fig. 5). Corrected TGF-� inhibition
of the HPV16 URR was reduced from about 50 to about 30%
when five of the seven NFI sites were mutated (gray bars) and
further reduced to less than 10% when all seven sites were
mutated (white bar) (Fig. 5). Although greater than 99% of the
URR basal activity was lost upon mutation of all seven NFI
sites (Fig. 5), the luciferase activity of this mutant was still
three- to fivefold greater than that of the promoterless pGL3.
Furthermore, mutant 2-6, which also had over 99% reduction
in basal activity, still retained about 30% inhibition by TGF-�
(Fig. 5). These data support the conclusion that NFI binding
sites contribute to TGF-� modulation of the HPV16 URR.

YY1 has putative binding sites near five of the seven NFI
half-sites in the HPV16 URR (Fig. 1). To investigate any role
that the YY1 sites may play in TGF-� modulation of HPV16
URR activity, three YY1 sites were mutated alone or in con-
junction with the NFI sites. None of the YY1 mutant reporter
constructs or the YY1-NF1 combination mutant reporter con-
structs exhibited a loss of TGF-� inhibition, suggesting that the
YY1 sites do not play a significant role in TGF-� modulation
of the HPV16 URR (data not shown).

FIG. 4. TGF-� modulation of NFI binding to TGF-�-responsive
promoters. EMSAs were performed using an NFI consensus binding
site (lanes 1 and 2) and sequences containing NFI binding sites from
the rat collagen I (lanes 3 and 4) and adenovirus 2 (lanes 5 and 6)
promoters as probes. The sequence of each probe is listed, and the NFI
binding sites are underlined. Nuclear extract from TGF-�-sensitive
HKc/HPV16 treated with (even-numbered lanes) and without (odd-
numbered lanes) 40 pM TGF-� for 48 h was incubated with each
probe. Protein-probe complexes were separated from the free probe
on a 5% nondenaturing polyacrylamide gel. Specific NFI binding
(bracket) as well as NS binding is noted.
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Reduction of NFI binding is not due to decreased NFI pro-
tein or mRNA levels. In order to determine if the loss of NFI
binding to various sites in the HPV16 URR upon TGF-�
treatment was due to a reduction in NFI protein levels, we
performed immunoblot analysis of NFI from HKc/HPV16
treated with and without TGF-� (Fig. 6A). NFI is a large,
diverse family of transcription factors containing four distinct
members that can yield alternatively spliced transcripts (re-
viewed in reference 18). Immunoblot analysis, using an anti-
NFI antibody that recognizes the N-terminal end of the protein
and detects all family members, yielded two major NFI bands
(likely degradation products) that did not vary upon TGF-�
treatment (Fig. 6A). These results demonstrate that overall
NFI protein levels do not change with TGF-� treatment.

Previous studies have demonstrated that differential expres-
sion of one or more NFI family members can influence NFI
transcriptional activity (22, 29, 35, 44, 59). To this end, we
investigated the expression of each family member in HKc/
HPV16 treated with and without TGF-� (Fig. 6B). Real-time
PCR analysis was performed using primer pairs specific for
each family member. Upon comparing expression of each fam-
ily member to a control set of primers, we determined that
every family member was expressed in HKc/HPV16 and that
expression of each family member did not change upon TGF-�
treatment (Fig. 6B). Since TGF-� treatment does not reduce
overall NFI protein levels or significantly change the expres-
sion of any NFI family member, regulation of NFI binding
must lie elsewhere.

Ski interacts with NFI and decreases upon TGF-� treat-
ment. Since our studies indicated that NFI is required for
TGF-� modulation of the HPV16 URR, we subsequently
wanted to explore links between NFI and the TGF-� signaling
pathway. NFI has long been established as an important tran-
scription factor in the upregulation of TGF-�-responsive gene
expression (19, 20, 26, 42, 46, 47, 60). Downregulation of TGF-

�-responsive genes, however, has been studied to a much lesser
extent. We have demonstrated that NFI is an essential positive
transcription factor for HPV16, by the dramatic reduction in
basal activity upon mutation of the NFI binding sites within the
URR (Fig. 5), and that inhibition of HPV16 early gene expres-
sion by TGF-� is the result of a reduction of NFI binding.
Tarapore et al. (54) established that the Ski oncoprotein in-
teracts with NFI and enhances its transcriptional activation.
Ski is known to be directly regulated by the TGF-� signaling
pathway via the SMAD proteins that transduce TGF-� signal-
ing (reviewed in references 14 and 32). Based on these obser-
vations, we decided to investigate Ski as the possible mediator
linking NFI to the TGF-� signaling pathway.

Immunoblot analysis revealed that Ski was expressed at very
low levels in nuclear extracts from TGF-�-sensitive HKc/
HPV16 (Fig. 7A, lane 1). Interestingly, however, Ski levels
were undetectable upon TGF-� treatment (Fig. 7A, lane 2).
Ski levels were dramatically increased in nuclear extracts from
TGF-�-resistant HKc/HPV16 (HKc/DR) (Fig. 7A, lane 3) but
also were reduced upon TGF-� treatment (Fig. 7A, lane 4). A
time course experiment showed that Ski falls to undetectable
levels between 5 and 10 h of TGF-� treatment of HKc/DR
(data not shown). mRNA levels for Ski, however, remain vir-
tually unchanged with TGF-� treatment in both HKc/HPV16
and HKc/DR (Fig. 7B).

An interaction between endogenous Ski and NFI was estab-
lished by coimmunoprecipitating Ski by using anti-NFI anti-
bodies and nuclear extracts from HKc/HPV16 (Fig. 7A, lane 5)
or HKc/DR (Fig. 7A, lane 7). This interaction was greatly
reduced upon TGF-� treatment in HKc/HPV16 (Fig. 7A, lane
6) and was also reduced, but to a lesser extent, in HKc/DR
(Fig. 7A, lane 8). Our data demonstrate that Ski interacts with
NFI in HPV16-immortalized HKc, and this interaction de-
creases upon TGF-� treatment. Taken together, these results
suggest that NFI transcriptional activation of the HPV16 URR

FIG. 5. Effects of single and multiple NFI mutations on TGF-� modulation of the HPV16 URR. The entire HPV16 URR (Fig. 1) was cloned
into the luciferase reporter vector pGL3 (Promega) (pGL3/URR) where various NFI sites were mutated from GCCAA to GCAGA, which is
unable to bind NFI. These constructs were transfected into TGF-�-sensitive HKc/HPV16 and treated with and without 40 pM TGF-� for 42 h.
Luciferase activity was determined 68 h posttransfection. Corrected percent TGF-� inhibition for each construct was determined by subtracting
the percent TGF-� inhibition obtained by transfection of a promoterless pGL3 plasmid from the total TGF-� inhibition obtained for each reporter
construct. The specific NFI site(s) that was mutated and the percent reduction of basal URR activity are shown for each mutant construct at the
bottom of the figure.
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is likely mediated by Ski, and thus, a decrease in Ski levels
reduces NFI activity upon TGF-� treatment.

Overexpression of both NFI and Ski eliminates TGF-� in-
hibition of the HPV16 URR. To further confirm that NFI and
Ski contribute to TGF-� modulation of HPV16 early gene
expression, we cotransfected each of the NFI family members
(NFIA, NFIB, NFIC, and NFIX) or Ski with pGL3/URR in
HKc/HPV16 and treated the cells with or without TGF-�.
Overexpression of each NFI family member reduced TGF-�
inhibition, although to various degrees (Fig. 8A). Ski overex-
pression also resulted in the elimination of TGF-� inhibition of
the HPV16 URR reporter construct (Fig. 8B). The overexpres-
sion of Ski and each NFI family member was confirmed both at
the protein level, by immunoblot analysis (Fig. 8C), and at the

RNA level, by real-time PCR analysis (Fig. 8D). These data
demonstrate that overexpression of either NFI or Ski can in-
terfere with TGF-� inhibition of the HPV16 URR, further
supporting the conclusion that each plays an important role in
TGF-� modulation of HPV16 early gene expression.

FIG. 6. NFI protein and mRNA levels do not change following
TGF-� treatment of HKc/HPV16. (A) Total NFI protein levels were
determined by Western analysis. Nuclear extract (40 �g of protein)
from TGF-�-sensitive HKc/HPV16 treated with and without 40 pM
TGF-� for 48 h was separated on an SDS–12% polyacrylamide gel,
transferred to nitrocellulose, and probed with an anti-NFI antibody
(Santa Cruz). Molecular mass markers are shown on the right; arrows
pointing to NFI bands are on the left. (B) mRNA expression of each
of the four NFI family members (NFIA, NFIB, NFIC, and NFIX) was
determined by real-time PCR. RNA was collected using RNeasy col-
umns (Qiagen) from TGF-�-sensitive HKc/HPV16 treated with (gray)
and without (black) 40 pM TGF-� for 46 h. Expression was deter-
mined using primers specific for each NFI family member, compared
with a control set of primers, and expressed as fold induction. The
average of two experiments for each family member is shown.

FIG. 7. TGF-� treatment of HKc/HPV16 and HKc/DR decreases
nuclear Ski levels, and Ski interacts with NFI. (A) Ski levels were
demonstrated by Western analysis (lanes 1 to 4). Nuclear extract (30
�g of protein) from TGF-�-sensitive HKc/HPV16 and TGF-�-resis-
tant HKc/DR treated with and without 40 pM TGF-� for 48 h was
separated on an SDS–10% polyacrylamide gel. Proteins were trans-
ferred to nitrocellulose and probed with an anti-Ski antibody (Cascade
Bioscience), which detects Ski products (brackets) ranging from 95 to
115 kDa. Endogenous Ski coimmunoprecipitated with NFI (lanes 5 to
8). Nuclear extract (850 �g of protein) from TGF-�-sensitive HKc/
HPV16 and TGF-�-resistant HKc/DR treated with and without 40 pM
TGF-� for 24 h was incubated (2 h, 25°C) with 5 �g of anti-NFI
antibody preincubated with protein G agarose. After washing, the
immunoprecipitates were resolved by SDS-polyacrylamide gel electro-
phoresis and probed for Ski as described above. Molecular mass markers
are noted on the right. (B) mRNA expression of Ski was determined by
real-time PCR. RNA was collected using RNeasy columns (Qiagen) from
TGF-�-sensitive HKc/HPV16 treated with (gray) and without (black) 40
pM TGF-� for 46 h. Expression was determined using primers specific for
Ski, compared with a control set of primers, and expressed as fold induc-
tion. The average of two experiments for each family member is shown.
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DISCUSSION

These studies, initiated to explore the molecular details of
TGF-� modulation of HPV16 URR activity, yielded the fol-
lowing important observations: (i) NFI binding sites within the
HPV16 URR are critical for TGF-� modulation of URR ac-
tivity; (ii) TGF-� treatment of HKc/HPV16 reduces NFI bind-
ing to selected NFI sites within the HPV16 URR, without
changing overall NFI protein or mRNA levels; (iii) Ski inter-
acts with NFI, and Ski protein levels decrease dramatically
following TGF-� treatment of HKc/HPV16 and HKc/DR; and
(iv) overexpression of either NFI or Ski in HKc/HPV16 inter-
feres with TGF-� inhibition of HPV16 URR activity. Overall,
our data support a model whereby TGF-� inhibition of HPV16

early gene expression, including E6 and E7 expression, results
from a decrease in Ski levels, which in turn reduces NFI tran-
scriptional activity (Fig. 9).

The KDE region of the URR contains the majority of the
transcription factor binding sites, which contribute either pos-
itively or negatively to overall URR activity in keratinocytes.
The KDE includes seven NFI binding half-sites of the se-
quence 5�-TTGGC-3�, making it one of the most abundant
transcription factor binding sites within the URR. Previous
DNase I footprinting experiments support NFI binding to
these seven putative NFI motifs (17). Furthermore, deletions
and mutations of the URR, as well as EMSAs, have demon-
strated an essential role for NFI in transcriptional activation of

FIG. 8. TGF-� inhibition of the HPV16 URR is overcome by overexpression of either NFI or Ski. (A) Effects of NFI family member
overexpression on TGF-� modulation of the HPV16 URR. pGL3/URR and pCMV vectors expressing each of the NFI family members were
cotransfected into TGF-�-sensitive HKc/HPV16 using Transfast (Promega). Luciferase activity was determined after treatment with and without
40 pM TGF-� for 42 h, 68 h posttransfection. TGF-� inhibition resulting from transfection of an empty vector (black bar) is compared with the
percent TGF-� inhibition upon overexpression of each NFI family member (gray bars). (B) Effects of Ski overexpression on TGF-� modulation
of the HPV16 URR. pGL3/URR and a pcDNA3.1 vector expressing Ski were cotransfected and analyzed as described above (A). (C) NFI and
Ski protein levels were determined by Western analysis. Lysates from TGF-�-sensitive HKc/HPV16 cotransfected with pGL3/URR and pCMV
vectors expressing each NFI family member, empty pCMV vector, Ski, or an empty pcDNA3.1 vector were separated on an SDS–12%
polyacrylamide gel, transferred to nitrocellulose, and probed with an anti-NFI or an anti-Ski antibody. Molecular mass markers are shown on the
right with arrows pointing to three NFI bands (top panel) or Ski (bottom panel). (D) mRNA expression of each NFI family member and Ski was
determined by real-time PCR analysis. RNA was collected using RNeasy columns (Qiagen) from TGF-�-sensitive HKc/HPV16 cotransfected with
pGL3/URR and pCMV vectors expressing each NFI family member or a pcDNA vector expressing Ski. Expression was determined using primers
specific for each NFI family member or Ski and is given as fold induction over empty vector.
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the HPV16 enhancer and suggest an important role for NFI in
the determination of the viral enhancer’s epithelial cell speci-
ficity (1, 8). Our DNase I footprinting studies (Fig. 2) found
that, upon TGF-� treatment of HKc/HPV16, protection by
nuclear protein(s) was decreased around several NFI sites
within the HPV16 URR. However, EMSAs with oligonucleo-
tides spanning all seven NFI half-sites found that binding to all
NFI sites was not equal, suggesting that nucleotide sequences
outside the NFI binding motif must also contribute to NFI
binding. NFI sites 2 and 3 showed the most dramatic loss of
NFI binding following TGF-� treatment (Fig. 3).

Our finding that TGF-� had no effect on the levels of NFI
protein or NFI mRNA (Fig. 6) suggested to us that TGF-�
modulation of NFI binding to the URR might occur through
proteins that interact with NFI. The possibility that NFI re-
quires a coactivator(s) for maximal URR activity has been
previously proposed (1), and a study by Terapore et al. (54)
demonstrates that the oncoprotein Ski interacts with NFI and
results in enhanced NFI transcriptional activity. These obser-
vations prompted us to explore a potential role of Ski in
TGF-� modulation of the URR. Our data suggest that Ski is
necessary for efficient URR activity through interaction with
NFI. This is demonstrated by significant inhibition of URR
activity upon TGF-� treatment, which results in Ski degrada-
tion and a loss of binding of NFI to the URR. Our conclusion
that Ski acts as a coactivator of NFI in positive transcriptional
regulation of the HPV16 URR is also supported by results
showing that ectopic Ski overexpression eliminated TGF-�
inhibition of the URR (Fig. 8B).

Endogenous Ski is expressed at low levels in TGF-�-sensi-
tive HKc/HPV16 (Fig. 7A, lane 1) but shows a dramatic in-
crease in HKc/DR (Fig. 7A, lane 3). This is consistent with
observations that endogenous Ski is expressed at relatively low
levels in normal tissues but is abundant in transformed cells
(15, 30, 45). Our data demonstrating a decrease in Ski levels
upon TGF-� treatment in HKc/DR were initially puzzling,
since HKc/DR have reduced expression of the TGF-� receptor
type I and are refractory to growth inhibition by TGF-� (4).
However, using a Smad reporter construct, our laboratory has
shown that TGF-� signaling is reduced but not absent in

HKc/DR (unpublished data). Therefore, it appears that suffi-
cient TGF-� signaling through the Smads is retained, resulting
in Ski degradation in HKc/DR in response to TGF-� treat-
ment. This observation points to a potentially important con-
cept: growth control by TGF-� appears to require intact or
almost intact TGF-� signaling, while other TGF-�-mediated
responses can be elicited even when TGF-� signaling pathways
are partially disrupted (3). Our results here indicate that
enough TGF-� signaling is retained in HKc/DR to still mod-
ulate the levels of Ski. However, given the considerable in-
crease in total Ski levels in HKc/DR, even when reduced by
TGF-� treatment, enough Ski is present to still mediate NFI
activation of the URR, and thus TGF-� inhibition of URR
activity is lost. In other words, we propose that, following
TGF-� treatment, Ski is limiting in TGF-�-sensitive, low-pas-
sage-number cells but not any more in the TGF-�-resistant
HKc/DR that have such high levels of Ski.

In our URR reporter construct experiments, we found that
a complete loss of TGF-� inhibition of the HPV16 URR was
not observed until all seven NFI sites present in the URR were
mutated. This might be explained by the fact that, even though
certain NFI sites demonstrate more NFI binding than others
(Fig. 3B) and are probably more important to basal HPV16
URR activity (Fig. 5), some compensation could occur by
binding to the remaining NFI sites when others have been
mutated. The various degrees of NFI binding imply that neg-
ative regulatory elements may exist near NFI binding sites.
This possibility is supported by our NFI binding data demon-
strating that binding to NFI sites 1 and 5 is minimal (Fig. 3B,
lanes 1 and 9) and that mutation of those two sites produces
only a small decrease in the basal activity of the HPV16 URR
(Fig. 5). One explanation for variation in NFI binding may lie
in the fact that YY1 binding sites are present adjacent to five
of the NFI binding sites in the URR (Fig. 1). The two NFI sites
not adjacent to YY1 sites are located next to Tef-1 sites (NFI
sites 4 and 6, Fig. 1), and YY1 has been shown to compete with
Tef-1 for binding to the Tef-1 sites. Consequently, YY1 could
affect binding to all seven NFI binding sites in the HPV16
URR. While our mutational analysis of YY1 did not demon-
strate an effect on TGF-� modulation of the URR, we cannot

FIG. 9. Proposed model of TGF-� inhibition of HPV16 URR activity through NFI-Ski interactions in TGF-�-sensitive HKc/HPV16. (A) In the
absence of TGF-� NFI-Ski complexes bind to and activate the HPV16 URR promoter. (B) In the presence of TGF-� signaling, Ski is degraded
and no longer available to complex with NFI to induce promoter activity of the HPV16 URR.
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completely rule out the possibility that YY1 may play some
role in TGF-� modulation of the URR.

Although it has been reported that NFIX is not expressed in
epithelial cells (1), we have found that all NFI family members
are expressed in HKc/HPV16 at the RNA level (Fig. 5B). This
discrepancy could be explained by differences in the epithelial
cell lines used, as our studies were performed in HPV16-
immortalized human foreskin keratinocytes, whereas the
former study was performed in HeLa cells (1). We also dem-
onstrate that ectopic expression of each family member can
reduce TGF-� inhibition of URR activity (Fig. 7), demonstrat-
ing that each NFI family member is active.

The Smads, which have been shown to interact with numer-
ous transcription factors to transduce TGF-� signaling (55),
have not been shown to directly bind NFI. TGF-� upregulation
of gene expression through NFI, however, has been docu-
mented for several genes including those for cyclooxygenase 2
(60), rat bone sialoprotein (42), and glial fibrillary acidic pro-
tein (26). This is the first report of negative transcriptional
regulation by TGF-� through NFI, and we describe for the first
time a mechanism whereby TGF-� signaling is transduced
through NFI-Ski interactions. Our results demonstrate that
NFI-Ski interactions modulate TGF-� inhibition of HPV16
early gene expression.
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