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Simian virus 40 minichromosomes were treated with trypsin to specifically remove the amino-terminal
histone domains (tails). Trypsin treatment does not affect the spacing and the number of nucleosomes on
minichromosomes but induces a more extended conformation, as shown by the reduced sedimentation coef-
ficient of trypsinized minichromosomes compared with the untreated controls. Trypsinized minichromosomes
replicate more efficiently than control minichromosomes in in vitro replication assays. The increased template
efficiency appears to be due to higher rates of replicative fork movement. In vitro replication in the presence
of protein-free competitor DNA shows that replicating trypsinized minichromosomes do not lose nucleosomes
and replicating competitor DNA does not gain nucleosomes. This finding suggests that tailless nucleosomes are
transferred from the unreplicated prefork stem to replicated DNA branches and excludes a participation of the

basic histone domains in nucleosome transfer.

The replication of eukaryotic genomes is accompanied by an
assembly of chromatin. This reaction consists of two funda-
mental processes, the transfer of parental nucleosomes from
the unreplicated DNA stem to replicated DNA branches and
the assembly of new nucleosomes from newly synthesized his-
tones. Numerous studies in vivo and in vitro indicate that both
processes proceed in two consecutive steps: an early deposition
of histone H3-H4 tetramers followed by the association of two
histone H2A-H2B dimers (reviewed in references 15, 16, 25,
and 48).

Several basic facts concerning the fate of parental nucleo-
somes during replication have been discovered through in vitro
experiments. Using phage DNA templates with in vitro-assem-
bled nucleosomes and phage T4 replication enzymes, Bonne-
Andrea et al. (7) first showed that histone octamers remain on
DNA when a replication fork passes and do not dissociate in
solution even in the presence of competing DNA. These re-
sults were confirmed with simian virus 40 (SV40) minichromo-
somes as natural templates, using extracts from proliferating
human HeLa cells as a source for replication functions (27,
46). Similarly, replication of chromatin, assembled in vitro on
SV40 DNA, was shown to be accompanied by a direct transfer
of parental nucleosomes from prefork to replicated DNA in a
distributive manner (37).

Electron microscopic examination of replicative intermedi-
ate SV40 minichromosomes revealed that replication forks
move up to the next prefork nucleosome and that new nucleo-
somes appear on the replicated DNA branches at average
distances of about 250 nucleotides behind the fork (43). Ran-
dall and Kelly (37) combined the results of the chromatin
replication experiments in vitro and the electron microscopic
observations and proposed an interesting model to explain how
a replication machine can move along the template DNA with-
out displacing the nucleosomes lying in its path. They sug-
gested that advancing replication forks release positively
charged amino acid side chains in histones of the prefork
nucleosome. Released positively charged amino acids then im-
mediately gain contact with newly synthesized DNA in daugh-
ter strands. Thus, a transient intermediate structure may exist
in which parental DNA and newly synthesized DNA are bound
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to the same nucleosome. The model requires a position side by
side of prefork and mature replicated DNA which could be
achieved by looping out the intervening stretch of 250 nucle-
otides.

Positively charged amino acids are concentrated in the flex-
ible amino-terminal histone domains which contain roughly
20% of all residues in core histones and include all sites for
posttranslational modifications such as acetylations and phos-
phorylations. All four core histones have random coiled un-
structured amino-terminal domains, and histone H2A has an
additional unstructured carboxy-terminal arm (reviewed in ref-
erence 35). A prediction, based on the transfer model, is that
histone octamers lacking the flexible domains should not be
transferred from parental to progeny DNA, and it may be even
possible that chromatin with truncated histones does not func-
tion at all as a replication template. We have tested the model
by using SV40 minichromosomal templates that were treated
with trypsin under conditions known to remove the charged
flexible tails without attacking the central globular histone do-
main (6).

Many previous experiments had shown that trypsinized nu-
cleosomes remain remarkably stable under a variety of in vitro
conditions (see reference 3 and references therein). Trypsin-
ized and untreated control minichromosomes can therefore be
directly compared as templates under in vitro replication con-
ditions. We found that trypsinized minichromosomes serve
well as templates and that the amino-terminal histone domains
are not required for the transfer of parental nucleosomes to
replicated DNA strands. Interestingly, trypsinized minichromo-
somes replicate more efficiently than untreated control mini-
chromosomes.

MATERIALS AND METHODS

Templates. Plasmid pSVori (2,643 bp) (53) and SV40 DNA (20) were purified
according to published procedures.

Salt-treated SV40 minichromosomes were extracted from SV40-infected cells
as described previously (14, 27) and purified by centrifugation through a 5 to
30% sucrose gradient, containing 500 mM NacCl, for 3 h at 39,000 rpm in the
Beckman SW40 rotor. The minichromosomes were concentrated by centrifuga-
tion through a 30% sucrose cushion (with 500 mM NaCl) and resuspended in LS
buffer (5 mM potassium acetate, 20 mM N-2-hydroxyethylpiperazine-N'-2-eth-
anesulfonic acid [HEPES; pH 7.8], 0.5 mM MgCl,, 0.5 mM dithiothreitol).
Minichromosome preparations were stored in aliquots at —70°C. The concen-
trations of DNA in these preparations were determined after deproteinization by
agarose gel electrophoresis in comparison with known amounts of SV40 DNA
marker.
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Trypsinization. Salt-treated minichromosomes (1 pg of DNA) were incubated
with 100 ng of freshly dissolved trypsin (tosylsulfonyl phenylalanyl chloromethyl
ketone [TPCK] treated; Sigma) in 10 pl of LS buffer for 10 min at 25°C. Proteins
were analyzed on 15% denaturing polyacrylamide gels (29) and visualized by
silver staining (52). In our initial experiments, we added hen egg white trypsin
inhibitor (Boehringer) to block trypsinization of chromatin (8). However, the
trypsin inhibitor negatively affected the replication efficiency of HeLa cell ex-
tracts. We therefore purified minichromosomes by sucrose gradient centrifuga-
tion to remove trypsin (see below). We noted, however, that trypsinized mini-
chromosomes, added directly to the reaction mixture, served well as a replication
template, and control experiments showed that the addition of equivalent
amounts of trypsin to the replication reaction of control minichromosomes had
no effect on replication (data not shown). For this reason, all replication exper-
iments reported below were performed under these conditions.

Electron microscopy. Purified control and trypsinized minichromosomes were
diluted into triethanolamine buffer (10 mM, pH 7.5) and fixed with glutaralde-
hyde (final concentration, 0.1%). The samples were processed by using the BAC
(benzyldimethylalkylammonium chloride) spreading technique of Vollenweider
et al. (49) as described in detail before (51).

Chromatin replication. T antigen was prepared from baculovirus-infected
insect cells (30) and purified by immunoaffinity column chromatography (39).
Cytosolic extracts were prepared from proliferating HeLa cells (44). In standard
experiments, 500 ng of chromatin was incubated with 1 pg of T antigen and 240
ng of cytosolic extract in a 50-ul incubation mixture for 2 h at 37°C exactly as
described previously (17). In competition experiments, competitor DNA was
added 10 min after incubation. Reactions were stopped by adding 0.7% sodium
dodecyl sulfate-20 mM EDTA. DNA was extracted after treatment with 40 pg of
proteinase K per ml by phenol extraction and ethanol precipitation. DNA was
analyzed by agarose gel electrophoresis and autoradiography as described pre-
viously (27). In some experiments, extracted replicated DNA was digested by
incubation with restriction nucleases before agarose gel electrophoresis. The
autoradiograms were evaluated by laser densitometry, using the Scanpack pro-
gram of the manufacturer (Biometra).

Micrococcal nuclease digestion. DNA or minichromosomes were treated with
micrococcal nuclease (Boehringer Mannheim) at room temperature for the
times indicated. The amounts of micrococcal nuclease used are given in the
relevant figure legends. DNA fragments were purified from the incubation mix-
ture and investigated by agarose gel electrophoresis as described previously (17).

RESULTS

Properties of trypsinized minichromosomes. Viral mini-
chromosomes were prepared from African green monkey kid-
ney CV-1 cells infected with SV40. When extracted from in-
fected cells under low-salt conditions, SV40 minichromosomes
are densely packed nucleoprotein particles containing stoichi-
ometric amounts of the four core histones H2A, H2B, H3, and
H4 as well as the outer histone H1 and a variety of nonhistone
chromatin proteins (14). Among the nonhistone proteins is the
chromatin assembly factor, CAF1 (26), which promotes the
replication-dependent assembly of soluble histones (40, 41).
Since the purpose of the present study was an investigation of
the transfer of parental nucleosomes to progeny DNA and not
the assembly of new nucleosomes, we treated native mini-
chromosomes with 0.5 M potassium acetate to remove most
nonhistone proteins, including CAF1 (26). Most salt-treated
minichromosomes carry between 22 and 26 nucleosomes, but
20 to 30% of all minichromosomes have 2 nucleosomes less
and contain a nucleosome-free gap of about 400 bp which
includes the viral genomic control region and the origin of
replication (24, 38, 43).

Salt-treated minichromosome preparations were split into
two parts; one served as the control, while the other was treat-
ed with trypsin under experimental conditions known to spe-
cifically cleave the basic histone tails without attacking the
central histone domains (6). We obtained an end point of
enzyme titration at 80 to 120 ng of trypsin per wg of minichro-
mosomal DNA, as determined by denaturing polyacrylamide
gel electrophoresis (29) (Fig. 1). A comparison with published
proteolytic cleavage products of chromatin (1a, 3) reveals that
the prominent polypeptides obtained after trypsin treatment of
minichromosomes correspond to the trypsin-resistant globular
histone domains. The minor polypeptides on the gel (Fig. 1)
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FIG. 1. Removal of the amino-terminal histone domains by trypsin. Salt-
treated SV40 minichromosomes were incubated for 10 min with the amounts of
trypsin indicated. Polypeptides were investigated by denaturing polyacrylamide
gel electrophoresis (29) and visualized by staining with silver (52) (left). Trypsin
alone was electrophoresed under identical conditions (right).

are most probably the proteolytic products of the nonhistone
proteins remaining on salt-treated SV40 minichromosomes.

We investigated the chromatin templates by comparative
micrococcal nuclease digestion experiments. Using control mini-
chromosomes as the substrate, we obtained the familiar ladder
of monomeric, dimeric, trimeric, and higher-order DNA re-
peats after short incubation times and DNA fragments of
about 160 bp after longer incubation times (Fig. 2). In contrast,
trypsinized minichromosomes yielded shorter final digestion
products, about 145 bp in length (Fig. 2). Thus, limited nu-
clease digestion shows that trypsinized nucleosomes protect
smaller DNA segments against nuclease attack.

For further characterization, we centrifuged control and
trypsinized minichromosomes in parallel through sucrose gra-
dients (in 50 mM NaCl) and found that trypsinized mini-
chromosomes had an apparent sedimentation coefficient of
only 39S, compared with 50S for control minichromosomes
(Fig. 3A). We examined both chromatin preparations by elec-
tron microscopy to determine whether the reduced sedimen-
tation rate was due to a loss of nucleosomes caused by trypsin
treatment. We found in several independent experiments no
significant differences between the numbers of nucleosomes on
control and on trypsinized minichromosomes (Fig. 3B and C).
We conclude that the reduced sedimentation coefficient of
trypsinized minichromosomes is due to a more open confor-
mation compared with control minichromosomes.

To investigate the arrangement of nucleosomes on SV40
chromatin, we determined the center-to-center distances of
nucleosomes (1a) in electron micrographs of control and tryp-
sinized minichromosomes carrying equal numbers of nucleo-
somes. As shown in Fig. 3D, the distributions of internucleo-
somal spacer lengths are quite similar in the two preparations.
This result excludes a significant sliding of nucleosomes (5) as
a consequence of trypsin treatment.

Replication of trypsinized minichromosomes. For the exper-
iments to be reported below, it was important to determine the
accessibility of the viral origin of replication for replication
factors. To address this point, we took advantage of the fact
that a single Bgll restriction site is located in the SV40 origin
sequence. We found that similar fractions of control and of
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FIG. 2. Conformation of minichromosomes as determined by micrococcal
nuclease digestion. Control minichromosomes (8 wg) and trypsinized mini-
chromosomes (3 ng) were incubated with 8 and 3 U of micrococcal nuclease,
respectively. Equal aliquots were removed at the indicated times and used for
DNA extraction, analyzed by agarose gel electrophoresis, and stained with
ethidium bromide. M1 and M2, marker DNA fragments as indicated.

trypsinized minichromosomes are linearized by Bg/I restriction
(Fig. 4A) and conclude that molecules with open origins are
equally abundant in the two preparations.

We also investigated whether minichromosomes function as
templates for in vitro replication. For this purpose, equal
amounts of control and trypsinized minichromosomes were
added to in vitro replication mixtures containing the viral ini-
tiator protein (T antigen) and an unfractionated cytosolic ex-
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tract from proliferating HeLa cells as a source for other rep-
lication functions (31, 44). Incubation with deoxynucleotides,
including [a-**P]dATP, was performed for 120 min under pre-
viously described conditions (17, 27). The DNA was extracted
after incubation and investigated by agarose gel electrophore-
sis and autoradiography. Both control and trypsinized mini-
chromosomes replicated well in the in vitro system and gave
rise to very similar replication products (Fig. 4B, left two lanes),
although trypsinized minichromosomes appeared to replicate
more efficiently than control minichromosomes (see below).
As usually found in experiments of this kind, a considerable
fraction of the replication products had the electrophoretic
migration rate of high-molecular-weight DNA (Fig. 4B) com-
posed of replicative intermediates, catenated DNA (47), and
aberrant forms of replicating DNA which arise after artifactual
breakage of replication forks (42). Another fraction of repli-
cated molecules corresponded to mature closed circular form I
and open circular form II DNA. Most mature replication prod-
ucts were supercoiled, suggesting that the replication of mini-
chromosomes was accompanied by a formation of nucleo-
somes. This can be concluded because supercoils are formed
when histones are removed from topologically constrained
chromatin, and it is known that one supercoil in deproteinized
DNA corresponds to one nucleosome originally present in
chromatin (12).

As also shown in Fig. 4B (right two lanes), BglI-restricted nor-
mal and trypsin-treated minichromosomes did not replicate. This
is an important control for several reasons. First, the experi-
ment shows that minichromosomes with closed origin regions
did not participate in replication and implies that nucleosomes
lacking the amino-terminal histone domains blocked the access
of replication proteins to the origin as efficiently as normal
nucleosomes. Second, the experiment excludes the possibility
of extended DNA repair synthesis in this system. This conclu-
sion was also supported by earlier experiments in which unre-
stricted control minichromosomes were incubated under rep-
lication conditions, but in the absence of T antigen. Without T
antigen, no nucleotides were incorporated into SV40 chroma-
tin (27).
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FIG. 3. Conformation of trypsinized minichromosomes. (A) Sedimentation rates. Control (squares) and trypsinized (diamonds) minichromosomes were sedimented
through parallel 5 to 30% sucrose gradients made up in 50 mM NaCl-10 mM Tris-HCI-1 mM EDTA (pH 7.5). (B and C) Electron microscopy. Control (B) and
trypsinized (C) minichromosomes were fixed in glutaraldehyde and spread by the BAC technique (49) for electron microscopic examination (bar, 200 nm). We counted
30 molecules from each preparation and determined averages of 24.4 (*+ 2.8) nucleosomes for the control and 22.3 (£ 1.7) nucleosomes after treatment with trypsin.
(D) Spacing of nucleosomes. We determined the distances between the centers of neighboring nucleosomes by using magnified (200,000-fold) positives of control (B)
and trypsinized (tryps.) (C) minichromosomes (MC) carrying equal numbers of nucleosomes. Methods of length determination have been described in detail before
(36, 51). Note that spacer lengths are operationally defined. Spacers, as measured in electron micrographs of chromatin, include linker DNA and nucleosomal DNA
partially uncoiled from histone octamers during BAC spreading (14, 49). The estimated average size of linker DNA in minichromosomes with 25 nucleosomes is 45
bp, assuming 165 bp of DNA per nucleosome (total length of SV40 DNA, 5,243 bp).
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FIG. 4. Accessibility and function of the origin in control and trypsinized
minichromosomes. (A) Accessibility. Protein-free SV40 DNA was completely
linearized by an excess of BglI (left two lanes). Under the same conditions, only
about a quarter of control and of trypsinized minichromosomal (MC) DNA was
attacked by BglI (right two lanes). We show the results of an agarose gel elec-
trophoresis after staining with ethidium bromide. (B) Function. Equal amounts
of control (C) and trypsinized (T) minichromosomes were used as replication
templates under standard in vitro replication conditions. DNA was extracted and
investigated by agarose gel electrophoresis and autoradiography (left two lanes).
The experiment was exactly performed as described above except that Bgll-
restricted control and trypsinized minichromosomes were used as templates for
replication (right two lanes). RI, replicative intermediate DNA; I, superhelical
form I DNA; 11, relaxed and open circular form IT DNA.

We conclude that trypsinized minichromosomes serve well
as templates for in vitro replication and that replication prod-
ucts carry bound nucleosomes. We wanted to demonstrate that
these nucleosomes originate from the parental template and
are not assembled de novo from soluble histones present in the
cytosolic extract (41). We therefore performed replication ex-
periments in parallel with trypsinized minichromosomes and
protein-free SV40 DNA. As shown in Fig. 5, replication of tryp-
sinized minichromosomes yielded highly superhelical DNA,
while the replication of protein-free DNA produced mainly
circular DNA characterized by a few supercoils only. As pre-
viously discussed, supercoils in replicated protein-free DNA
are mainly due to thermal fluctuations at the time of ring clo-
sure (27). The results are in agreement with earlier experi-
ments which had shown that the experimental conditions allow
a transfer of parental nucleosomes to replicated DNA but not
the assembly of new nucleosomes from soluble histones. One
reason for this is that CAF1, the chromatin assembly factor
promoting the replicative assembly of new nucleosomes, is not
present in the cytosolic extract used as source for replication
enzymes (26, 41, 42).

As an independent assay to demonstrate the presence of
nucleosomes in replicated chromatin, we performed digestion
experiments using in vitro replicated chromatin as the sub-
strate for micrococcal nuclease. In contrast to the experiment
in Fig. 2 (control), we cannot expect to obtain a regular ladder
of DNA fragments because parental nucleosomes are ran-
domly dispersed to replicated DNA. Consequently, replication
products contain an average of only half the maximal number
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FIG. 5. Replicated minichromosomal DNA, but not replicated protein-free
DNA, is highly supercoiled. Trypsinized minichromosomes (A) and SV40 DNA
(B) were incubated for 2 h under standard replication conditions. The DNA was
extracted and analyzed by agarose gel electrophoresis and autoradiography.

of nucleosomes (27). In addition, the substrates for nuclease
digestion are not only mature replication products but also
replicative intermediate DNA structures with uncompletely
assembled nucleosomes (17).

As shown in Fig. 6, replicated chromatin was more resistant
against micrococcal nuclease than replicated protein-free DNA.
Protein-free DNA was degraded to oligonucleotides after in-
cubation for 2 min, while replicated minichromosomes yielded
larger DNA fragments even after considerable longer incuba-
tion (Fig. 6). The nuclease-resistant DNA fragments appeared
in two size classes. The digestion products of control mini-
chromosomes are about 160 and 50 to 80 bp in size (Fig. 6). On
the basis of earlier detailed analyses of Gruss et al. (17), we
assume that the longer DNA fragments correspond to unit-
length nucleosomal DNA, while the smaller fragments proba-
bly originated from histone H3-H4 tetramers on replicating
molecules. The digestion products of replicated trypsin-treated
minichromosomes were slightly smaller than the products in
the control reaction (Fig. 6), as expected since the trypsinized
nucleosomes appear to protect smaller sections of DNA
against nuclease attack (Fig. 2).

Trypsin-treated minichromosomes replicate faster than con-
trol minichromosomes. In many independent experiments, we
consistently observed that trypsinized minichromosomes are
significantly more efficient as templates than untreated control
minichromosomes (Fig. 4). To investigate this point in more
detail, we performed experiments in which equal amounts of
control and trypsinized minichromosomes were incubated un-
der identical conditions in parallel replication mixtures. Equal
aliquots were removed at increasing incubation times and an-
alyzed by agarose gel electrophoresis (Fig. 7). The data show
that during replication of trypsinized minichromosomes, la-
beled nucleotides were incorporated at higher rates into rep-
licative intermediate DNA as well as into mature form I and
form II DNA compared with control minichromosomes. For
example, after 30 min of incubation, a substantial amount of
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FIG. 6. Replicated minichromosomal DNA is partially protected against nuclease attack. SV40 DNA and control and trypsinized minichromosomes were replicated
in parallel assay mixtures under standard conditions. Micrococcal nuclease (5 U) and CaCl, (final concentration, 3 mM) were then added to initiate nucleolytic
degradation. Equal aliquots were removed for DNA extraction and agarose gel (1.5%) electrophoresis. Marker DNA fragments (M) were labeled by a fill-in reaction
using the Klenow DNA polymerase fragment. We show the results after autoradiography. Times are indicated in minutes.

nucleotides was already incorporated into replicating trypsin-
ized minichromosomes, while the replication of control mini-
chromosomal templates had just started. Similarly, with tryp-
sin-treated minichromosomes as templates, replicated mature
form I DNA became clearly visible at 45 min of incubation
and rapidly increased thereafter. In contrast, with control mini-
chromosomes, comparable amounts of mature progeny DNA
molecules were detected only after 60 min of incubation and
thereafter increased at a reduced rate compared with the tryp-
sin-treated chromatin template (Fig. 7). The results in Fig. 7
were supported by a parallel experiment in which replicated
DNA was precipitated in 10% trichloroacetic acid to deter-
mine total incorporated nucleotides. We found that about 220
pmol of nucleotides was incorporated into replicating trypsin-
ized minichromosomes after 90 min of incubation, compared
with about 100 pmol of nucleotides incorporated into control
minichromosomes.

The results in Fig. 7 could be due to a more efficient initia-
tion or to a higher rate of replicative fork movement on tryp-
sinized minichromosomes. This point was investigated in more
detail by dissecting replicating minichromosomal DNA with
restriction endonucleases which separate the origin-containing
SV40 segment from flanking DNA segments and the termina-
tion region (Fig. 8A). For comparisons, we performed an iden-
tical experiment in a parallel assay mixture using protein-free
SV40 DNA as the replication template.

Autoradiograms of restriction fragments show that nucleo-
tides were incorporated first into the origin DNA fragment and
then, after a short delay, into both flanking DNA segments and
finally into the termination region (Fig. 8B). The order of nu-
cleotide incorporation was the same in all three templates in-
vestigated, and the fact that both flanking segments (a and b in
Fig. 8) were simultaneously labeled showed that protein-free
DNA as well as minichromosomal DNA replicated in a bidi-
rectional manner. However, as expected from the data in Fig.
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FIG. 7. Rates of chromatin replication. Trypsinized and control minichro-
mosomes were incubated in parallel reaction mixtures under in vitro replication
conditions with [a->’P]dATP. At the times (minutes) indicated, equal aliquots
were removed from the reactions and used for DNA extraction. Isolated DNA
was investigated by agarose gel electrophoresis and autoradiography. RI, repli-
cative intermediates; II, relaxed and open circular DNA; I, superhelical form I
DNA.
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FIG. 8. Restriction analysis of replicating protein-free SV40 DNA and of
minichromosomal DNA. (A) Restriction map showing restriction sites on circu-
lar SV40. Numbers refer to the SV40 nucleotide coordinates. The positions of
the origin (ori) of bidirectional replication and the termination region (ter) are
indicated. Restriction fragments are labeled a to d according to their lengths: d,
origin fragment; a and b, flanking fragments; c, terminal fragments. (B) Protein-
free SV40 DNA, trypsin-treated minichromosomes (MCy), and control mini-
chromosomes (MC) were replicated under standard conditions in parallel assay
mixtures. Aliquots were removed at the indicated times (minutes) and used for
the isolation of DNA. Extracted DNA was incubated with restriction nucleases
Mspl, Pstl, and Taql. The resulting DNA fragments were analyzed by agarose gel
electrophoresis and autoradiography.

7, there are significant differences between the three templates
with respect to the kinetics of nucleotide incorporation.

For a better evaluation, we determined the relative intensi-
ties of the autoradiographic signals by laser scanning densi-
tometry and plotted the values as a function of replication
times (Fig. 9). The data show that nucleotides were incorpo-
rated during the first 30 min with similar kinetics into the origin
fragment of protein-free DNA and into the origin fragment of
replicating trypsinized minichromosomes. However, the incor-
poration of nucleotides into the origin fragment of control
minichromosomes is much slower (Fig. 9A). Interestingly, the
origin fragment of protein-free DNA, but not of minichromo-
somal DNA, was replicated a second time beginning at 35 min
of incubation (Fig. 9A). This result is consistent with an earlier
report showing that already replicated protein-free DNA is
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able to rereplicate in vitro for at least one additional cycle,
whereas replicated minichromosomes do not rereplicate under
the same in vitro conditions (28).

Scanning data also show that nucleotides were incorporated
with very similar kinetics into the two flanking segments of
replicating protein-free DNA and of replicating trypsinized
minichromosomes (Fig. 9B). Since initiation was delayed on
control minichromosomal templates, nucleotides began to be
incorporated at later times into the flanking DNA segments,
but, in addition, the rate of nucleotide incorporation into flank-
ing DNA segments was reduced compared with trypsin-treated
minichromosomal templates or protein-free DNA.

Our conclusion is that the rate of replication fork movement
is higher in replicating trypsinized than in control minichro-
mosomes. This conclusion is consistent with the data shown in
Fig. 9C, where we compare the times required for replication
forks to reach the termination fragment. It is evident that
termination is most efficient with protein-free DNA templates
(nucleotide incorporation into the termination fragment could
be detected after 25 min of incubation), while termination is
clearly delayed for both minichromosomal templates. Thus,
termination could be a time-limiting step in minichromosome
replication, but in the present context, it is more important to
note that the time required for the termination step was sig-
nificantly shorter in trypsinized than in control minichromo-
somes. In summary, our results indicate that the observed
increase in template efficiency after trypsinization of minichro-
mosomes is most likely due to higher rates of replication fork
movement.

Amino-terminal histone domains are not required for a
transfer of parental nucleosomes to replicated DNA. The high
replication efficiency of trypsinized minichromosomes cannot
be explained by a substantial loss of nucleosomes during rep-
lication because experiments show that the replication prod-
ucts of trypsinized minichromosomes are organized as chro-
matin (Fig. 4 and 5) and that nucleosomes protect replicated
DNA fragments of about 140 bp just as do nucleosomes in the
corresponding minichromosomal templates (Fig. 6).

The question arises of whether trypsinized minichromo-
somes transfer their nucleosomes as efficiently as control mini-
chromosomes to replicated DNA, or whether a fraction of
trypsinized parental nucleosomes is lost during replication.
The resolution of one-dimensional gel electrophoresis (as in
Fig. 7) is insufficient for a quantitative investigation of this
point. We therefore performed two-dimensional (2D) gel elec-
trophoresis whereby electrophoresis in the second dimension is
carried out in the presence of the intercalating drug chloro-
quine. Under these conditions, unconstrained linear or open
circular DNA molecules migrate similar distances in both di-
mensions and appear on a diagonal, whereas topologically
fixed circular DNA changes its electrophoretic migration rate
depending on the number of supercoils present and the amount
of intercalating chloroquine. Thus, closed circular DNA is dis-
played on 2D gels as an arc of DNA topoisomers (34). As
shown in Fig. 10A, trypsinized minichromosomes replicated to
produce progeny molecules which acquired an average of 12 to
14 supercoils after deproteinization. This result excludes a
substantial loss of trypsinized nucleosomes during replication.

However, parental trypsinized nucleosomes may dissociate
into solution during replication and then rebind to replicated
DNA. In this case, the number of nucleosomes on replicated
molecules should decrease in the presence of competing rep-
licating protein-free DNA. This possibility was investigated
by adding pSVori, a 2.6-kb plasmid carrying the SV40 origin
(53), to a replication mixture with trypsinized minichromo-
somes. After incubation under standard replication conditions,
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FIG. 9. Kinetics of nucleotide incorporation. The autoradiograms in Fig. 8 were analyzed by laser scanning densitometry. The results are expressed in arbitrary units
and plotted as a function of incubation times. (A) Origin fragment (d in Fig. 8A); (B) flanking fragment (a in Fig. 8A; the scanning data for flanking fragment b are
very similar and therefore not shown); (C) termination fragment (c in Fig. 8A). DNA, protein-free SV40 DNA; MCc, control minichromosomes; MCt, trypsin-treated

minichromosomes.

replicated chromatin and replicated protein-free DNA were
extracted and analyzed on one 2D gel (Fig. 10B). The data
show that both trypsinized minichromosomes and protein-free
pSVori replicated well in the same reaction mixture. More
importantly, replicated minichromosomes contained 12 to 14
supercoils, exactly as found for the replication products syn-
thesized in the absence of competing replicating DNA (com-
pare Fig. 10A with Fig. 10B). Replicated protein-free DNA
had a few positive and up to seven or eight negative supercoils
(ALK = —7 [Fig. 10B]). As previously discussed (27), these
DNA topoisomers are mainly introduced by thermal fluctua-
tions at the time of ring closure, but a very limited assembly of
nucleosomes could be a possible explanation for the excess of
negative over positive supercoils in replicated protein-free
DNA. This could mean that a small number of nucleosomes
were transmitted from replicating minichromosomes to repli-
cating protein-free DNA. We excluded this possibility by show-
ing in Fig. 10C the products of pSVori replicated in the ab-
sence of minichromosomes. The observed DNA topoisomer
distribution was very similar to the distribution observed when
plasmid DNA replicated together with minichromosomes in
the same reaction mixture (compare Fig. 10C with Fig. 10B).
Our conclusion is that trypsinized nucleosomes remained on
minichromosomes during replication even in the presence of
replicating competing plasmid DNA.

To confirm this conclusion, we performed several additional
competition experiments with pSVori DNA in amounts higher
than those used in the experiment of Fig. 10. We analyzed the
replication products by one-dimensional agarose gel electro-
phoresis and could demonstrate that replicating trypsinized
minichromosomes did not lose nucleosomes and replicating
pSVori DNA did not gain nucleosomes when replicating in the
same reaction mixture (not shown; see Fig. 10). However,
analysis by gel electrophoresis provides information about
closed circular DNA only, and the synthesis of mature repli-
cation products is severely inhibited when the relative amounts
of competitor DNA exceed the amount of minichromosomes
by factors of 2 or more (27). To determine the effects of higher
competitor concentrations, we used the assay of Gruss et al.
(17), who measured the formation of nucleosomes on replicat-
ing chromatin (including replicative intermediates) by using
micrococcal nuclease digestion (Fig. 6). We found, in perfect
agreement with published data (17), that competitor DNA in
5- to 10-fold excess over minichromosomes suppressed the
assembly of nucleosomes on replicated DNA. But again, there
was no detectable difference between the behaviors of control

and trypsinized minichromosomes (data not shown). This re-
sult implies that the amino-terminal histone domains are not
required for the transfer of parental nucleosomes to replicated
DNA.

DISCUSSION

Structure of minichromosomes. SV40 minichromosomes,
when extracted under low-salt conditions from infected cells,
are dense nucleoprotein particles containing core histones in
addition to linker histone H1 and numerous nonhistone chro-
matin proteins. Salt treatment of native minichromosomes in-
duces the dissociation of the linker histone H1 and of many
nonhistone proteins and converts the dense SV40 nucleopro-
tein into a more extended chromatin structure described as
control minichromosomes in the present study (reviewed in
reference 14).

Salt-treated minichromosomes carry 22 to 26 regularly
spaced nucleosomes, and our nuclease digestion experiments
(Fig. 2) and electron microscopy data (Fig. 3) provide no
evidence for nucleosome sliding or other forms of rearrange-
ments (5, 13). However, proteolytic removal of the amino-
terminal basic domains (tails) induces a drastic conformational
change, as demonstrated by a diminution of ca. 20% in sedi-
mentation coefficient compared with the control. Electron mi-
croscopic examination excluded the possibility that the re-
duced sedimentation rate was due to a significant loss of
nucleosomes following trypsinization. In fact, earlier experi-
ments had shown that oligonucleosomes with proteolytically
removed histone tails do not fold into compact chromatin
structures (11) and possess reduced sedimentation coefficients
compared with untreated controls (1a).

The flexible amino-terminal histone domains are not re-
solved in crystal structures of core nucleosomes and reach
outside the two superhelical turns of DNA wrapped about the
histone octamer (2). According to protein-DNA cross-linking
data, the amino-terminal tails of histones H3 and H4 bind to
DNA at about 1.5 helical turns from the dyad axis, whereas the
amino-terminal domains of histones H2A and H2B are located
more to the periphery of the nucleosomal core at distances of
six to eight helical turns from the dyad axis (4, 10, 33). The
amino-terminal domains of histones H2A and H2B may shield
some of the negative charge of linker DNA and thus have a
role in the folding of linker DNA in chromatin. The observed
effects of limited proteolysis on chromatin structure support
the notion that linker charge neutralization by the basic amino-
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terminal histone tails contributes to the bulk of nucleosome-
nucleosome interaction in compacted chromatin (18).

Replication efficiency. We observed that more DNA is syn-
thesized with trypsinized minichromosomes as templates than
with untreated control minichromosomes. We have excluded
the possibility that a larger fraction of trypsinized minichro-
mosomes participates in replication because only molecules
with free origin regions are able to replicate in vitro, and such
fractions are very similar in control and trypsinized chromatin
(Fig. 4). The experimental data suggest instead that trypsinized
minichromosomes are more efficient as templates than control
minichromosomes.

One reason for this may be the more open chromatin struc-
ture induced by the proteolytic removal of the amino-terminal
histone domains. Another reason for the increased template
efficiency of trypsinized compared with control minichromo-
somes may relate to the structure of trypsinized nucleosomes.
Although it is well established that the amino-terminal histone
tails have little importance as far as nucleosome structure and
stability are concerned, their removal by trypsinization has a
dramatic effect on the melting of nucleosomal DNA (3). This
implies that nucleosomal DNA may be more easily unwound in
the absence of the amino-terminal tails. Consequently, trypsin-
ized nucleosomes may be less formidable blocks on the path of
the replication machine, allowing replication forks to migrate
at higher rates.

CHROMATIN REPLICATION 2895

MC

-
. pSVori

FIG. 10. Replicating protein-free DNA does not compete for the transfer of
parental nucleosomes. (A) Five hundred nanograms of trypsinized minichromo-
somes (MC) was replicated as described in the legend to Fig. 4. The extracted
DNA was investigated by 2D agarose gel electrophoresis: first dimension from
top to bottom; second dimension from left to right in the presence of 0.5 uM
chloroquine. II, open circular SV40 DNA; III, linear SV40 DNA. The position of
closed circular DNA topoisomers is indicated by numbers referring to negative
supercoils. (B) Five hundred nanograms of trypsinized minichromosomes (MC)
and 1 pg of protein-free plasmid DNA (pSVori) were simultaneously replicated
in the same replication mixture. Extracted DNAs were investigated on one 2D
gel. (C) Control experiment; replication of 1 pg of protein-free plasmid DNA as
analyzed by 2D agarose gel electrophoresis.

Of course, proteolysis of histone tails does not normally
occur in vivo, but experimental proteolysis may be considered
to be an extreme case of charge reduction comparable to
the reduction in charge balance that occurs in vivo by the
acetylation of €-amino groups in histone tails. In fact, recent
experiments show that hyperacetylated viral minichromosomes
function more efficiently as templates for replication than non-
acetylated minichromosomes (1).

Replicative nucleosome transfer. SV40 minichromosomes
with open origin regions function well as templates for chro-
matin replication in vitro. An important earlier finding was that
the parental core nucleosomes remain bound to replicating
DNA and do not dissociate into solution when challenged with
an equal amount of replicating plasmid DNA as a nucleosome-
free competitor (27, 37, 46). The problem is how DNA-histone
contacts can be preserved when the replication machine moves
along the nucleosomal DNA.

Two models have been proposed to explain the experimental
results. One model assumes that nucleosome cores unfold by a
disruption of histone-histone contacts within the octamer,
while histone-DNA contacts remain when the DNA uncoils
(7). We cannot formally exclude this model, but we think it
unlikely given the extensive literature on nucleosome assembly
and disassembly that favors the closing and opening of histone-
DNA contacts as intermediate steps in chromatin formation
(reviewed in reference 48).

A second model suggests a displacement of nucleosome
cores during replication. Nucleosomes could be released in
front of the advancing replication fork and would then imme-
diately be recaptured on the emerging newly replicated DNA.
This possibility was suggested (43) before it could be demon-
strated that nucleosomes remain on replicating chromatin even
in the presence of competing protein-free DNA. These results
prompted a consideration of mechanisms by which parental
nucleosomes could be directly transferred to replicated DNA.
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A highly informative case of direct octamer transfer has
been discovered in studies with phage SP6 RNA polymerase
transcribing reconstituted chromatin in vitro (45). In this case,
the histone octamer was shown to step around the transcribing
RNA polymerase in a mechanism induced by the invading
RNA polymerase. During this process, the DNA uncoils from
the surface of the histone octamer to be immediately recap-
tured on the exposed octamer surface behind the RNA poly-
merase. As in replicating DNA (17), octamers are transferred
to the transcribed template strand (in cis) in the presence of
low concentrations of competitor DNA but to protein-free
competitor DNA (in trans) at high competitor concentrations
(45). The transcription studies of Studitsky et al. (45) provide
a persuasive example for a direct nucleosome transfer, but it
remains to be seen whether it can be applied as a model for
replicative nucleosome transfer.

It has been shown in many studies in vivo and in vitro that
the flanking histone H2A-H2B dimers dissociate from the tri-
partite nucleosome structure during replication, while the cen-
tral histone H3-H4 tetramer remains bound to replicating
DNA. The H3-H4 tetramer is therefore the unit that is directly
transmitted from parental to newly replicated DNA. A com-
plete histone octamer is assembled shortly after the transfer by
an addition of histone H2A-H2B dimers to the DNA-bound
H3-H4 tetramer (17, 21-23). Consistent with these findings, we
have shown here that a substantial fraction of replicative in-
termediate chromatin is nucleolytically cleaved to give pro-
tected DNA fragments of 50 to 80 bp, indicating the presence
of H3-H4 tetramers on replicating chromatin (17). Impor-
tantly, the amino-terminal tails of histones H3 and H4 are not
required for their transfer from the prefork to a postfork po-
sition during replication. In fact, trypsinized nucleosomes be-
have in all aspects much like control nucleosomes. Our results
exclude the possibility that the flexible basic tails interact with
the first protein-free DNA regions emerging in their vicinity
and then drag the histones to a postfork location. The results
imply instead that an ordered opening of the inner contacts
between the carboxy-terminal structured domains of histones
H3 and H4 and replicating DNA must be followed by the
closing of new contacts with postfork DNA. The process could
be facilitated by positive supercoiling, believed to occur in
front of replication forks (32). The uncoiling of nucleosomal
DNA should be the same in control as in trypsinized chromatin
because it is known that the conformations of histone-bound
DNA are very similar in the central parts of untreated and
trypsinized nucleosomes (9, 19).

The mode of replicative transfer of parental histone H3-H4
tetramers could in principle be related to the step-around
mechanism of Studitsky et al. (45). However, at replication
forks, histone complexes meet the large multiprotein replica-
tion machine (50), the leading part of which is most likely the
T-antigen helicase, a hexameric complex of 500 kDa in molec-
ular mass (51). The hexamer protects about 24 bp of the DNA
double helix ahead of the fork and 10 to 20 bases of unwound
DNA (51). Model studies have shown that T-antigen helicase
alone is able to unwind nucleosomal DNA (36), but it has not
been determined whether histones remain associated with
unwound DNA. Thus, it remains a possibility that T-antigen
helicase displaces the nucleosomes lying in its path while an
additional and as yet unidentified component of the replication
machine functions to channel histones from a prefork to a
postfork position (25). The problem here is that this model
does not account for the data of Bonne-Andrea et al. (7), who
found that nucleosomes remain on DNA replicated by phage
T4 enzymes, which never meet histones in their natural envi-
ronment. It is therefore more likely that loops of replicating
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DNA reach around the replication complex to gain contact
with the prefork histone H3-H4 tetramer. The loop cannot be
larger than a few hundred base pairs (43), and it is presently
not obvious how a loop of this size could bridge the large
replication machine. Clearly, an understanding of the mecha-
nism by which contacts are established between parental his-
tones and new DNA requires more information about the
topography of replication forks.

ACKNOWLEDGMENTS

We thank U. Strausfeld and L. Ver Plank for critical reading of the
manuscript and U. Ramsperger for introducing K.T. to electron mi-
croscopy of protein-DNA complexes.

This work was supported by the Human Capital and Mobility Pro-
gramme of the European Union (contract CHRX-CT93-0248), by the
Deutsche Forschungsgemeinschaft (through SFB 156), and by Fonds
der Chemischen Industrie.

REFERENCES

1. Alexiadis, V., and C. Gruss. Unpublished data.

la.Allan, J., N. Harborne, D. C. Rau, and H. Gould. 1982. Participation of core
histone “tails” in the stabilization of the chromatin solenoid. J. Cell Biol. 93:
285-297.

2. Arents, G., R. W. Burlingame, B. W. Wang, W. E. Love, and E. N. Moudri-
anakis. 1991. The nucleosomal core histone octamer at 3.1 A resolution: a
tripartite protein assembly and a left-handed superhelix. Proc. Natl. Acad.
Sci. USA 88:10148-10152.

3. Ausio, J., F. Dong, and K. E. van Holde. 1989. Use of selectively trypsinized
nucleosome core particles to analyze the role of the histone “tails” in the
stabilization of the nucleosome. J. Mol. Biol. 206:451-463.

4. Bavykin, S. G., S. I. Usachenko, A. O. Zalensky, and A. D. Mirzabekov. 1990.
Structure of nucleosomes and organization of internucleosomal DNA in
chromatin. J. Mol. Biol. 212:495-511.

5. Beard, P. 1978. Mobility of histones on the chromosome of simian virus 40.
Cell 15:955-967.

6. Bohm, L., and C. Crane-Robinson. 1984. Proteases as structural probes for
chromatin: the domain structure of histones. Biosci. Rep. 4:365-386.

7. Bonne-Andrea, C., M. L. Wong, and B. M. Alberts. 1990. In vitro replication
through nucleosomes without histone displacement. Nature (London) 343:
719-726.

8. Clark, D. J., and A. P. Wolffe. 1991. Superhelical stress and nucleosome-
mediated repression of 5S RNA gene transcription in vitro. EMBO 1J. 10:
3419-3428.

9. Dong, F., and K. E. van Holde. 1991. Nucleosome positioning is determined
by the (H3-H4)2 tetramer. Proc. Natl. Acad. Sci. USA 88:10596-10600.

10. Ebralidse, K. K., S. A. Grachev, and A. D. Mirzabekov. 1988. A highly basic
histone H4 domain bound to the sharply bent region of nucleosomal DNA.
Nature (London) 331:365-367.

11. Garcia-Ramirez, M., F. Dong, and J. Ausio. 1992. Role of the histone tails in
the folding of oligonucleosomes depleted of histone H1. J. Biol. Chem.
267:19587-19595.

12. Germond, J. E., B. E. Hirt, P. Oudet, M. Gross-Bellard, and P. Chambon.
1975. Folding of the DNA double helix in chromatin-like structures from
simian virus 40. Proc. Natl. Acad. Sci. USA 72:1843-1847.

13. Glotov, B. O., A. V. Rudin, and E. S. Severin. 1982. Conditions for sliding of
nucleosomes along DNA: SV40 minichromosomes. Biochim. Biophys. Acta
696:275-284.

14. Gruss, C., and R. Knippers. 1995. The SV40 minichromosome, p. 101-113.
In K. W. Adolph (ed.), Methods in molecular genetics, vol. 7. Academic
Press, Orlando, Fla.

15. Gruss, C., and R. Knippers. 1996. Structure of replicating chromatin. Prog.
Nucleic Acid Res. Mol. Biol. 52:337-365.

16. Gruss, C., and J. M. Sogo. 1992. Chromatin replication. Bioessays 14:1-8.

17. Gruss, C., J. Wu, T. Koller, and J. M. Sogo. 1993. Disruption of the nucleo-
somes at the replication fork. EMBO J. 12:4533-4545.

18. Hansen, J. C., and J. Ausio. 1992. Chromatin dynamics and the modulation
of genetic activity. Trends Biochem. Sci. 17:187-191.

19. Hayes, J. J., D. J. Clark, and A. P. Wolffe. 1991. Histone contributions to the
structure of DNA in the nucleosome. Proc. Natl. Acad. Sci. USA 88:6829-
6833.

20. Hirt, B. 1967. Selective extraction of polyoma DNA from infected mouse cell
cultures. J. Mol. Biol. 26:365-369.

21. Jackson, V. 1987. Deposition of newly synthesized histones: new histones
H2A and H2B do not deposit in the same nucleosome with new histones H3
and H4. Biochemistry 26:2315-2325.

22. Jackson, V. 1988. Deposition of newly synthesized histones: hybrid nucleo-
somes are not tandemly arranged on daughter DNA strands. Biochemistry
27:2109-2120.



VoL. 16, 1996

23.

24.

25.

26.

27.

28.

29.

30.

31

32.

33.

34.

35.

36.

37.

38.

39.

Jackson, V. 1990. In vivo studies on the dynamics of histone-DNA interac-
tion: evidence for nucleosome dissolution during replication and transcrip-
tion and a low level of dissolution independent of both. Biochemistry 29:
719-731.

Jakobovits, E. B., E. Bratosin, and J. Aloni. 1980. A nucleosome free region
in SV40 minichromosomes. Nature (London) 285:263-265.

Kaufman, P. D., and M. R. Botchan. 1994. Assembly of nucleosomes: do
multiple assembly factors mean multiple mechanisms? Curr. Biol. 4:229-235.
Krude, T., C. de Maddalena, and R. Knippers. 1993. A nucleosome assembly
factor is a constituent of simian virus 40 minichromosomes. Mol. Cell. Biol.
13:1059-1068.

Krude, T., and R. Knippers. 1991. Transfer of nucleosomes from parental to
replicated chromatin. Mol. Cell. Biol. 11:6257-6267.

Krude, T., and R. Knippers. 1994. Minichromosome replication in vitro:
inhibition of re-replication by replicatively assembled nucleosomes. J. Biol.
Chem. 269:21021-21029.

Laemmli, U. K. 1970. Cleavage of structural proteins during the assembly of
the head of bacteriophage T4. Nature (London) 227:680-685.

Lanford, R. E. 1988. Expression of simian virus 40 T antigen in insect cells
using a baculovirus expression vector. Virology 167:72-81.

Li, J. J., and T. J. Kelly. 1984. Simian virus 40 DNA replication in vitro. Proc.
Natl. Acad. Sci. USA 81:6973-6977.

Meersseman, G., S. Pennings, and E. M. Bradbury. 1992. Mobile nucleo-
somes: a general behavior. EMBO J. 11:2951-2959.

Mirzabekov, A. D., V. V. Shick, A. V. Belyavsky, and S. G. Bavykin. 1978.
Primary organization of nucleosome core particles in chromatin: sequence of
histone arrangement along DNA. Proc. Natl. Acad. Sci. USA 75:4184-4189.
Peck, L. J., and J. C. Wang. 1983. Energetics of B- to Z transition in DNA.
Proc. Natl. Acad. Sci. USA 80:6206-6210.

Pruss, D., J. J. Hayes, and A. P. Wolffe. 1995. Nucleosomal anatomy—where
are the histones. Bioessays 17:161-170.

Ramsperger, U., and H. Stahl. 1995. Unwinding of chromatin by the SV40
large T antigen DNA helicase. EMBO J. 14:3215-3225.

Randall, S. K., and T. J. Kelly. 1992. The fate of parental nucleosomes
during SV40 DNA replication. J. Biol. Chem. 267:14259-14265.

Saragosti, S., G. Moyne, and M. Yaniv. 1980. Absence of nucleosomes in a
fraction of SV40 chromatin between the origin of replication and the region
coding for the late leader RNA. Cell 20:65-73.

Simanis, V., and D. P. Lane. 1985. An immunoaffinity purification procedure

40.

41.

42.

43.

44.

45.

46.

47.

48.
49.

50.

51,

52.

53.

CHROMATIN REPLICATION 2897

for SV40 large T antigen. Virology 144:88-100.

Smith, S., and B. Stillman. 1989. Purification and characterization of CAF-I,
a human cell factor required for chromatin assembly during DNA replication
in vitro. Cell 58:15-25.

Smith, S., and B. Stillman. 1991. Stepwise assembly of chromatin during
DNA replication. EMBO J. 10:971-980.

Snapka, R. 1986. Topoisomerase inhibitors can selectively interfere with
different stages of simian virus 40 DNA replication. Mol. Cell. Biol. 6:4221—
4227.

Sogo, J. M., H. Stahl, T. Koller, and R. Knippers. 1986. Structure of repli-
cating simian virus 40 minichromosomes. J. Mol. Biol. 189:189-204.
Stillman, B. W., and Y. Gluzman. 1985. Replication and supercoiling of
simian virus 40 DNA in cell extracts from human cells. Mol. Cell. Biol.
5:2051-2060.

Studitsky, V. M., D. J. Clark, and G. Felsenfeld. 1994. A histone octamer can
step around a transcribing polymerase without leaving the template. Cell
76:371-382.

Sugasawa, K., Y. Ishimi, T. Eki, J. Hurwitz, A. Kikuchi, and F. Hanaoka.
1992. Nonconservative segregation of parental nucleosomes during simian
virus 40 chromosome replication in vitro. Proc. Natl. Acad. Sci. USA 89:
1055-1059.

Sundin, O., and A. Varshavsky. 1981. Arrest of segregation leads to accu-
mulation of highly intertwined catenated dimers: dissection of the final
stages of SV40 DNA replication. Cell 25:659-669.

Van Holde, K. E. 1988. Chromatin. Springer-Verlag, New York.
Vollenweider, H., J. Sogo, and T. Koller. 1975. A routine method for protein-
free spreading of double- and single-stranded DNA molecules. Proc. Natl.
Acad. Sci. USA 72:83-87.

Waga, S., and B. Stillman. 1994. Anatomy of a DNA replication fork re-
vealed by reconstitution of SV40 DNA replication in vitro. Nature (London)
369:207-212.

Wessel, R., J. Schweizer, and H. Stahl. 1992. Simian virus 40 T-antigen DNA
helicase is a hexamer which forms a binary complex during bidirectional
unwinding from the viral origin of DNA replication. J. Virol. 66:804-815.
Wray, W., T. Boulikas, V. P. Wray, and R. Hancock. 1981. Silver staining of
proteins in polyacrylamide gels. Anal. Biochem. 118:197-203.

Yamaguchi, M., and M. L. DePamphilis. 1986. DNA binding site for a
factor(s) required to initiate simian virus 40 DNA replication. Proc. Natl.
Acad. Sci. USA 83:1646-1650.



