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To investigate the effect of nucleosomes on nucleotide excision repair in humans, we prepared a mononu-
cleosome containing a (6-4) photoproduct in the nucleosome core and examined its repair with the reconsti-
tuted human excision nuclease system and with cell extracts. Nucleosomal DNA is repaired at a rate of about
10% of that for naked DNA in both systems. These results are in agreement with in vivo data showing a
considerably slower rate of repair of overall genomic DNA relative to that for transcriptionally active DNA.
Furthermore, our results indicate that the first-order packing of DNA in nucleosomes is a primary determinant
of slow repair of DNA in chromatin.

Nucleotide excision repair is a general repair system for
removing virtually all types of lesions from DNA and is the sole
repair mechanism for eliminating bulky base adducts (54). The
repair reaction is initiated by dual incisions bracketing the
lesion which release damage in the form of 24- to 32-nucleo-
tide-long oligomers in humans (20) and in Saccharomyces cer-
evisiae (16). In a biochemically defined human system, 15
polypeptides in six repair factors, XPA, RPA, XPC, TFIIH,
XPG, and XPF-ERCC1, are necessary and sufficient to excise
the damage from naked DNA (43, 44). However, the physio-
logical substrate for nucleotide excision is chromatin, and
hence it is conceivable that in addition to the six general repair
factors other enzymes which make lesions in chromatin acces-
sible to the excision nuclease proper play an important role in
genomic DNA repair.

In vivo studies with both yeast and mammalian cells have
revealed that the organization of DNA within chromatin has a
strong negative effect on its repairability by the nucleotide
excision repair system (37, 68). Similarly, in vivo studies have
shown that transcribed DNA is repaired preferentially (4), and
since transcription is invariably associated with significant
chromatin remodeling (70, 81), it has been inferred that the
various activators, coactivators, and remodeling and accessibil-
ity factors which play essential roles in transcription may play
equally prominent roles in excision repair (37). The availability
of a defined human excision nuclease system has made it pos-
sible to investigate the effect of chromatin structure on DNA
repair. To do this, we used a mononucleosome as the substrate
for human excision nuclease. We find that the nucleosome
severely inhibits damage recognition and excision by both the
purified human excision nuclease and mammalian cell extracts
(CEs).

MATERIALS AND METHODS

DNA substrate. The structure of the 136-bp DNA substrate containing a
unique T(6-4)T photoproduct is schematically shown in Fig. 1. The substrate
DNA was prepared as described previously (45, 61). For footprinting experi-
ments and to detect 59 incision, the DNA was terminally radiolabeled with 32P at

the 59 end of the damage-containing strand. To detect excision (dual incision)
and for electrophoretic mobility shift experiments, the substrate was internally
radiolabeled with 32P at the fourth phosphodiester bond 59 to the T(6-4)T
photoproduct on the same strand.

Proteins. Histones from HeLa S3 cells were prepared using hydroxylapatite
chromatography and a salt gradient according to published methods (32). Briefly,
chromatin was prepared from Triton X-100-treated nuclei by sonication and
adsorbed onto hydroxylapatite in buffer A (10 mM Tris-HCl [pH 8.0], 1 mM
EDTA) containing 25 mM NaCl. Histones were eluted with 0.65, 0.93, and 2.0 M
NaCl in buffer A. Fractions containing histones H2A, H2B, H3, and H4 were
identified by electrophoresis on a 15% sodium dodecyl sulfate-polyacrylamide
gel and used for nucleosome reconstitution.

Cell extracts (CEs) were prepared from HeLa S3 cells or AA8 Chinese ham-
ster ovary (CHO) cells as described previously (34).

Human repair proteins (His)6-XPA, RPA, XPC-HHR23B, XPG, XPF-
ERCC1, and TFIIH were prepared as described previously (3, 36, 43, 44, 53). All
the repair factors except TFIIH were purified as recombinant proteins.

Nucleosome reconstitution. Nucleosome reconstitution onto the 136-bp DNA
substrate containing a unique T(6-4)T photoproduct with histone proteins H2A,
H2B, H3, and H4 was carried out as described previously (31). Briefly, 1 pmol of
DNA substrate was mixed with 20 mg of histone proteins in 50 ml of reconstitu-
tion buffer (10 mM Tris-HCl [pH 7.4] 1 mM EDTA, 0.2 mM phenylmethylsul-
fonyl fluoride) containing 1 M NaCl and incubated at 25°C for 30 min, followed
by incubation for another 30 min at 4°C. The mixtures were then dialyzed against
0.6 M NaCl in reconstitution buffer for 12 h at 4°C. Finally, reaction mixtures
were dialyzed against 0.05 M NaCl in reconstitution buffer for 4 h at 4°C. After
reconstitution, the mononucleosome was purified away from unassembled free
DNA by centrifugation through an 11-ml, 5 to 25% sucrose gradient in 10 mM
HEPES-KOH (pH 7.9)–1 mM EDTA–0.1% NP-40 using an SW41 rotor (25,000
rpm, 18 h, 4°C) according to published methods (15). Reconstitution products
and sucrose gradient fractions were analyzed by nondenaturing polyacrylamide
gel electrophoresis (6% polyacrylamide; 13 Tris-borate-EDTA [TBE]) as de-
scribed previously (31). Fractions containing mononucleosomes were pooled,
dialyzed against 10 mM Tris-HCl (pH 7.4)–1 mM EDTA–50 mM NaCl, and used
for excision assays and electrophoretic mobility shift experiments.

Hydroxyl radical footprinting. Hydroxyl radical footprinting assays were car-
ried out according to published methods (18, 78) with reconstituted mononu-
cleosome substrate without the sucrose gradient purification step. Approximately
10 fmol of terminally radiolabeled mononucleosomes or naked DNA was treated
with H2O2-iron(II)-EDTA (31). Reactions were quenched by adding 5% glyc-
erol, and reaction mixtures were immediately applied to nondenaturing gel (6%
polyacrylamide; 13 TBE) to separate the nucleosome and free-DNA substrate.
The radiolabeled substrate DNAs in the nucleosome and naked-DNA bands
were purified separately from the gel and analyzed by denaturing gel electro-
phoresis (6% polyacrylamide; 23 TBE).

Excision repair assays. CEs from HeLa S3 cells and CHO AA8 cells or a
human reconstituted system were used to measure excision or 59 incision with the
136-bp DNA substrates in the form of a mononucleosome or free DNA as
described previously (46, 52). For repair assays with CEs, 1.5 fmol of substrate
DNA was incubated with 50 mg of CE at 30°C in 25 ml of excision repair buffer
(32 mM HEPES-KOH [pH 7.9], 64 mM KCl, 6.4 mM MgCl2, 0.24 mM EDTA,
0.8 mM dithiothreitol, 2 mM ATP, 0.2 mg of bovine serum albumin/ml, 5.5%
glycerol).

For the repair assays with the human reconstituted system, purified repair
proteins, 50 ng of (His)6-XPA, 300 ng of RPA, 10 ng of XPC-HHR23B, 150 ng
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of TFIIH, 10 ng of XPG, and 20 ng of XPF-ERCC1, were used in a 25-ml excision
repair buffer. The reaction products were purified by phenol-chloroform extrac-
tion and analyzed on a denaturing gel (8% polyacrylamide; 23 TBE). The
efficiencies of excision were determined by measuring the levels of radioactivity
in the bands of excised products and unexcised substrate with PhosphorImager
and the ImageQuant system (Molecular Dynamics) and plotted as percentages of
excision. For the repair assays, including both terminally and internally radiola-
beled substrates, 0.75 fmol of each substrate was added to the reaction mixtures.

Eleotrophoretic mobility shift assays. Substrate DNA (0.75 fmol) was incu-
bated with (His)6-XPA, RPA, or XPC-HHR23B in 12.5 ml of excision repair
buffer at 30°C for 15 min. Reaction mixtures were loaded directly onto nonde-
naturing gels (5% polyacrylamide; 0.53 TBE). Levels of radioactivity of the
bands were measured with PhosphorImager and the ImageQuant system, and
the reduction of the radioactivity of the unbound-DNA band relative to that of
the control (no protein) reactions was plotted as the percentage of bound DNA.
For supershift assays with an antibody, a mouse anti-histone monoclonal anti-
body (Chemicon International) was used. Substrates were first incubated with
XPC, and the antibody was then added. Reaction mixtures were analyzed on a
nondenaturing 4% polyacrylamide gel.

RESULTS

Preparation of substrate. The substrate was prepared by
mixing a synthetic 136-bp duplex with core histones isolated
from HeLa cells. The DNA duplex was assembled by ligation
of six partly overlapping oligomers and contained a T(6-4)T
photoproduct in the middle of one strand and a 32P radiolabel
either at the 59 terminus of the same strand or at the fourth
phosphodiester bond 59 to the photoproduct. The sequence of
the DNA substrate is shown in Fig. 1. The duplex was mixed
with core histones under standard conditions for forming nu-
cleosomes (31). When the mixture was analyzed on a nonde-
naturing polyacrylamide gel, about 80% of the DNA was found
to be in nucleosomes. To obtain nucleosomes free of naked
DNA, the nucleosomes were further purified by sucrose gra-
dient velocity sedimentation (Fig. 2A).

To ascertain that the DNA-protein complex we obtained
with core histones and the 136-bp duplex was indeed a mono-
nucleosome, we performed hydroxyl radical footprinting on
the complex. The cleavage pattern of DNA associated with
histones exhibited a ca. 10-bp periodicity, consistent with a
bona fide nucleosome complex, whereas the naked DNA was
cleaved essentially evenly (Fig. 2B). The footprint also showed
that the minor groove at the (6-4) photoproduct is positioned
away from the histone surface, as evidenced by the high level of
radical cleavage at and around the (6-4) photoproduct.

Effect of the nucleosome on the excision nuclease. When the
nucleosome containing the single (6-4) photoproduct was used
as a substrate for the reconstituted human excision nuclease, a
drastic inhibition of excision relative to that for the naked
DNA substrate was observed (Fig. 3). We were concerned that
this inhibition might have been caused by unknown contami-
nants present in the histone preparation which inhibited the

excision nuclease nonspecifically. To address this possibility,
nucleosomes containing internally labeled DNA and naked
DNA with a terminal label were mixed and treated with the
reconstituted excision nuclease. The labeling scheme makes it
possible to detect the reaction products arising from both sub-
strates simultaneously in a single reaction and a single lane of
a polyacrylamide gel. As is apparent in Fig. 3A, even in a
mixture of naked DNA and nucleosomes the excision of dam-
age from nucleosomal DNA is specifically and severely de-
pressed. Hence it appears that DNA in nucleosomes is a poor
substrate for the human excision nuclease. Interestingly, how-
ever, the nucleosome does not change the sites of incision
because the excision products exhibit the same pattern whether
the substrate is naked DNA or a nucleosome (Fig. 3A).

Inhibition of excision in the reconstituted system and in CE.
The severe inhibition of excision by the defined excision nu-
clease system raised the possibility that the core excision nu-
clease lacked one or more components necessary for accessing
damage in nucleosomes. Hence, we carried out excision reac-
tions with reconstituted excision nuclease and CEs in parallel
using naked DNA and nucleosomes as substrates. The results

FIG. 1. Substrate for excision repair. The substrate was constructed by ligat-
ing six oligonucleotides. The resulting 136-bp duplex contains (6-4) photoprod-
ucts at positions 168 and 169 (triangle). The substrate was radiolabeled at
either one of two sites (asterisks) by phosphorylating one of the six oligonucle-
otides with 32P. Internally labeled substrate was used for excision assays, and
terminally labeled substrate was used to detect 59 incision.

FIG. 2. Hydroxyl radical footprinting of a (6-4) photoproduct-containing
mononucleosome. (A) Analysis of purified mononucleosomes on a nondenatur-
ing 6% polyacrylamide gel. The nucleosomes were reconstituted onto a 136-bp
(6-4) photoproduct-containing substrate and purified by 5 to 25% sucrose gra-
dient sedimentation. N, nucleosome; D, naked DNA. (B) Hydroxyl radical foot-
print. Cleavage patterns on a 6% denaturing polyacrylamide gel are shown for
nucleosomes (N; lanes 1 to 5) and naked DNA (D; lanes 6 to 10). Nucleosome
or naked-DNA substrate terminally labeled at the 59 end of the damage-con-
taining strand was treated with hydroxyl radicals for the indicated times. The
numbers to the right indicate the positions of maximum cleavage. The position
of the (6-4) photoproduct and the major sites of dual incisions are also shown.
The naked-DNA lanes were underexposed to the X-ray film so as to obtain
intensity comparable to that of nucleosomal DNA. Lane M, Maxam-Gilbert G
ladder of the DNA fragment.
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shown in Fig. 3B and C indicate that the excision of damage
from nucleosomes is essentially equally inhibited in the two
systems. It thus appears that the excision repair factors for
repairing naked DNA are also necessary and sufficient for
damage recognition and repair (albeit inefficiently) in nucleo-
somes and that CE does not contain additional factors which
increase the rate of repair.

Effect of DDB on excision repair of nucleosomes. In addition
to the six repair factors necessary for dual incision, the XPE
gene product is thought to play a role in nucleotide excision
repair. Some of the xeroderma pigmentosum group E (XP-E)
cell lines are defective in a protein called damaged-DNA bind-
ing protein (DDB) (8, 26, 28) which binds with high specificity
to (6-4) photoproducts (51). It has been found that DDB has
no effect on the rate of excision by the core excision nuclease
(27), and it was suggested that it may play a role in damage
recognition in chromatin rather than naked DNA (50). Indeed,
it was discovered that CHO cells, which are known to be

deficient in global genomic repair, lack DDB activity because
of gene silencing (21) and that the repair defect can be ame-
liorated by transfecting the cells with the gene encoding the
p48 subunit (48) of the DDB heterodimer (67). Thus, it was of
interest to examine the repair of nucleosomal DNA in the
presence and absence of DDB. For this purpose we carried out
excision reactions with nucleosome substrate and CEs from
either HeLa (DDB1) cells or a CHO (DDB2) cell line. The
excision reaction is inhibited to the same extent in both ex-
tracts by nucleosomes (Fig. 3D). These results suggest that
DDB plays no role in damage recognition either at the level of
naked DNA or nucleosomes but do not eliminate the possibil-
ity that DDB participates in damage accessibility at a higher
level of chromatin organization.

Effect of nucleosomes on damage recognition. The three
basic steps of human excision nuclease are damage recogni-
tion, unwinding of the duplex, and dual incision and excision
(54). We wished to know at what step the nucleosome inter-

FIG. 3. Effect of the nucleosome on nucleotide excision repair. (A) Inhibition of dual incision by the nucleosome tested by the incision assay and excision assay.
Mixtures of end-labeled (E) or internally labeled (I) naked DNA (DNA) and internally labeled nucleosomal DNA (Nuc) were digested with the human excision
nuclease, and the products were separated on an 8% denaturing polyacrylamide gel. The reaction mixtures contained 0.75 fmol each of end-labeled and internally
labeled substrates. The same internally labeled DNA preparation was used either as naked DNA or in the form of nucleosome DNA in a mixture with end-labeled naked
DNA. The sources of the reaction products are shown schematically at the right. Arrowhead, cleavage at the site of the (6-4) photoproduct resulting from excessive
handling of the end-labeled DNA during substrate purification. The percentages of incision and excision in the various reactions were as follows. Lane 1, 0.9 (excision)
and 5.4% (incision); lane 2, 5.5 (excision) and 4.0% (incision); lane 3, 2.3 (excision) and 11.6% (incision); lane 4, 12.8 (excision) and 6.2% (incision). (B) Kinetics of
excision of (6-4) photoproducts from naked DNA and the nucleosome by reconstituted human excision repair nuclease. (Top) Reaction kinetics autoradiogram.
Internally labeled (6-4) substrates in the form of nucleosomes (N) or naked DNA (D) were incubated with human excision nuclease for the indicated times, and the
reaction products were analyzed on an 8% denaturing polyacrylamide gel. (Bottom) Kinetic plot of averages of three experiments including the one shown at the top.
The percentage of the input substrate that was excised is plotted. Bars, standard deviations (those less than 0.07% are not shown). Open circles, naked DNA; solid
circles, nucleosome. (C) Kinetics of excision of (6-4) photoproducts from naked DNA and the nucleosome by HeLa CE. (Top) Autoradiogram of a kinetics experiment.
Internally labeled (6-4) substrates in the form of nucleosomes or naked DNA were incubated with HeLa CE for the indicated times, and reaction products were
analyzed on an 8% denaturing polyacrylamide gel. (Bottom) Kinetics plot of averages of three experiments including the one at the top. The percentage of the input
substrate that was excised is plotted. Standard deviations for all data points were less than 0.2%. Open circles, naked DNA; solid circles, nucleosome. (D) Kinetics of
inhibition of (6-4) photoproduct excision by nucleosomes in HeLa (DDB1) and CHO (DDB2) CEs. Internally labeled (6-4) substrates in the form of nucleosomes or
naked DNA were incubated in either HeLa CE or CHO AA8 CE, and the percent excision was determined as for Fig. 5. The values were expressed relative to the
percent excision with naked DNA at the 4-h time point achieved by each CE and the averages of three experiments were plotted as relative excision. Circles, HeLa
CE; triangles, CHO CE; open and solid symbols, naked DNA and nucleosomes, respectively. Bars, standard deviations. For HeLa CE, the data set shown in Fig. 3C
was used.
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fered with the excision reaction. Although damage recognition
by human excision nuclease is a multistep process of increasing
specificity and avidity (6, 46, 74), it is generally accepted that
XPA, RPA, and XPC are involved in the early steps of recog-
nition and assembly (5, 25, 64, 74, 75). Hence, we investigated
the effect of nucleosomes on the binding of these proteins to
damage in nucleosomal DNA.

Figure 4A shows the binding of XPA to nucleosomes and
naked DNA analyzed by electrophoretic mobility shift exper-
iments. Two points of interest emerge from this figure. First,
XPA binds to nucleosomal DNA with about fivefold-lower
affinity than to naked DNA. Second, the protein-DNA com-
plexes containing XPA1 naked DNA and XPA1 nucleosomes
exhibit different mobilities, which indicates that the complex
containing XPA1 nucleosome contains both XPA and the
nucleosome core. Similar results were obtained with RPA (Fig.
4B). However, at high concentrations of RPA, complexes
formed with both naked DNA and with nucleosomes did not
migrate far into the gel, making detailed quantitative analysis
rather difficult. Despite this shortcoming the data indicate that
under appropriate experimental conditions a ternary complex
of RPA-DNA-core histone does form.

As for XPA and RPA, XPC has lower affinity for nucleoso-
mal DNA than for naked DNA (Fig. 5A). However, in contrast
to what was found for XPA and RPA, the DNA-protein com-
plexes containing XPC and naked DNA and XPC and nucleo-
some have the same migration on nondenaturing gels. To de-
termine if the complexes containing XPC and nucleosomes
contained naked DNA alone (stripped-off histones) or repre-
sented XPC-nucleosome complexes, we carried out “super-
shift” experiments with antihistone antibodies. As seen in Fig.
5B the XPC-nucleosome complex but not the XPC-naked
DNA complex was supershifted. Therefore, XPC, like XPA
and RPA, can bind to nucleosomes without dissociating the
DNA-histone complex.

It should be noted that, because of the relatively low selec-
tivity (affinity for damaged nucleotides/affinity for undamaged
nucleotides) of XPA, RPA, and XPC proteins (75), even
though with shorter oligomers preferential binding to damaged

DNA can be detected (74, 75), with 136-bp duplexes no dif-
ference between the binding to the undamaged control and to
the (6-4) substrate could be discerned by gel mobility shift
assay with either naked DNA or nucleosomes (data not

FIG. 4. Binding of damage recognition proteins to the nucleosome. XPA and RPA were incubated with naked DNA (D) or nucleosomes (N) and the DNA-protein
complexes were separated on a 5% nondenaturing polyacrylamide gel. (Top) Autoradiograms; (Bottom) quantitative analysis of the binding data. Open circles, naked
DNA; solid circles, nucleosome substrate. (A) Binding of XPA to the nucleosome. The single nucleosome-XPA band and the three XPA-DNA bands (I, II, III) arising
from the binding of multiple XPA molecules to a single duplex are indicated. (B) Binding of RPA to the nucleosome. The RPA-nucleosome and the RPA-DNA bands
are indicated. Presumably because of the high “off” rate of RPA, the RPA-nucleosome complex produces a rather “smeared” band. Similarly, with naked DNA at high
concentrations of RPA multiple protein bindings retain the DNA in the origin.

FIG. 5. (A) Binding of XPC to nucleosomal DNA. XPC was incubated with
naked DNA (D) or nucleosomes (N) and DNA-protein complexes were sepa-
rated on a 5% nondenaturing gel. (Top) Autoradiogram; (Bottom) quantitative
analysis of the binding data. The data points for lower concentrations of XPC
were obtained from a separate experiment. The main retarded bands with either
naked DNA or nucleosomes comigrate. With naked DNA high XPC concentra-
tions led to multiple protein binding and a smear extending all the way to the
origin. (B) Characterization of XPC-nucleosome complexes with an antihistone
antibody. To the XPC-DNA and XPC-nucleosome reaction mixtures antihistone
monoclonal antibodies were added where indicated, and the DNA-protein com-
plexes were separated on a 4% nondenaturing polyacrylamide gel. The nucleo-
some-XPC (N z XPC), nucleosome-XPC-antihistone antibody (N z XPC z a-his-
tone), and DNA-XPC (D z XPC) bands are indicated. Note that at a high
antibody concentration there was nonspecific binding of the antibody to DNA
and hence in the supershift experiments less-than-saturating amounts of anti-
body were used, resulting in supershift of only a fraction of the histone-contain-
ing complexes (lanes 6 and 8).
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shown). Hence, all the nucleosome binding experiments were
carried out with damaged DNA only.

Is XPC a DNA accessibility factor? XPC is required for
global (nontranscribed) genomic repair and is dispensable in
transcription-coupled repair (72). These findings have raised
the distinct possibility that XPC may play a role in making
DNA in chromatin accessible to human excision nuclease (2).
Our finding that XPC can bind to nucleosomal DNA and
convert the mononucleosome completely to an XPC-nucleo-
some complex at physiologically relevant XPC concentrations
is consistent with such a role. To test this model, we carried out
excision reactions with two concentrations of XPC: 2.2 nM,
which we have found to be optimal for excision with naked
DNA in our assay system, and 66 nM, which converts .70% of
nucleosomal DNA into an XPC-nucleosome complex (Fig. 5A,
lane 4). Figure 6 shows that the higher concentration of XPC
inhibits excision from both naked DNA and nucleosomes; in-
termediate concentrations inhibited excision in proportion
with the degree of binding to nucleosomes (data not shown).
Thus, our data do not support a model for XPC as an acces-
sibility factor and are in agreement with previous findings that
the preformed XPC-DNA complex reduces the rate of excision
by the reconstituted human excision nuclease (75).

DISCUSSION

Effect of nucleosome on damage formation and repair. In
eukaryotes, the chromatin structure profoundly affects replica-
tion, transcription, and repair by interfering with the accessi-
bility of DNA to enzymes which carry out these processes (68,
70). Factors which affect the accessibility of chromosomal
DNA to replication and transcription enzymes have been iden-
tified and investigated in in vitro systems (33, 73). Less is
known about the modulation of DNA excision repair in chro-
matin. Pioneering in vivo work by Meijer and Smerdon (37)

and Thoma (68) has provided the conceptual framework for
investigating the effect of chromatin structure on repair in
vitro. In vivo data have shown that the chromatin structure has
significant effects both on DNA damage formation and repair
(37, 49). Thus, of the two major UV photoproducts, cyclobu-
tane pyrimidine dimers (PyrePyr) were found to form more or
less randomly throughout the chromatin whereas (6-4) photo-
products were formed at about twofold higher frequency in the
linker region than in the nucleosome core (41, 65).

Regarding the effect of nucleosomes on repair, the first
evidence suggesting an inhibitory effect was the finding that 24
and 48 h following UV irradiation of human fibroblasts there
were more cyclobutane dimers in the nuclease-resistant frac-
tion of chromatin than in the nuclease-accessible fraction (77).
This was interpreted to mean that nucleosome-free DNA was
repaired at a faster rate than nucleosomal DNA. Analysis of
damage distribution at the nucleosomal level revealed that
PyrePyr dimers were produced with a 10.3-bp periodicity in
the core nucleosome and that this periodicity was maintained
during the repair period, indicating that there was no prefer-
ential repair of PyrePyr along the nucleosome (23). More-
detailed studies of the effect of chromatin structure on repair
have been carried out in yeast using a minichromosome with
well-defined nucleosome phasing and transcriptionally active
and inactive regions. These studies (60, 66) conclusively
showed that both PyrePyr and (6-4) photoproducts were re-
paired at faster rates in nucleosome-free regions and in the
linker DNA than were photoproducts in the nucleosome core.

DDB and chromatin repair. Despite the commonly held
belief that there are chromatin-remodeling and accessibility
factors necessary for excision repair there is scarce in vivo data
for the presence of such factors. The only known candidate for
such a function is DDB. This protein is a heterodimer of 125-
and 48-kDa subunits (29), and it binds to DNA containing
(6-4) photoproducts with high specificity and avidity (51) and
to DNA containing other lesions such as pyrimidine dimers
with moderate to poor specificity. The DDB activity is missing
in about 30% of XP-E cell lines (8, 26, 28) because of muta-
tions in the small subunit (48), and XP-E cell lines are defec-
tive in global genomic repair (22). In addition, it has been
found that the commonly used Chinese hamster cell lines lack
DDB activity because of gene silencing of DDB2 encoding the
p48 subunit (21) and are also defective in global genomic
repair (22). Expression of p48 in these cell lines by transfection
restores the DDB activity in CE and global genome repair
activity in vivo (67). Thus, it was proposed that DDB functions
as an accessibility factor for lesions in nontranscribed chroma-
tin (21, 67).

We have found that nucleosomal DNA is repaired at about
10% the rate of naked DNA by the reconstituted excision
nuclease and by CEs which contain or lack DDB. Thus, our
results suggest that DDB does not function as an accessibility
or remodeling factor at the nucleosome level. It is conceivable,
however, that it may function as an accessibility factor at higher
levels (30-nm fiber of packed nucleosomes or even higher-
order structures) of chromatin organization. The role of DDB
in repair is complex, however, on the basis of recent findings
that DDB interacts specifically with transcription factor E2F1
and stimulates its activity (19, 47, 58). It is possible that DDB
functions as an activator of transcription of excision repair
genes. Clearly, more work is needed to understand the effect of
DDB on excision repair; our study simply indicates that DDB
does not stimulate the repair of either naked DNA or DNA at
the nucleosome level of organization.

In vitro systems. In this study, using a nucleosomal substrate
with a lesion at a defined position and the six-factor human

FIG. 6. Inhibition of excision by high XPC concentrations. Naked DNA (D)
or nucleosomes (N) were incubated with human excision nuclease reconstituted
with the indicated concentrations of XPC, and the reaction products were ana-
lyzed on an 8% denaturing polyacrylamide gel. The excision levels as percentages
of input substrate were as follows: lane 1, 1.3%; lane 2, 0.1%; lane 3, not
detectable; lane 4, not detectable; lane 5, 3.3%; lane 6, 0.7%; lane 7, 0.3%; lane
8, not detectable. Note that with 66 nM XPC most of the nucleosome DNA is in
the form of XPC-nucleosome complexes (cf. Fig. 5A, lane 4).

VOL. 20, 2000 NUCLEOSOME REPAIR BY HUMAN EXCISION NUCLEASE 9177



excision nuclease or mammalian CEs we investigated the effect
of compaction of DNA in the nucleosome on nucleotide exci-
sion repair. We find that damage within the nucleosome core
is excised at about 10% the rate of damage in naked DNA by
both the reconstituted excision nuclease and the whole-cell
extract. These findings suggest that the nucleosome structure is
a serious impediment for human excision nuclease but that, in
addition to the six general repair factors, there are no nucleo-
some accessibility factors specific for nucleotide excision re-
pair.

Although we investigated the repair of a (6-4) photoproduct
in a single location in the nucleosome and only in one rota-
tional setting, our results may be applicable to lesions any-
where in the nucleosome core and in any rotational setting
because in vivo data indicate that these two factors are not
important for the relative rates of repair of UV lesions in
mammalian cells (23). Our conclusion is also in agreement
with in vivo data showing that photoproducts in linker DNA
are repaired more rapidly than the nucleosomal photoproducts
in human cells (65) and in nucleosome-free regions of a yeast
minichromosome with a well-characterized nucleosome orga-
nization (60). If there were a nucleosome accessibility factor
specific for excision repair, one would expect that in vivo the
rates of damage removal from nucleosomal and nucleosome-
free DNA would be comparable. It is reasonable to suggest,
then, that one or more of the three damage recognition factors
themselves function as accessibility factors of limited capacity
for overcoming the inhibitory effect of nucleosomes partially,
so as to carry out repair at a rate that is fast enough to be of
significance in survival and in mutation avoidance.

Previously, by using minichromosomes, attempts to investi-
gate the effect of chromatin structure on human nucleotide
excision repair in vitro have been made (63, 76). In those
studies randomly damaged minichromosomes were used as the
substrate, whole-cell extract was used as the source of human
excision nuclease, and incorporation of radiolabeled nucleo-
tides into DNA (repair synthesis) was used to measure repair.
The two studies arrived at different conclusions. In one study
(76), it was found that assembly of a damaged plasmid into a
minichromosome suppressed the repair synthesis that was ob-
served with naked DNA, while the second study (63) reported
that with naked DNA there was high background repair syn-
thesis into undamaged DNA in naked plasmid control reac-
tions, which was eliminated to yield true damage-dependent
repair synthesis in damage-containing minichromosomes.

In a more recent study, with CE or reconstituted excision
nuclease as the enzyme source, randomly damaged naked plas-
mid DNA or minichromosomes as the substrate, and the repair
synthesis assay as the probe it was reported that there was no
difference in the initial rates (up to 2 h) of repair of naked
DNA and minichromosome DNA (1). Even after 2 h, nucleo-
somal DNA was repaired at about 80% of the rate of naked
DNA. These results, which at face value appear to be contra-
dictory to the findings reported in this paper, can be reconciled
with our results as follows. The (6-4) photoproduct is repaired
at a 5- to 10-fold-faster rate than PyrePyr by human excision
nuclease both in vivo (40, 65) and in vitro (44, 46), and thus
most of the repair synthesis observed with human cell-free
systems and UV-irradiated DNA is due to the removal of the
(6-4) photoproducts (59, 79). Since (6-4) photoproducts form
preferentially in the linker region of chromatin (41, 65), the
repair synthesis observed in vitro with UV-irradiated minichro-
mosomes is most likely due to the excision of (6-4) photoprod-
ucts from the linker region (1). In contrast, in our study we
used a defined substrate which contained the (6-4) photoprod-
uct in the nucleosome core to specifically address the question

of nucleosome structure on excision, and we found that the
nucleosome is a potent inhibitor of excision. Since the same
level of inhibition was observed whether purified proteins or
whole-cell extract was used for repair, our data also indicate
that there is no cellular factor specific for repair to increase the
accessibility of damage in the nucleosome core to the excision
nuclease system. We discovered that the nucleosome reduces
the DNA affinity of the three factors, XPA, RPA, and XPC,
known to be involved in the early steps of damage recognition
(64, 74, 75) by a factor of 5 to 10, which is roughly equivalent
to the inhibition factor of excision by nucleosomes. Thus, it is
likely that the nucleosome inhibits excision repair mainly by
interfering with the earliest steps of the rather elaborate nu-
cleotide excision repair system.

Transcription and repair. There are several chromatin-re-
modeling/nucleosome accessibility factors for transcription in
eukaryotes (30, 73) which are essential for cell survival. Con-
sidering the importance of nucleotide excision repair for main-
taining cellular and organismal integrity it may seem surprising
that there is no direct evidence for the existence of such factors
specific for repair. However, looked at from a different per-
spective, the transcription accessibility factors may legitimately
be considered repair accessibility factors as well because of the
coupling of repair to transcription (17). Sequences transcribed
by RNA polymerase II are repaired at a 5- to 10-fold-faster
rate than nontranscribed sequences (4) and, importantly, this
rate enhancement is due exclusively to the enhanced rate of
repair of the template strand; the coding strand is repaired at
the rate of general genomic repair (38).

Apparently, RNA polymerase stalled at a lesion constitutes
a signal for the assembly of the excision nuclease at the tran-
scriptional block site and hence functions as a high-specificity
damage recognition factor (13, 17). Transcription-coupled re-
pair occurs in Escherichia coli as well (39), and it involves active
recruiting of repair factors to the site of transcriptional block
by a transcription-repair coupling factor (55, 56). No such
details are available at present for eukaryotic transcription-
repair coupling because of the lack of an in vitro system.
Nevertheless, the phenomenology of the process allows us to
make some general statements regarding excision repair and
chromatin remodeling/accessibility factors. First, because these
factors are necessary for, or aid in, transcription initiation and
elongation and since transcription stimulates repair, these fac-
tors are both transcription (directly) and repair (indirectly)
accessibility factors. Second, since the nontranscribed strand
(coding strand) is repaired at the general genomic repair rate
(38, 72), it appears that the transient unfolding of chromatin,
which must occur during transcription, is not sufficient to ac-
celerate the repair rate because lesions in the coding strand do
not slow the rate of RNA polymerase progression (10, 57). It
is unclear at present whether transcription-repair coupling in
eukaryotes occurs by an active mechanism as it does in pro-
karyotes (active recruiting of repair factors to the site of tran-
scriptional block by a transcription-repair coupling factor) or is
the consequence of having a long-lived RNA polymerase-
RNA-DNA ternary complex and the accompanying open chro-
matin conformation and nucleosome mobility at the site of
occlusion (57, 69, 71). Regardless of the mechanism, clearly
transcription-coupled repair is a form of repair aided by chro-
matin-remodeling/nucleosomal DNA accessibility factors.

Finally, the requirement for repair-specific accessibility fac-
tors deserves some comment. While lack of transcription be-
cause of the absence of a remodeling/accessibility factor might
prove lethal to the cell, lack of rapid repair because of a
missing accessibility factor is mostly harmless unless the lesion
is within an essential gene or within an active replicon. For
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lesions within transcribed sequences the problem has been
solved by transcription-coupled repair, and, for replication, it
has been solved by the presence of DNA polymerases capable
of error-prone or error-free DNA synthesis (9, 24, 35). Hence,
lesions in nontranscribed DNA can be repaired at the slow rate
imposed by the packing of DNA into chromatin without seri-
ously endangering the well-being of the cell. In this regard, it is
noteworthy that nucleosome folding of damaged DNA inhib-
ited the activity of the prokaryotic repair enzymes E. coli pho-
tolyase and T4 endonuclease V (which do not use a nucleo-
some substrate in nature) drastically (11, 31), whereas the
much more complex human excision nuclease was inhibited by
only a factor of 10, consistent with the notion that the human
excision nuclease has evolved to work on nucleosomal DNA,
albeit less efficiently than on naked DNA. However, it is also
conceivable that the repair accessibility factor(s) is damage
inducible and as such would have not been detected in our in
vitro system. Indeed, damage-inducible protein GADD45 was
reported to bind to UV-irradiated mononucleosomes (7).
However, this binding resulted in inhibition rather than stim-
ulation of T4 endonuclease V, and hence its relevance to
chromatin repair is uncertain.

Figure 7 is a model for repairing DNA damage in nucleo-
somes by human excision nuclease. The model incorporates

the findings reported in this paper as well as other existing data
on this subject. The initial damage recognition by XPA and
RPA occurs without disrupting the nucleosome. Subsequent
assembly of TFIIH-XPC may disrupt the nucleosome and
forms a preincision complex in which the DNA around the
damage is unwound by about 20 bp (12, 46, 74). Then, XPG
and XPF-ERCC1 nucleases are recruited concomitant with
displacement of XPC, which functions as a molecular match-
maker (74, 75). Following the dual incision the excision nucle-
ase complex disassembles in a manner coupled with repair
synthesis, which in turn is coupled with nucleosome reassem-
bly. Our data simply show that assembly and excision can occur
on nucleosomal DNA; it does not give any information on the
fate of the nucleosome during and after excision. The multiple
DNA-protein complexes which exist in the postexcision reac-
tion mixture with naked DNA (43) make such an analysis
impractical. However, an in vivo study has shown that nascent
repair patches are preferentially in the nuclease-sensitive frac-
tion of the chromatin (2), consistent with movement or disas-
sembly of nucleosomes during excision or repair synthesis.
Similarly, in an in vitro study with randomly damaged plasmid
DNA and Xenopus oocyte CE it was found that repair synthesis
was accompanied by nucleosome assembly in a CAF1 (chro-
matin assembly factor 1)-dependent reaction (14, 42), as oc-
curs during replicative DNA synthesis (62). Additional exper-
iments of higher resolution are needed to test the specific steps
of this model.
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