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We have puriﬁed a protein from uninfected monke_y CV1 cells that binds specifically in vitro to the
late-coding simian virus 40 DNA strand in the region of transcription control without any detectable bmdmg
to the complementary single strand. Nuclease protection experlments detected two binding sites in the
21-base-pair repeat region. The protein did not bind to this region in the double-stranded form, nor did it bind
to RNA synthesized in vitro by using either DNA strand as a template. This protein, and perhaps other DNA
smgle-strand-sequence-spec;ﬁc proteins, may play a role in the control of gene expression in higher organisms.

Dissection of eucaryotic genes has allowed the identifica-
tion of DNA sequence elements that play a role in the
control of gene expression, and many of them are thought to
act at the level of transcription control by interacting with
sequence-specific DNA-binding proteins Purification of the
factors that modulate gene expression by interacting with
regulatory DNA sequences has thus become an 1mportant
step towards a better understanding of gene regulation in
higher organisms.

The control region of simian virus 40 (SV40) is a particu-
larly good system for this kind of study, since it comprises,
in a few hundred base pairs (bp), several DNA sequence
elements that are important for viral gene transcription (for a
review, see reference 23). Upstream from the gene for T
antigen and the origin of replication, for exampie, is an
AT-rich stretch similar to a TATA box; there are three direct
repeats of a GC-rich, 21-bp sequence that also belong to the
early promoter and to which the transcription factor Spl
binds; and preceding the late genes is the enhancer se-
quence, which includes two 72-bp repeats and has the
characteristic property of stimulating transcription in either
orientation from a distance.

T antigen js the only virus-coded protein which interacts
with the control region, and all other factors involved in
transcription must necessarily arise from the host itself.
Proteins from uninfected cells that bind to specific portions
of this region include the well-characterized transcription
factor Spl, which binds to the sequence GGGCGG in the
21-bp repeats (5, 8-10, 14, 15, 19). A second transcription
factor which also binds to the 21-bp repeat region has
recently been identified (20). In addition, several research
groups have shown, in different ways, the existence of
factors that interact with the enhancer (1, 2, 4, 7, 18, 21, 22,
24, 27, 29, 30, 32-36, 40-42).

Here we report the identification of a protein that binds to
the late-coding single strand at two specific sites in the 21-bp
repeat region.

MATERIALS AND METHODS

Cell culture. African green monkey cells (CV1 line) were
maintained as monolayers in Eagle minimal essential me-
dium supplemented with penicillin and streptomycin and
10% newborn calf serum (Boehringer Mannheim Biochemi-
cals). For nuclei preparations, cells were grown to conflu-
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ence in 20 25-cm-square plates (Nunc), yielding approxi-
mately 10° cells.

DNA substrates. A plasmid (PMW1) containing the control
region of SV40 with a single 72-bp repeat was constructed
with SV40 DNA (strain 776): the HindlIl fragment that
encompasses the control region (map position [m.p.] 5171 to
1046) was inserted at the HindlIII site of pBR322 and the
72-bp Nsil fragment (SV40 m.p. 126 to 198) was deleted.
Fragments obtained from this plasmid were used in most
experiments; experiments performed with uncloned SV40
DNA gave identical results (data not shown).

DNA labeling was performed with either [y->>P]JATP
(5,000 Ci/mmol; Amersham Corp.) and polynucleotide ki-
nase or [a->2P]JdCTP (3,000 Ci/mmol) and the Klenow frag-
ment of DNA polymerase. Following labeling, DNA frag-
ments or single strands were purified by chloroform-isoamyl
alcohol extraction, gel electrophores1s electroelutlon and
ethanol precipitation.

For strand separation, DNA was denatured at 90°C for 2
min in 10 mM Tris hydrochloride (pH 7.5)-1 mM EDTA,
chilled in ice-cold water, adjusted to a concentration of 2% in
glycerol, and immediately loaded on a 4% polyacrylamide
gel similar to the gels used for fractionation of DNA-protein
complexes (37; see below). In many cases, particularly in the
case of the SV40 control region, strands of DNA fragments
up to 250 bp could be separated on this type of gel. After
electroelution of the single strands, their identities were
determined by chemical sequencmg The slow-migrating
strand 'of the SV40 control region was thus found to be the
late strand (see Fig. 1 and 3).

RNA substrates. For in vitro synthesis of RNA substrates
for protein binding, a plasmid containing a promoter for T7
RNA polymerase was used (pTZ19R; Pharmacia). The Bg/I-
Hpall fragment (SV40 m.p. 5235 to 346) of pMW1 was made
blunt ended with T4 DNA polymerase and cloned in either
orientation at the HindIII site of pTZ19R by using HindIII
linkers (New England BioLabs, Inc.). Both plasmids were
linearized and transcribed with T7 RNA polymerase (Boehr-
inger kit) and [o-**P]CTP (800 Ci/mmol; Amersham).

Nonradioactive CTP was added to the incubation mix in
quantities such that the specific activities of both RNAs were
approximately equal to the specific activity of the DNA used
in DNA-protein-binding experiments.

The identities of the RNAs were confirmed by checking
that. their sizes depended in the expected way on the
restriction site used for linearizing the plasmids. For the
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experiment shown in Fig. 5, the Ps¢I site in the plasmid
polylinker was used, yielding RNA molecules 304 nucleo-
tides long.

Following synthesis, the RNAs were purified by electro-
phoresis on a 4% polyacrylamide gel, followed by electroe-
lution.

Purification of protein H16. Frozen nuclei from approxi-
mately 10° cells, purified as described elsewhere (37), were
quickly thawed, pelleted, and suspended by gentle vortexing
in 7 ml of cold 0.6 M NaCl-50 mM sodium HEPES (N-2-
hydroxyethylpiperazine-N’-2-ethanesulfonic acid; pH 7.5)-1
mM EDTA-1 mM dithiothreitol (DTT) containing the five
proteinase inhibitors used during nuclei purification (phen-
ylmethylsulfonyl fluoride, antipain, leupeptin, chymostatin,
and pepstatin A). After 30 min at 0°C with occasional
stirring, the suspension was centrifuged at 10,000 x g for 30
min at 4°C, and the pellet was discarded.

The 0.6 M NaCl nuclear extract was diluted sixfold with 50
mM sodium HEPES (pH 7.5)-1 mM EDTA-1 mM DTT. A
light precipitate that formed upon dilution was discarded by
centrifugation. The extract was applied to a 20-ml phospho-
cellulose column (P11; Whatman, Inc.) preequilibrated with
50 mM sodium HEPES (pH 7.5)-1 mM EDTA-1 mM DTT-
75 mM NaCl. The column was washed with the same buffer
and eluted with a linear gradient of 75 mM to 2 M NaCl in 50
mM sodium HEPES (pH 7.5)-1 mM EDTA-1 mM DTT.

Without the DNA-binding activities being assayed, four
separate pools were made with the fractions eluting under
100 mM, between 100 and 250 mM, between 250 and 500
mM, and above 500 mM. Each pool was dialyzed against 25
mM Tris hydrochloride (pH 7.5)-1 mM DTT-30 mM NaCl
and applied to a 1-ml fast-protein liquid chromatography
mono Q column (Pharmacia) equilibrated in the same buffer.
Elution was done with a 20-ml linear gradient of 30 mM to 1
M NaCl in 25 mM Tris hydrochloride (pH 7.5)-1 mM DTT.
Fraction H16, which contained the protein described here,
originated from the second phosphocellulose pool (100 to 250
mM NaCl) and eluted from the mono Q column at 250 mM
NaCl.

Both columns were run at room temperature, with frac-
tions immediately transferred to 0°C after collection. For
long-term storage, fractions were adjusted to 15% glycerol
and 1 mg bovine serum albumin per ml and kept at —70°C.
For routine use, small aliquots were stored at —20°C in 50%
glycerol and 1 mg of bovine serum albumin per ml.

Electrophoresis of DNA-protein complexes. For denatur-
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ation, DNA (or RNA) was heated at 90°C for 2 min in 10 mM
Tris hydrochloride (pH 7.5-1 mM EDTA and cooled to
room temperature just before use. Nonradioactive Esche-
richia coli DNA sonicated to an average length of 1 kilobase
pair was used as competitor DNA.

DNA (5,000 cpm, about 0.1 ng) was incubated with
proteins (1 wl) at room temperature (about 22°C) for 30 min
in 25 pl of 50 mM NaCl-10 mM Tris hydrochloride (pH 7.5)-
1 mM EDTA-1 mM DTT-1 mg of bovine serum albumin per
ml. Electrophoresis on a 4% polyacrylamide gel was done as
described elsewhere (37). The gel was dried and autoradio-
graphed.

Digestion of DNA-protein complexes with T4 DNA polymer-
ase. The complex of protein H16 with 5’'-end-labeled DNA
was formed as described above but without the addition of
competitor DNA. MgCl, was then added to 2 mM, and the
mixture was digested at 37°C for 2 min with 0.3 U of T4 DNA
polymerase (New England BioLabs). The reaction was
stopped by the addition of EDTA.

RESULTS

Protein that binds specifically to one of the single strands of
SV40 control region. Nuclear extracts were prepared from
uninfected African green monkey CV1 cells, permissive for
SV40, to search for proteins that bind specifically to the
SV40 Styl restriction fragment that extends from m.p. 37 to
333 (numbering as in reference 38) and encompasses both the
enhancer and the 21-bp repeat region. The actual DNA
fragment used was a cloned, 224-bp-long segment obtained
by deleting one of the 72-bp repeats. After end labeling, this
fragment was incubated with protein extracts in the presence
of various amounts of nonradioactive competitor E. coli
DNA, and the DNA-protein complexes formed were de-
tected by polyacrylamide gel electrophoresis and autoradi-
ography. Since this technique detects abundant nonspecific
proteins as well as the specific ones, the sequence specificity
of the proteins was assessed by comparing their binding to a
labeled fragment from pBR322 (37).

Initial assays performed with crude nuclear extracts failed
to reveal any protein but Spl. However, since rare proteins
may be masked in the assay by abundant specific proteins,
such as Spl, or even by nonspecific proteins, we fraction-
ated the nuclear extracts. We first loaded a crude extract on
a phosphocellulose column and arbitrarily made four pools
with the eluted fractions without assaying their DNA-
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FIG. 1. Interaction of proteins from fraction H16 with DNA. Polyacrylamide gel electrophoresis was used to assay the binding of proteins
contained in fraction H16 to the following five 5’-end-labeled DN A fragments: both single strands of the 224-bp Sryl fragment from the SV40
control region (the late strand is slightly contaminated with the early strand; see late strand, lane C), both single strands of the 185-bp
EcoRI-EcoRV fragment from pBR322, and the same Sryl fragment from SV40 as described above but double stranded. Incubation of the
labeled DNA (about 0.1 ng) with fraction H16 was done in the presence of increasing amounts of denatured competitor DNA (2, 4, 8, 15, 30,
60, 125, 250, and 500 ng in lanes 1 through 9, respectively). Lanes C, Control, free DNA, no protein added.
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FIG. 2. Binding of protein H16 to single-stranded subfragments of the SV40 control region. (a) Schematic map of the control region of
SV40 with a deletion of one of the 72-bp repeats. Arrows represent the sites of initiation of transcription (from left to right: early-early,
late-early, and late transcripts). The restriction sites and the DNA fragments (A through H) used for the experiment shown in panel b are
indicated, with the position of the ?P end label either 5’ or 3'(*). Numbers indicate base pairs. (b) The late strands of the eight end-labeled
fragments (A through H), schematically shown in panel a, were purified, mixed with protein H16 in the presence of increasing amounts of
denatured competitor DNA (2, 8, 30, and 125 ng in lanes 1 through 4, respectively), and electrophoresed on a polyacrylamide gel. Equal molar
amounts of labeled DNA were used. Lanes C, Control, free DNA, no protein added.

binding activities (see Materials and Methods). Subsequent
fractionation of each pool on the fast-protein liquid chroma-
tography anion exchange mono Q column gave us some 40
fractions that were individually assayed. In addition to Spl,
we were able to identify two other specific protein activities
that were capable of binding to the SV40 control region
(unpublished data). We used a labeled DNA fragment that
was slightly denatured, and we observed in one of the
fractions (fraction H16) a third binding activity that was
specific for only one of the single strands.

Subsequently, both strands of the SV40 DNA fragment
and those of the pBR322 control fragment were purified from
their complementary counterparts and used individually in
binding assays with fraction H16 (Fig. 1). The labeled single
strands were incubated with a given amount of fraction H16
in the presence of increasing amounts of nonradioactive,
sonicated, heat-denatured E. coli DNA (lanes 1 to 9). A band
of slower mobility was observed only with the SV40 late
strand. In contrast, few band migration differences were
observed with the SV40 early strand and the pBR322
strands. Note that the small amount of early strand that
contaminated the late strand in Fig. 1 remained uncom-
plexed even at the lowest amount of competitor used,

whereas the late strand was completely shifted to the com-
plex. We interpret the retarded band as a protein-DNA
complex, since it was proteinase K sensitive and RNase A
resistant; its formation was indifferent to the presence of 2
mM magnesium and 1 mM calcium in the incubation buffer
(data not shown). The decrease in intensity of the complex
upon increasing the amount of competitor DNA is not
surprising, since any DNA-binding protein is expected to
find some cognate sequences in the genome of E. coli. Such
sites are probably rare or weak, however, since we have
tested the protein with several single-stranded fragments of
pBR322, covering about 80% of the plasmid, without observ-
ing any interaction (data not shown).

Incubation of fraction H16 with the double-stranded SV40
DNA fragment did not show any bands with retarded migra-
tion even at low competitor amounts and upon overexposure
of the autoradiogram (Fig. 1).

Localization of binding sites with smaller restriction frag-
ments. To determine more precisely where protein H16
binds, we prepared eight subfragments of the initial Syl
fragment (Fig. 2a, fragments labeled A through H). The late
strands were individually purified and used for binding
assays. Fraction H16 strongly bound to fragments A, B, C,
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FIG. 3. T4 DNA polymerase digestion of protein H16-DNA
complexes. The late strand of SV40 (fragment BstNI, m.p. 5092
through 160) was 5’ end labeled at position 160 and digested by the
3’ exonuclease activity of T4 DNA polymerase in the absence (—) or
presence (+) of protein H16. DNA was extracted and electropho-
resed on an 8% sequencing gel with a G+A chemical sequencing
reaction. The origin of replication, 21-bp repeats, and 72-bp repeat
are shown on the right. Numbers to the right of the gel indicate SV40
map positions.
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and D but did not bind to fragments E, F, G, and H (Fig. 2b).
For fragments E through H, retarded bands of different
mobilities and much lower intensities than those observed
for A, B, C, and D may indicate the presence of a contam-
inating binding protein, perhaps not sequence specific. We
conclude that protein H16 binds specifically to the late
strand of SV40 in the 21-bp repeat region (see Fig. 2a). The
appearance of two retarded bands may represent fragments
with either one or both of the two binding sites (see below)
occupied by the protein.

Binding sites localization by nuclease digestion. For foot-
printing experiments with a single-strand-binding protein,
most enzymes are unsuitable: DNase I does not efficiently
digest single-stranded DNA; micrococcal nuclease has a
strong sequence specificity; DNase II, S1 nuclease, and
mung bean nuclease do not work at the neutral pH required
for formation of a stable protein H16-DNA complex. In
addition, dimethyl sulfate interference experiments gave
negative results. Therefore, we used the single-strand 3'—5’
exonuclease activity of T4 DNA polymerase. Figure 3 shows
the result of T4 polymerase digestion of a 5'-end-labeled
late-strand fragment that encompasses the 21-bp repeats in
the absence or the presence of fraction H16. There were two
regions in which the progression of the enzyme was strongly
slowed only when H16 was present: the first one, just
preceding the first of the 21-bp repeats, is around nucleotide
38; the second one, in the second 21-bp repeat, is around
nucleotide 70 (Fig. 4). Immediately 5’ to the regions in which
the enzyme pauses, i.e. at the putative binding sites of
protein H16, the sequence 5'-CCGCCCC-3' was found.
However, a third CCGCCCC motif present in the third 21-bp
repeat did not seem to bind protein H16. This suggests that
the sequence recognized is not strictly limited to CCGCCCC
and that neighboring bases on its 5’ side are also important
determinants of the specificity. In any case, precise knowl-
edge of the nucleotide sequences and of the DNA structure
recognized by the protein will require an analysis of its
binding sites on a large set of different DNA fragments.

Failure of protein H16 to bind to RNA. To exclude the
possibility that H16 is a sequence-specific RNA-binding
protein that also binds DNA in vitro when presented with
homologous single-stranded DNA sequences, we investi-
gated its RN A-binding properties. The SV40 control region
was cloned in either orientation in plasmid pTZ19R, next to
a promoter for T7 RNA polymerase, and RNA was synthe-
sized in vitro with either the early strand or the late strand as
the template. Figure S shows the interaction of protein H16
with both RNAs and with the late strand of DNA in the
presence of various amounts of denatured competitor DNA.
No complex was observed with RN A, while the same band
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FIG. 4. DNA sequence of the 21-bp repeat region. The upper strand is the early strand; the lower strand is the late strand. The six Spl-
binding sites are indicated by rectangles above the sequence, with shading intensity increasing with Spl affinity. The two regions in which
T4 DNA polymerase digestion pauses in the presence of protein H16 are represented by dark rectangles below the sequence. Numbers below

the sequence indicate nucleotide positions.
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pattern as described above (Fig. 1) was observed with the
late strand of DNA.

DISCUSSION

We have purified a single-strand-binding protein that binds
in vitro to specific regions in the 21-bp repeat sequence of the
late strand of the control region of SV40. It does not bind to
the complementary single strand, the double strand, or RNA
synthesized with either DNA strand as a template.

A conservative estimate of the affinity of the protein for
the late strand relative to that for the early strand can be
obtained from the data presented in Fig. 1 by applying the
equations of equilibria (12) to homologous lanes. With regard
to lanes 4, for example, the ratio of bound DNA to free DNA
is about S for the late strand and less than 0.5% for the early
strand, as determined by quantitation of the bands on the
autoradiogram. This leads to an estimate of 3 orders of
magnitude for the ratio of specific to nonspecific affinities.
However, it should be stressed that the protein is not pure
and that the faint bands observed with the early strand might
be due to a contaminating protein. This value is therefore a
minimum estimate, and the actual value might be much
higher. Purifying the protein to homogeneity will allow us to
determine precisely this ratio, as well as the absolute affinity
constants.

The transcription factor Spl also binds to SV40 DNA in
this region. However, these two proteins are distinct, as
judged by their different chromatographic behaviors (unpub-
lished data) and, most convincingly, by the fact that protein
H16 does not bind to double-stranded DNA whereas Spl

RNA RNA DNA
Early Strand Late Strand
Transcript Transcript LCat¢ Strand

12345C 12345C 12345C

FIG. 5. Interaction of protein H16 with RNA. 3?P-labeled RNA,
synthesized in vitro from a T7 polymerase promoter by using either
the late strand or the early strand of the SV40 control region as the
template (see Materials and Methods), was mixed with protein H16
in the presence of increasing amounts of denatured competitor DNA
(0, 1, 2, 4, and 8 ng, lanes 1 through S, respectively) and electro-
phoresed on a 4% polyacrylamide gel. The same experiment was
done with late-strand DNA. Lanes C, No protein added.

J. ViroL.

does. Although we have tried several different conditions for
binding, including the presence of Zn?* or ATP, we have
been unable to observe the formation of a complex of protein
H16 with double-stranded DNA. We therefore think that
protein H16 itself is unable to open the DNA double helix
and make its sites on the late strand accessible. An interest-
ing possibility would be that Sp1 participates in this process.
In this respect, it is interesting to note that both H16 sites are
located at the level of the two weakest Sp1 sites on the DNA
sequence (15) (Fig. 4). In addition, the first H16 site near
position 45 was found by mutagenesis to be the most
important of the six GC boxes for transcription initiation at
the early-early sites (3).

Several single-stranded DN A-binding proteins have been
isolated in higher eucaryotes. Many of those that bind
reasonably well to single-stranded DNA-cellulose appar-
ently have no relation with DNA in vivo (e.g., dehydroge-
nases, a protocollagen precursor, serum proteins involved in
complement activation, a,-antichymotrypsin; see references
in 43). Proteins UP1 from calf thymus and HDP-1 from mice
are related proteins that bind to single-stranded DNA, de-
stabilize duplex DNA, and stimulate DNA polymerase,
similar to proteins encoded by gene 32 of bacteriophage T4
and ssb of E. coli (17, 28, 43). It has been suggested that they
derive from heterogeneous nuclear ribonucleoproteins by
proteolysis (25), and they have no known sequence speci-
ficity. Recently, two proteins believed to be involved in
replication have been detected and shown to possess some
sequence specificity to single-stranded DNA (13, 39). The
transcription factor of the 5SS RNA genes, TFIIIA, binds to
5SS RNA, to 5S DNA at specific sites (11, 26, 31), and to
single-stranded DNA but apparently not in a sequence-
specific manner (16). Its binding properties are thus very
different from those of protein H16.

With respect to the role of this protein, we have no direct
evidence to suggest that it binds to the late strand in vivo.
However, short stretches of single-stranded DNA are sup-
posed to be transiently present in the genome, for example,
during replication and transcription, and the possible role of
protein H16 could be related to either of these processes.
Given the importance of the 21-bp repeat region in the
control of transcription, we are currently investigating the
effect of the protein in in vitro transcription experiments.

In 1971, F. Crick published a model for the chromosomes
of higher organisms in which ‘‘the recognition sites needed
for control purposes are mainly unpaired single-stranded
stretches of double-stranded DNA’ (6). Indeed, single-
stranded DN A presents more structural flexibility, as well as
a greater number of contact points for specific protein-DNA
interactions. Achieving the high sequence specificity neces-
sary to properly control gene activity in higher organisms
may thus be made easier by the use of such interactions.
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