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The RADI and RADI10 genes of Saccharomyces cerevisiae are two of at least seven genes which are known to
be required for damage-specific recognition and/or damage-specific incision of DNA during nucleotide excision
repair. RAD1 and RAD10 are also involved in a specialized mitotic recombination pathway. We have previously
reported the purification of the RAD10 protein to homogeneity (L. Bardwell, H. Burtscher, W. A. Weiss,
C. M. Nicolet, and E. C. Friedberg, Biochemistry 29:3119-3126, 1990). In the present studies we show that the
RAD1 protein, produced by in vitro transcription and translation of the cloned gene, specifically coimmuno-
precipitates with the RAD10 protein translated in vitro or purified from yeast. Conversely, in vitro-translated
RAD10 protein specifically coimmunoprecipitates with the RAD1 protein. The sites of this stable and specific
interaction have been mapped to the C-terminal regions of both polypeptides. This portion of RAD10 protein
is evolutionarily conserved. These results are the first biochemical evidence of a specific association between any
eukaryotic proteins genetically identified as belonging to a recombination or DNA repair pathway and suggest
that the RAD1 and RAD10 proteins act at the same or consecutive biochemical steps in both nucleotide excision

repair and mitotic recombination.

In the budding yeast Saccharomyces cerevisiae, the re-
combination of genetic material is accomplished by multiple,
partially overlapping pathways (36). The repair of DNA
damage is likewise effected by multiple pathways, some of
which intersect with certain recombination pathways (17,
21). Relatively little is known about the complex interrela-
tionships among the members of these pathways, particu-
larly at the biochemical level.

Nucleotide excision repair is a versatile DNA repair
pathway which recognizes and removes chemically distinct
nucleotide alterations caused by many physical and chemical
agents which interact with DNA (16). In the yeast S.
cerevisiae multiple genes have been identified for this pro-
cess, at least six of which (RADI, RAD2, RAD3, RADA4,
RADI0, and RADI4) are believed to be absolutely required
for early steps associated with the recognition and specific
incision of damaged DNA (19). The involvement of at least
one other gene in these events is suggested by the recent
identification of the yeast homolog of the ERCC3 gene,
which is required for nucleotide excision repair in human
cells (55). The genetic and, by implication, biochemical
complexity of nucleotide excision repair in yeast is also a
feature of mammalian cells. Chinese hamster ovary cell
mutants defective in nucleotide excision repair fall into 10
distinct genetic complementation groups (43, 49, 50). Simi-
larly, the human cancer-prone hereditary disease xeroderma
pigmentosum (XP), which is characterized by defective
nucleotide excision repair, includes at least seven genetic
complementation groups (12).

In addition to the homology noted above between the
human ERCC3 and yeast ERCC3 genes, the translated
sequences of several yeast genes which were cloned by
functional complementation of yeast mutants defective in
nucleotide excision repair are homologous with those of
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human genes cloned by functional complementation of mam-
malian cell mutants. In particular, the yeast RADI10, RAD3,
and RADI4 genes share extensive amino acid sequence
identity with the human ERCCI, ERCC2, and XPAC genes,
respectively (6, 51, 54). The ERCC2 gene complements the
mutant phenotype of cultured cells from XP group D patients
(15), and the ERCC3 gene corrects the mutant phenotype of
cells from XP group B (55). Both these forms of XP can be
associated with another repair-defective hereditary human
disease, Cockayne’s syndrome (56). Hence, information
about the biochemistry of nucleotide excision repair gleaned
from the study of yeast is likely to be generally applicable to
other eukaryotes, including humans, and may be relevant to
understanding the molecular pathology of XP and Cock-
ayne’s syndrome (24, 30, 49).

Little is known about the biochemistry of nucleotide
excision repair in eukaryotes. In S. cerevisiae only the
RAD3 (23, 47) and RADI10 proteins (7, 46) have been
extensively purified. The RAD3 protein is a DNA-dependent
ATPase with associated processive DNA-DNA helicase (23,
45, 47) and DNA-RNA helicase activities (5, 33). The
translocation of the RAD3 protein on DNA is arrested at
sites of DNA damage, suggesting a role for this helicase in
DNA damage recognition (32). The RADI10 protein binds to
both single- and double-stranded DNA at pH 7.5 (7). At pH
6, RAD10 exhibits a preference for single-stranded DNA and
can promote the aggregation of complementary single
strands (46).

Yeast strains carrying radl (27, 39, 48, 58) or rad10 (40)
loss-of-function alleles exhibit a reduction in certain mitotic
recombination events. Mutants defective in the RAD2,
RAD4, or RAD14 gene do not show this reduction (6, 39, 40,
58). Indeed, they manifest an increased frequency of mitotic
recombination, consistent with the channeling of spontane-
ous DNA damage from the nucleotide excision repair path-
way into a recombinational repair pathway (39, 40). Thus,
the decreased recombination seen in radl and rad10 mutants
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is not due to the inactivation of the nucleotide excision repair
pathway per se but reflects the direct involvement of the
products of these two genes in distinct DNA metabolic
pathways.

Mutant radl strains are deficient in recombination be-
tween inverted (2) or direct (27, 39, 48, 58) repeats on the
same chromosome. Some RADI1-dependent recombination
events are repressed by a potential topoisomerase, the
product of the HPRI gene (1, 3). RAD1-dependent events
are stimulated by transcription from either RNA polymerase
I (53, 58) or RNA polymerase II (48) promoters. In most of
the above systems, the RADI pathway appears to compete
for recombinogenic intermediates with the RAD52 pathway,
which is required for most types of meiotic and mitotic
recombination. Thus, radl rad52 double mutants exhibit a
synergistic decrease in these recombination events (27, 39,
48, 58). RADI is also involved in modulating the pattern of
certain interchromosomal recombination events (4).

The involvement of a specialized RADI-dependent path-
way for recombination events between repeats may reflect
the involvement of regions of homology relatively limited
compared with that between homologous chromosomes. In
addition, the opposing effects of transcription and topoisom-
erase function on the R4ADI pathway may reflect unique
topological constraints on certain R4DI-mediated recombi-
nation events.

The role of the RADI10 gene in recombination has not been
as thoroughly studied. However, in the one system in which
both radl and rad10 mutants were examined either singly or
in combination, their effects were indistinguishable and
epistatic (40).

An epistatic genetic interaction (e.g., between RADI and
RADI0 in recombination and between RADI or RADI0 and
the other genes required for nucleotide excision repair)
formally indicates either that the proteins act at separate
steps in a linear pathway or that they act at the same or
consecutive steps as part of multiprotein complex. This
distinction has important implications as to mechanism,
possible intermediates, and interpretation of the complex
pathologies of XP (18, 20, 36).

In this study we show that RAD1 and RADI10 proteins
form a stable complex in vitro in the absence of DNA. We
have also identified regions in both the RAD1 and RAD10
polypeptides which contain binding domains required for
this interaction. Although multiple genes have been geneti-
cally shown to participate in recombination and/or repair in
eukaryotes (21, 24, 36, 49), these results provide the first
biochemical evidence for a stable heteromeric complex
between the products of such genes.

MATERIALS AND METHODS

Materials. Plasmids pGEM3Zf(+) and pGEMA4Z, as well
as the SP6, T3, and T7 RNA polymerases; RQ1 DNase and
RNasin RNase inhibitor; and the T7 and SP6 promoter
primers, were from Promega Biotechnology. Rabbit reticu-
locyte lysates were obtained from Novagen. In vitro trans-
lation-grade [**S}methionine, Amplify fluorographic reagent,
and prestained molecular weight markers were from Amer-
sham. Ready Protein scintillation cocktail was from Beck-
man. Caffeine, anti-rabbit immunoglobulin G-alkaline phos-
phatase, nitroblue tetrazolium, and 5-bromo-4-chloro-3-
indolyl phosphate were from Sigma Chemicals. The m’(G)
ppp(G) cap analog was from Pharmacia/LKB Biotechnol-
ogy. Type HA nitrocellulose filters were from Millipore.
c-fos (Ab-2) antibody, c-jun-AP-1 (Ab-1) antibody, and
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FIG. 1. RADI0 and RADI DNA fragments used for plasmid
constructions. Restriction site abbreviations: H, Hindlll; B,
BamHI; E, EcoRI; Bg, Bglll; A, Accl. Boxed regions represent the
protein-coding sequences. Hatched boxes within the RADI coding
region represent the series of nine leucine-rich motifs (41). Particular
amino acids are numbered along the bottom of each gene.

protein A-agarose were from Oncogene Science. Restriction
enzymes were from Bethesda Research Laboratories and
New England Biolabs.

Plasmid constructions. Plasmid constructions employed
standard techniques (8, 37). The RADI and RADI0 inserts
used in cloning experiments are shown in Fig. 1. The RAD!
BamHI fragment contains the RADI gene deleted of its
promoter region, so that 19 bp of DNA immediately 5’ to the
translational start codon are juxtaposed to 30 bp of DNA
located 391 bases upstream (57). This fragment was cloned in
the SP6 orientation into pGEM3Zf(+) to generate plasmid
pGEMB3Zf(+)-SP6RADI. To generate plasmid pGEM4Z-
TTRADI10, the RADI10 gene on a HindIII-BamHI fragment
(7) was cloned into the vector pGEM4Z.

Plasmid constructs for the production of N-terminal dele-
tion polypeptides were as follows. For RAD1,;, 4,00 (S€€
““Mapping of the RAD1-RADI0 interaction domains’), the
RADI1 BamHI fragment (see above) was digested with EcoRI
(which cuts internally; Fig. 1) and cloned into pPGEM4Z cut
with BamHI and EcoRI. The first methionine codon in the
construct is RADI codon 237. For RAD1.g, 1,00, plasmid
pGEMB3Zf(+)-SP6RADI was linearized with Xbal and used
as the template in a polymerase chain reaction with the T7
promoter primer and the primer 5' CGGAATTCACCATG
GAAGATCTTTCTCACTACA. This primer is complemen-
tary to RAD1 codons 782 to 787 and substituted an initiation
codon for codon 781. Polymerase chain reaction conditions
were as described elsewhere (38). The amplified fragment
was digested with EcoRI and BamHI and cloned into plas-
mid pGEMA4Z digested with BamHI and EcoRI. For
RAD10,, 5,9, plasmid pGEM4Z-T7TRADIO was linearized
with HindIII and used as the template in a polymerase chain
reaction with the SP6 promoter primer and the primer 5’
CGGAATTCACCATGGCTACAGATGACTATAA. This
primer is complementary to RAD10 codons 74 to 79 and
substituted an initiation codon for codon 73. The amplified
fragment was digested with EcoRI and BamHI and cloned
into plasmid pGEM4Z digested with BamHI and EcoRI.

Purification of RAD10 protein. The RAD10 protein was
purified to homogeneity from an overexpressing yeast strain
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by using three chromatographic steps as previously de-
scribed (7).

Antiserum production. RAD10 antibodies were produced
and affinity purified as previously described (7). Polyclonal
antiserum to full-length RAD1 protein expressed in Esche-
richia coli was produced and affinity purified by a similar
procedure (12a).

In vitro transcription templates. Plasmids pBSSK-T3jun
and pGEM3-T7c-fos (28) were used for the generation of in
vitro-translated Jun and Fos proteins. The plasmids were
linearized with Clal and HindlIll, respectively. For the
production of full-length RAD1 protein, plasmid pGEM3Zf
(+)-SP6RADI was linearized with Smal. For the production
of the RAD1, 5, deletion protein, plasmid pGEM3Zf(+)-
SP6RADI was linearized internally with Bg/II (Fig. 1). For
the production of the RAD10,_, ¢, deletion polypeptide, plas-
mid pGEM4Z-T7RADI10 was linearized internally with Accl
(Fig. 1). All other transcription templates were linearized with
BamHI. Templates were then purified by phenol-chloroform
extraction and ethanol precipitation.

In vitro transcription and translation. Synthesis of capped
RNA from plasmid DNA templates (see above) using bacte-
riophage RNA polymerase was as described elsewhere (29).
Rabbit reticulocyte lysate translation reactions were pre-
pared as described by the manufacturer with 0.8 mM Mg>*,
80 mM K™, 10 pg of RNA per ml, and 0.1 to 0.5 mCi of
[>*S]methionine per ml (final concentrations). Caffeine was
added to a final concentration of 5 mM to enhance the
translational yield (14, 42). All experiments were reproduced
in the absence of caffeine. Reactions were at 30°C for 2 h.
Translation yields were quantitated by trichloroacetic acid
precipitation as described previously (31) by using nitrocel-
lulose filters. These results were converted into the absolute
protein yield by taking into account the endogenous concen-
tration of methionine in the reticulocyte lysate and the
number of methionines per protein molecule.

Ammonium sulfate precipitation. Immediately following
the 2-h translation incubation an equal volume of 4 M
saturated ammonium sulfate in TE buffer (10 mM Tris, pH
7.5; 1 mM EDTA) was added to the translation reaction
mixtures at room temperature. Samples were incubated in
ice water for 20 min and then microcentrifuged for 20 min at
14,000 x g at 4°C. The supernatant was removed, and the
pellets were washed with ice-cold 2 M ammonium sulfate-2
mM dithiothreitol in TE buffer. The tubes were briefly
recentrifuged, the last traces of ammonium sulfate were
removed, and the pellets were resuspended in immunopre-
cipitation buffer.

Buffers. Buffer A is as described elsewhere (7). Buffer B
contains 20 mM HEPES (N-2-hydroxyethylpiperazine-N'-2-
ethanesulfonic acid), pH 7.2; 75 mM KCl, 4 mM MgCl,, 5
mM sodium bisulfite, 0.5 mM EDTA, 0.5 mM dithiothreitol,
0.1% (vol/vol) Tween 20, 12.5% glycerol, 0.5 pg of leupeptin
per ml, 0.7 pg of pepstatin per ml, and 0.1 mM phenylmeth-
ylsulfonyl fluoride. Buffer C is buffer B containing 15%
ethylene glycol.

Immunoprecipitation. Immunoprecipitation reactions
were performed in buffer B (for reactions using RAD1
antiserum and for appropriate controls) or buffer C (for
reactions using RAD10 antiserum and for appropriate con-
trols). Proteins were mixed in 200 pl of buffer and incubated
for 30 min at 30°C. The reaction mixtures were then micro-
centrifuged for 10 min at 14,000 X g, and the supernatant
was transferred to a tube containing 15 pl of protein A-aga-
rose and 1 pg of the relevant antibody. The tubes were
rocked for 1 h at room temperature and then spun in a
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microcentrifuge for 30 s at 2,500 rpm. Supernatants were
removed, and the pellets were washed twice with 1 ml of
ice-cold buffer B or C. The pellets were then resuspended in
scintillation cocktail for quantitative analysis or in 30 pl of
sample buffer (26) for gel analysis. Sodium dodecyl sulfate
(SDS)-polyacrylamide gels were treated twice for 15 min
with 50% methanol-12% acetic acid, soaked for 30 min in
fluorography reagent, dried under vacuum, and exposed to
X-ray film for 4 to 8 h.

Other methods. SDS-polyacrylamide gel electrophoresis
(PAGE) of proteins was as described previously (22). West-
ern blotting (immunoblotting) was carried out as previously
described (34). After reaction with primary antibody, West-
ern blots were incubated with anti-rabbit immunoglobulin G
conjugated to alkaline phosphatase and developed with the
color substrates nitroblue tetrazolium and 5-bromo-4-chloro-
3-indolyl phosphate.

RESULTS

In vitro translation of RAD1 and RAD10. The involvement
of RAD1 and RADI10 in two distinct DNA metabolic path-
ways suggests a close biochemical relationship between
these two proteins. To explore potential protein-protein
interactions between them, radiolabelled RAD1 and RAD10
proteins were synthesized by in vitro transcription and
translation. The cloned RADI and RADIO genes (Fig. 1)
were tailored into plasmids containing bacteriophage RNA
polymerase promoters. Capped transcripts were synthesized
in vitro, purified, and used to program translation supported
by rabbit reticulocyte lysates in the presence of >>S-methio-
nine. This resulted in the synthesis of radiopure protein
representing ~1/20,000 (by weight) of the total protein in the
translation reactions (44). We observed that the use of a
simple ammonium sulfate fractionation step (see Materials
and Methods) resulted in considerable purification of in
vitro-translated proteins. Specifically, >90% of in vitro-
translated RAD1, RADI10, Jun, or Fos protein precipitated
under conditions of 50% ammonium sulfate saturation,
whereas <4% of the total lysate protein precipitated under
these conditions (data not shown). This represents a >20-
fold purification of these in vitro-translated proteins. This
procedure also facilitated the complete and rapid exchange
of the lysate buffer for buffers required in subsequent exper-
iments.

Figure 2 shows the specificity of the RAD1 and RAD10
antibodies for in vitro-translated proteins as determined by
Western blot analysis of translation lysates. Affinity-purified
antibodies raised against RAD1 protein expressed in E. coli
(12a) reacted only with rabbit reticulocyte lysates pro-
grammed with R4D] RNA (see Fig. 4, lane 2) and not with
lysates programmed with RAD10 RNA (see Fig. 4, lane 3),
or lysates which were not programmed with RNA (see Fig.
4, lane 1). Similarly, antibodies to the RADI10 protein
reacted only with lysates programmed with R4ADI10 RNA
(see Fig. 4, lane 4) and not with lysates programmed with
RADI RNA (see Fig. 4, lane 5) or lysates not programmed
with RNA (see Fig. 4, lane 6).

In vitro-translated RAD10 protein was previously shown
to have an electrophoretic mobility indistinguishable from
that of the protein purified to homogeneity following over-
expression of the cloned RADI0 gene in yeast cells (7). The
RADI1 protein translated in vitro (Fig. 2) or expressed in E.
coli or yeast cells (not shown) migrates in SDS-PAGE gels
with a relative electrophoretic mobility of ~150 kDa. This is
considerably larger than the value of ~126 kDa calculated
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FIG. 2. Specificity of RAD1 and RAD10 antisera; in vitro-trans-
lated proteins from rabbit reticulocyte lysates programmed with no
RNA (lanes 1 and 6), RADI mRNA (lanes 2 and 5), or RADI10
mRNA (lanes 3 and 4). The Western blot was reacted with RAD1
antibodies (lanes 1 to 3) or RAD10 antibodies (lanes 4 to 6).

from the size of the RADI open reading frame. The anoma-
lous electrophoretic mobility of the RAD1 protein may be a
consequence of its high content of acidic amino acids, as has
been observed with several other acidic proteins (9, 25, 35).
Electrophoretic analysis of radiolabelled in vitro-translated
RADI protein revealed the presence of several polypeptides
of lower molecular weight (Fig. 3, lane 3). These presumably
result from premature translation termination, a result fre-
quently observed when large transcripts are translated in
vitro (11, 44).

Coimmunoprecipitation of RAD1 and RAD10. The tech-
nique of coimmunoprecipitation has been successfully used
by others to study protein-protein interactions with in vitro-
translated proteins (28). We investigated whether the RAD1
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protein would specifically coprecipitate with the RAD10
protein in the presence of RAD10 antiserum and protein
A-agarose carrier beads. A typical result of such an experi-
ment is shown in Fig. 3. In the absence of the RAD10 protein
minimal amounts of in vitro-translated RAD1 protein were
nonspecifically precipitated by the antibody-bead complex
(lane 4). However, in the presence of in vitro-translated
RADI1O0 protein, the RAD1 protein was efficiently coprecip-
itated (lane 5).

The specificity of this interaction was demonstrated in
several ways. Firstly, it should be noted that the interaction
occurred in the presence of a 1,000-fold excess (by weight) of
unlabelled lysate proteins. Such a vast excess of irrelevant
protein would be expected to block any ““sticky”’ sites for
nonspecific protein-protein interactions on RAD1 and
RAD10 proteins. In fact, we have observed coprecipitation
of RAD1 and RADI10 proteins in lysates which were not
fractionated by ammonium sulfate precipitation, indicating
that the binding reaction in vitro can take place in the
presence of a 20,000-fold excess of lysate proteins (data not
shown). Secondly, the coprecipitation was strictly depen-
dent on the presence of RAD10 (or RAD1; see below)
antiserum (Fig. 3, lane 9). Finally, when selected function-
ally unrelated proteins were translated in vitro and precip-
itated with the appropriate antibodies, nonspecific associa-
tions with the RAD1 or RAD10 protein were not observed.
Thus, for example, in vitro-translated Fos protein did not
coprecipitate with the RAD10 protein (Fig. 3, lane 7), nor did
the RAD1 protein coprecipitate with the Fos protein (lane
10). Similarly, in vitro-translated Jun protein did not copre-
cipitate with the RADI10 protein (data not shown), nor did
the RAD1 protein coprecipitate with the Jun protein (data
not shown).

The specificity of the interaction between the RAD1 and
RADI10 proteins was further confirmed by using antisera to
the RADI1 protein. The RAD10 protein coprecipitated with
the RAD1 protein in the presence of RAD1 antiserum (Fig.
4, compare lanes 4 and 5), whereas the Fos (lane 7) and Jun
(not shown) proteins did not coprecipitate with RAD1 under
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FIG. 3. Coimmunoprecipitation of in vitro-translated RAD1 protein. RAD10, Fos, and RAD1 proteins were translated in vitro, ammonium
sulfate precipitated, and loaded directly onto an SDS-10% PAGE gel (lanes 1 to 3) or immunoprecipitated with anti-RAD10 (lanes 4 to 7) or
anti-Fos (lanes 8 to 10) antibodies, as described in Materials and Methods, prior to gel analysis. Immunoprecipitation reaction mixtures
contained 33 ng of RAD1 (lanes 4, 5, 8, 9, and 10), 26 ng of RAD10 (lanes 5, 7, and 9), and/or 33 ng of Fos (lanes 6, 7, and 10). Reticulocyte
lysate not programmed with exogenous RNA was added to lanes 4, 6, and 8 so that all immunoprecipitation reaction mixtures (lanes 4 to 10)
contained 30 pg of total protein. The positions of molecular weight markers are indicated on the right.
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FIG. 4. Coimmunoprecipitation of in vitro-translated RAD10
protein. RAD10, Fos, and RAD1 proteins were translated in vitro,
ammonium sulfate precipitated, and loaded directly onto an SDS-
10% PAGE gel (lanes 1 to 3) or immunoprecipitated with anti-RAD1
antibodies (lanes 4 to 7), as described in Materials and Methods,
prior to gel analysis. Immunoprecipitation reaction mixtures con-
tained 33 ng of RAD]1 (lanes 5 and 7), 26 ng of RADI10 (lanes 4 and
5), and/or 33 ng of Fos (lanes 6 and 7). Reticulocyte lysate not
programmed with exogenous RNA was added to lanes 4 and 6 so
that all immunoprecipitation reactions (lanes 4 to 7) contained 30 pg
of total protein. The positions of molecular weight markers are
indicated on the right.

these conditions. These results were strictly dependent on
the presence of RAD1 antiserum. Additionally, the RAD10
protein was not coprecipitated in the presence of either the
Fos or Jun protein and Fos or Jun antiserum (data not
shown).

Coimmunoprecipitation of RAD1 with purified RAD10 pro-
tein. We previously described a three-step procedure for the
purification of the RAD10 protein, consisting of successive
hydroxyapatite, phosphocellulose, and blue Sepharose chro-
matography steps (7). Fraction II, obtained after the first two
steps, is highly enriched for the RAD10 protein (~80%
pure). Fraction III consists of essentially homogeneous
RADI10 protein. Fraction II, generated by a precisely parallel
purification of extracts from a yeast strain in which the
chromosomal R4D10 gene is deleted and which carries just
the cloning vector, yields a preparation which is totally
devoid of the RAD10 protein (7). When these fractions were
used in the coimmunoprecipitation assay, in vitro-translated
RAD1 protein was coimmunoprecipitated with RAD10 pro-
tein fractions II (Fig. 5, lane 1) and III (lane 3) but not with
fraction II from the R4ADI10 deletion strain (lane 2) or with a
control containing just buffer (lane 4). The observed copre-
cipitation was thus strictly dependent on the presence of the
RADI10 protein. Additionally, coprecipitation was strictly
dependent on the presence of RAD10 antiserum (lane 5). In
vitro-translated Fos and Jun proteins were not coprecipi-
tated with purified RAD10 protein (data not shown).

Quantitation of coimmunoprecipitation. A modification of
the coimmunoprecipitation protocol permitted a quantitative
evaluation of the interaction between the RAD1 and RAD10
proteins. One protein species was translated in vitro in the
absence of radiolabel and was mixed with a second 3°S-
labelled protein in the standard coimmunoprecipitation re-
action mixture. The precipitated complex was resuspended
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FIG. 5. Coimmunoprecipitation of in vitro-translated RAD1 pro-
tein with purified RAD10 protein. RAD1 protein was translated in
vitro, ammonium sulfate precipitated, and loaded directly onto an
SDS-10% PAGE gel (lane 6) or immunoprecipitated with anti-
RADI10 (lanes 1 to 4) or anti-Fos (lane 5) antibodies in the presence
of purified RAD10 protein fractions prior to gel analysis. Immuno-
precipitation reaction mixtures contained 33 ng of RAD1 in 20 pg of
total lysate protein and one of the following: 0.5 pl of RAD10
fraction II, purified from a yeast strain carrying the overexpression
vector pG12RAD10, in buffer A (~30 ng of RAD10 protein) (lane 1);
0.5 pl of fraction II from a R4D10 deletion strain carrying the vector
pG12 (lane 2); 30 ng of RAD10 fraction III in 20 pl of buffer A (lanes
3 and 5); or 20 ul of buffer A (lane 4). The positions of molecular
weight markers are indicated on the right.

in scintillation cocktail, and radioactivity was quantitated.
The results of such experiments are shown in Table 1. The
RADIO0 protein was coprecipitated with RAD1 at a level
~18-fold above the background, and RAD1 was coprecipi-
tated with RADI10 at a level ~5-fold over the background

TABLE 1. Quantitative analysis of coimmunoprecipitation

.. No. of
Labeled Unlabglgd Antiserum % Pr.eC'E" SE°  independent
protein protein tation! expts
RAD10 No RNA Anti-RAD10 0.25 0.1 9
RAD10 RAD1 Anti-RAD1 4.6 0.4 9
RAD10 Fos Anti-RAD1 0.2 0.1 4
Fos No RNA Anti-RAD1 0.4 0.1 4
Fos RAD1 Anti-RAD1 0.4 0.1 4
RAD1 RADI10 Anti-RAD1 29.6 2.2 6
RAD1 No RNA Anti-RAD10 0.65 0.1 13
RAD1 RADI10 Anti-RAD10 3.2 0.5 13
RAD1 Fos Anti-RAD10 0.8 0.2 4
Fos No RNA Anti-RAD10 0.8 0.2 5
Fos RADI10 Anti-RAD10 0.9 0.2 5
RAD10 RADI1 Anti-RAD10 41.2 3.6 4

“ No RNA, reticulocyte lysate not programmed with exogenous RNA.
® Percentage of incorporated counts precipitated.
< Standard error between independent experiments.
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FIG. 6. Coimmunoprecipitation of in vitro-translated RAD1 deletion proteins. RAD1 full-length and deletion proteins were translated in
vitro, ammonium sulfate precipitated, and loaded directly onto an SDS-10% PAGE gel (lanes 1 to 4) or immunoprecipitated with anti-RAD10
antibodies in the presence (lanes 6, 8, 10, and 12) or absence (lanes 5, 7, 9, and 11) of 26 ng of in vitro-translated RAD10 protein prior to gel
analysis. Immunoprecipitation reactions contained 260 fmol of RAD1 full-length or deletion protein (lanes 5 to 12). Reticulocyte lysate not
programmed with exogenous RNA was added to lanes 5, 7, 9, and 11 so that all immunoprecipitation reaction mixtures (lanes 5 to 12)
contained 30 pg of total protein. The positions of molecular weight markers are indicated on the right.

(Table 1). About 30% of the total RADI protein present in
the immunoprecipitation reactions was precipitated by the
RADI1 antiserum (Table 1). This level was not significantly
different in the presence or absence of RAD10 protein (data
not shown), indicating that the RAD10 protein did not inhibit
the binding of RAD1 antiserum to epitopes on the RAD1
protein. Similarly, the RAD1 protein did not inhibit the
binding of RAD10 antiserum to epitopes on the RADI10
protein (data not shown).

The data in Table 1 were used to estimate the binding
affinity of the RAD1-RADIO interaction and yielded an
equilibrium dissociation constant for the RAD1-RADI10 in-
teraction of =3 x 10™° M, assuming that RAD1 and RAD10
associate as a heterodimer. This value likely represents a
minimum estimate of the dissociation constant under these
conditions, since some of the antibody species in the poly-
clonal antisera may block the RAD1-RADIO0 interaction.
Additionally, some of the RAD1-RAD10 complexes may
dissociate during the nonequilibrium conditions which apply
during the washing steps.

Mapping of the RAD1-RADI10 interaction domains. To
localize the domains of RAD1 and RADI10 proteins involved
in heteromer formation, incomplete polypeptides were
tested in the coimmunoprecipitation assay. Proteins trun-
cated in the C-terminal region were synthesized by lineariz-
ing the transcription templates at internal restriction sites.
Plasmid constructs for the production of N-terminal dele-
tions were engineered as described in Materials and Meth-
ods. The results obtained with three RAD1 deletion poly-
peptides are shown in Fig. 6. RAD1, .43, a mutant protein in
which amino acids 784 to 1100 are deleted, did not copre-
cipitate with the RAD10 protein (lanes 7 and 8). However,
the polypeptide RAD1,5;_1;00, in Which amino acids 1 to 236
are deleted, retained the ability to coprecipitate with RAD10
(lanes 9 and 10). Indeed, a mutant consisting of only amino
acids 782 to 1100 coimmunoprecipitated with the RAD10
protein at levels clearly above the background (lanes 11 and
12). These data indicate that the major domain for interac-
tion with RAD10 lies within the C-terminal 29% of the RAD1
polypeptide. These results are consistent with the observa-

tion that the RAD1 species which are coprecipitated with the
RADI10 protein do not include the lower-molecular-weight
forms which are believed to reflect prematurely terminated
polypeptides and hence are expected to be missing C-termi-
nal domains (Fig. 3, compare lanes 3 and 5).

Two RADIO deletion polypeptides were tested for their
ability to coprecipitate with the RAD1 protein, and the
results of these experiments are shown in Fig. 7. A RAD10
deletion polypeptide consisting of only the first 169 amino
acids no longer coprecipitated with RAD1 (lanes 6 and 7).
However, the polypeptide RAD10,,_,,,, Which is missing the
N-terminal 73 amino acids, retained the ability to coprecip-
itate with RAD1 (lanes 8 and 9). Hence, we conclude that the
C-terminal 65% of RADIO is sufficient for binding to the
RAD1 protein and that the C-terminal 20% of RADIO is
necessary for this interaction.

DISCUSSION

RADI and RADI0 are two of at least seven genes which
are believed to be absolutely required for damage-specific
recognition and/or incision of DNA during nucleotide exci-
sion repair in yeast cells. In addition to their role in nucleo-
tide excision repair, the RAD1 and RADI0 gene products
(but not other RAD gene products required for nucleotide
excision repair) participate in certain mitotic recombination
events in yeast cells (40). The present study demonstrates
that the RAD1 and RADI10 proteins form a specific and
stable heteromeric complex in vitro in the absence of dam-
aged DNA. The RAD1-RADI10 interaction occurs in the
presence of a 20,000-fold excess (by weight) of heterologous
protein, a situation not unlike that anticipated in vivo. The
specificity of this protein-protein interaction was established
by showing that neither RAD1 nor RAD10 protein coimmu-
noprecipitated with functionally unrelated in vitro-translated
proteins such as Fos and Jun, nor did Fos or Jun coimmu-
noprecipitate with RAD1 or RAD10. Additionally, the re-
sults were in all cases dependent on the presence of the
appropriate antiserum and antigen. Specificity was further
established by the use of purified RAD10 protein and by the
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FIG. 7. Coimmunoprecipitation of in vitro-translated RAD10 deletion proteins. RAD10 full-length and deletion proteins were translated
in vitro, ammonium sulfate precipitated, and loaded directly onto an SDS-12% PAGE gel (lanes 1 to 3) or inmunoprecipitated with anti-RAD1
antibodies in the presence (lanes 5, 7, and 9) or absence (lanes 4, 6, and 8) of 33 ng of in vitro-translated RAD1 protein prior to gel analysis.
Immunoprecipitation reactions contained 1 pmol of RAD10 full-length or deletion protein (lanes 4 to 9). Reticulocyte lysate not programmed
with exogenous RNA was added to lanes 4, 6, and 8 so that all immunoprecipitation reaction mixtures (lanes 4 to 9) contained 30 pg of total
protein. The positions of molecular weight markers are indicated on the right.

observation that the deletion of critical domains from each
protein abolished the observed interaction.

Both the RADI and RADI0 genes are very weakly ex-
pressed in yeast cells. We have calculated that there are
~100 molecules of RAD10 protein per cell. If we assume that
the RAD1 protein is present at about the same level, the
dissociation constant we have estimated (K, = 3 x 107°)
indicates that in vivo >80% of the RAD1 and RADI10
molecules exist as a heteromeric complex at any instant in
time, assuming that conditions in vivo roughly approximate
those of our in vitro experiments. Thus, at least some of the
multiple proteins required for nucleotide excision repair may
associate prior to their interaction with damaged DNA. In
this regard, it is interesting to note that so-called bipartite
nuclear targeting signals have been identified in the amino
acid sequences of the RADI, RAD2, RAD4, and RADI14
genes but not those of the RAD3 and RADI0 genes, which
are also required for the specific incision of DNA (13, 19a).
Transportation of the polypeptides encoded by the latter
genes to the nucleus may be dependent on their stable
association with the RAD1, RAD2, RAD4, or RAD14 pro-
tein prior to nuclear entry.

In the case of the RADI10 protein the N-terminal 35% of
the protein was found to be dispensable for stable interaction
with the RAD1 protein. This region is poorly conserved
between the RADI10 and the homologous human (51) and
mouse (52) ERCCI genes and is known to be dispensable for
function in the human gene (51). The C-terminal 65% of the
RADIO protein is sufficient and the C-terminal 20% of the
polypeptide is necessary for interaction with the RAD1
protein. The C-terminal two-thirds of RADIO is evolution-
arily conserved among yeast, mice, and humans (51, 52).
These results suggest that the RAD1 interaction domain of
RADI0 may be conserved in eukaryotes.

Recently, a specialized computer search algorithm was
used to identify a series of nine tandem leucine-rich motifs in
the N-terminal third of the putative RAD1 polypeptide (41).

These repeats were proposed to function in a tight and
specific interaction with an unknown protein (41). It is clear
from our data that these repeats are not involved in the
RAD1-RADI10 interaction. In the polypeptide RAD1,3; ;,¢0
seven of the nine leucine-rich motifs are deleted, and
RAD1.4,_ ;100 is completely devoid of these repeats (see Fig.
1), yet both of these incomplete polypeptides retained the
ability to coprecipitate with the RADI10 protein. If these
repeats do mediate a protein-protein interaction, a hetero-
trimeric complex involving RAD1, RAD10, and a third
protein may exist. The C-terminal 29% of RADI protein is
necessary and largely sufficient for interaction with RAD10.
No obvious sequence motifs have been identified in this
region, and it is not possible to assess the evolutionary
conservation of this region, since the sequences of RAD1
homologs from other species have not yet been published.

Electron microscopic evidence suggestive of the existence
of a large multiprotein recombination complex has been
reported (10). Similarly, it has been suggested that the
involvement of multiple gene products in the initial steps of
nucleotide excision repair reflects the existence of a multi-
protein damage recognition and incision complex (17, 18).
This study provides the first biochemical evidence of a
heteromeric association between any eukaryotic nucleotide
excision repair proteins presumed to be involved in these
early steps. In addition, these results suggest that the bio-
chemically relevant species of the RAD1 and RAD10 pro-
teins during nucleotide excision repair and/or mitotic recom-
bination may be a RAD1-RADI10 heteromer.

ACKNOWLEDGMENTS

We thank T. Kouzarides for supplying plasmids pGEM3-T7c-fos
and pBSSK-T3jun and our laboratory colleagues for a critical
reading of the manuscript.

This work was supported by U.S. Public Health Service research
grant CA12428 from the National Cancer Institute, Department of
Health and Human Services, and by U.S. Public Health Service



3048

BARDWELL ET AL.

Training Grant CA09302 from the National Cancer Institute, De-
partment of Health and Human Services, to the Stanford University
Program in Cancer Biology. A.J.C. was the recipient of a NATO
fellowship (B/RF 7448) awarded by the Science and Engineering
Research Council, United Kingdom.

10.

11.

12.

REFERENCES

. Aguilera, A., and H. L. Klein. 1989. Genetic and molecular

analysis of recombination events in Saccharomyces cerevisiae
occurring in the presence of the hyper-recombination mutation
hprl. Genetics 122:503-517.

. Aguilera, A., and H. L. Klein. 1989. Yeast intrachromosomal

recombination: long gene conversion tracts are preferentially
associated with reciprocal exchange and require the R4D1 and
RAD3 gene products. Genetics 123:683-694.

. Aguilera, A., and H. L. Klein. 1990. HPRI, a novel yeast gene

that prevents intrachromosomal excision recombination, shows
carboxy-terminal homology to the Saccharomyces cerevisiae
TOP1 gene. Mol. Cell. Biol. 10:1439-1451.

. Bailis, A. M., and R. Rothstein. 1990. A defect in mismatch

repair in Saccharomyces cerevisiae stimulates ectopic recombi-
nation between homeologous genes by an excision repair de-
pendent process. Genetics 126:535-547.

. Bailly, V., P. Sung, L. Prakash, and S. Prakash. 1991. DNA:

RNA helicase activity of RAD3 protein of Saccharomyces
cerevisiae. Proc. Natl. Acad. Sci. USA 88:9712-9716.

. Bankmann, M., L. Prakash, and S. Prakash. 1992. Yeast RAD14

and human xeroderma pigmentosum group A DNA-repair genes
encode homologous proteins. Nature (London) 355:555-558.

. Bardwell, L., H. Burtscher, W. A. Weiss, C. M. Nicolet, and

E. C. Friedberg. 1990. Characterization of the R4ADI0 gene of
Saccharomyces cerevisiae and purification of Radl0 protein.
Biochemistry 29:3119-3126.

. Berger, S. L., and A. R. Kimmel (ed.). 1987. Guide to molecular

cloning techniques. Academic Press, San Diego, Calif.

. Burton, Z. B., R. R. Burgess, J. Lin, D. Moore, S. Holder, and

C. A. Gross. 1981. The nucleotide sequence of the cloned rpoD
gene for the RNA polymerase sigma subunit from E. coli.
Nucleic Acids Res. 9:2889-2903.

Carpenter, A. T. C. 1979. Synaptonemal complex and recombi-
nation nodules in wild-type Drosophila melanogaster females.
Genetics 92:511-541.

Clark, A. J. L., L. Beguinot, S. Ishii, D. P. Ma, B. A. Roe, G. T.
Merlino, and I. Pastan. 1986. Synthesis of epidermal growth
factor (EGF) receptor in vitro using SP6 RNA polymerase-
transcribed template mRNA. Biochim. Biophys. Acta 867:244—
251.

Cleaver, J. E., and K. H. Kraemer. 1989. Xeroderma pigmen-
tosum, p. 1227-1248. In C. R. Scriver, A. L. Beaudet, W. S.
Sly, and D. Valle (ed.), The metabolic basis of inherited disease,
vol. II. McGraw-Hill Book Co., New York.

12a.Cooper, A. J., et al. Unpublished data.

13.

14.

15.

16.
17.

18.

19.

Dingwell, C., and R. A. Laskey. 1991. Nuclear targeting se-
quences—a consensus? Trends Biochem. Sci. 16:478-481.
Farrell, P. J., K. Balkow, T. Hunt, R. J. Jackson, and H.
Trachsel. 1977. Phosphorylation of initiation factor eIF-2 and
the control of reticulocyte protein synthesis. Cell 11:187-200.
Flejter, W. L., L. McDaniel, D. Johns, E. C. Friedberg, and
R. A. Schultz. 1992. Correction of xeroderma pigmentosum
complementation group D mutant cell phenotypes by chromo-
some and gene transfer: involvement of the human ERCC2
DNA repair gene. Proc. Natl. Acad. Sci. USA 89:261-265.
Friedberg, E. C. 1985. DNA repair. Freeman & Co., San
Francisco.

Friedberg, E. C. 1988. Deoxyribonucleic acid repair in the yeast
Saccharomyces cerevisiae. Microbiol. Rev. 52:70-102.
Friedberg, E. C. 1990. The genetic and biochemical complexity
of DNA repair in eukaryotes: the yeast Saccharomyces cerevi-
siae as a paradigm, p. 255-274. In P. R. Strauss and S. H.
Wilson (ed.), The eukaryotic nucleus: molecular biochemistry
and macromolecular assemblies. Telford Press, Caldwell, N.J.
Friedberg, E. C. 1991. Yeast genes involved in DNA-repair
processes: new looks at old faces. Mol. Microbiol. 5:2303-2310.

MoL. CELL. BioL.

19a.Friedberg, E. C. Unpublished observations.

20.

21.

22.

23.

24.

25.

26.

27.

28.
29.
30.
31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

Friedberg, E. C., and K. A. Henning. The conundrum of
xeroderma pigmentosum—a rare disease with frequent com-
plexities. Mutat. Res., in press.

Friedberg, E. C., W. Siede, and A. J. Cooper. 1991. Cellular
responses to DNA damage in yeasts, p. 147-192. In J. Broach,
E. Jones, and J. Pringle (ed.), The molecular and cellular
biology of the yeast Saccharomyces: genome dynamics, protein
synthesis and energetics. Cold Spring Harbor Laboratory Press,
Cold Spring Harbor, N.Y.

Garfin, D. E. 1990. One-dimensional gel electrophoresis. Meth-
ods Enzymol. 182:425-441.

Harosh, 1., L. Naumovski, and E. C. Friedberg. 1989. Purifica-
tion and characterization of Rad3 ATPase/DNA helicase from
Saccharomyces cerevisiae. J. Biol. Chem. 264:20532-20539.
Hoeijmakers, J. H. J., and D. Bootsma. 1990. Molecular genetics
of eukaryotic DNA excision repair. Cancer Cells 2:311-320.
Ishii, S., M. Ihara, T. Maekawa, Y. Nakamura, H. Uchida, and
F. Imamoto. 1984. The nucleotide sequence of the cloned nusA
gene and its flanking region of Escherichia coli. Nucleic Acids
Res. 12:3333-3343.

Jagus, R. 1987. Translation in cell free systems. Methods
Enzymol. 152:267-276.

Klein, H. L. 1988. Different types of recombination events are
controlled by the RADI and RADS52 genes of Saccharomyces
cerevisiae. Genetics 120:367-377.

Kouzarides, T., and E. Ziff. 1988. The role of the leucine zipper
in the fos-jun interaction. Nature (London) 336:646-651.
Krieg, P. A., and D. A. Melton. 1987. In vitro RNA synthesis
with SP6 RNA polymerase. Methods Enzymol. 155:397-415.
Lehmann, A. R. 1987. Cockayne’s syndrome and trichothiodys-
trophy: defective repair without cancer. Cancer Rev. 7:82-103.
Merrick, W. C. 1983. Translation of exogenous mRNAs in
reticulocyte lysates. Methods Enzymol. 101:606-615.

Naegeli, H., L. Bardwell, and E. C. Friedberg. 1992. The DNA
helicase and adenosine triphosphatase activities of yeast Rad3
protein are inhibited by DNA damage: a potential mechanism
for damage-specific recognition. J. Biol. Chem. 267:392-398.
Naegeli, H., L. Bardwell, 1. Harosh, and E. C. Friedberg. 1992.
Substrate specificity of the Rad3 ATPase/DNA helicase of
Saccharomyces cerevisiae and binding of Rad3 protein to nu-
cleic acids. J. Biol. Chem. 267:7839-7844.

Nicolet, C. M., J. M. Chenevert, and E. C. Friedberg. 1985. The
RAD?2 gene of Saccharomyces cerevisiae: nucleotide sequence
and transcript mapping. Gene 36:225-234.

Nicolet, C. M., and E. C. Friedberg. 1987. Overexpression of the
RAD2 gene of S. cerevisiae: identification and preliminary
characterization of Rad2 protein. Yeast 3:149-160.

Petes, T. D., R. E. Malone, and L. S. Symington. 1991. Recom-
bination in yeast, p. 407-521. In J. Broach, E. Jones, and J.
Pringle (ed.), The molecular and cellular biology of the yeast
Saccharomyces: genome dynamics, protein synthesis and ener-
getics. Cold Spring Harbor Laboratory Press, Cold Spring
Harbor, N.Y.

Sambrook, J., E. F. Fritsch, and T. Maniatis. 1989. Molecular
cloning: a laboratory manual, 2nd ed. Cold Spring Harbor Press,
Cold Spring Harbor, N.Y.

Scharf, S. J. 1989. Cloning with PCR, p. 84-91. In M. A. Innis,
D. H. Gelfand, J. J. Sninsky, and T. J. White (ed.), PCR
protocols. Academic Press, San Diego, Calif.

Schiestl, R. H., and S. Prakash. 1989. RADI, an excision repair
gene of Saccharomyces cerevisiae, is also involved in recombi-
nation. Mol. Cell. Biol. 8:3619-3626.

Schiestl, R. H., and S. Prakash. 1990. R4D10, an excision repair
gene of Saccharomyces cerevisiae, is involved in the RADI
pathway of mitotic recombination. Mol. Cell. Biol. 10:2485-
2491.

Schneider, R., and M. Schweiger. 1991. The yeast DNA repair
proteins RAD1 and RAD7 share similar putative functional
domains. FEBS Lett. 283:203-206.

Sitikov, A. S., P. N. Simonenko, E. A. Shestakova, A. G.
Ryazanov, and L. P. Ovchinnikov. 1988. cAMP-dependent acti-
vation of protein synthesis correlates with dephosphorylation of



VoL. 12, 1992

43.

45.

47.

49.

50.

S1.

elongation factor 2. FEBS Lett. 228:327-331.

Stefanini, M., A. R. Collins, R. Riboni, M. Klaude, E. Botta,
D. L. Mitchell, and F. Nuzzo. 1991. Novel Chinese hamster
ultraviolet-sensitive mutants for excision repair form comple-
mentation groups 9 and 10. Cancer Res. 51:3965-3971.

. Struhl, K. 1991. Reverse biochemistry: methods and applica-

tions for synthesizing yeast proteins in vitro. Methods Enzymol.
194:520-535.

Sung, P., L. Prakash, S. W. Matson, and S. Prakash. 1987.
RAD3 protein of Saccharomyces cerevisiae is a DNA helicase.
Proc. Natl. Acad. Sci. USA 84:8951-8955.

. Sung, P., L. Prakash, and S. Prakash. 1992. Renaturation of

DNA catalysed by yeast DNA repair and recombination protein
RADI10. Nature (London) 355:743-745.

Sung, P., L. Prakash, S. Weber, and S. Prakash. 1987. The
RAD3 gene of Saccharomyces cerevisiae encodes a DNA-
dependent ATPase. Proc. Natl. Acad. Sci. USA 84:6045-6049.

. Thomas, B. J., and R. Rothstein. 1989. The genetic control of

direct repeat recombination in Saccharomyces: the effect of
rad52 and radl on mitotic recombination at GALI0, a transcrip-
tionally regulated gene. Genetics 123:725-738.

Thompson, L. H. 1989. Somatic cell genetics approach to
dissecting mammalian DNA repair. Environ. Mol. Mutagen.
14:264-281.

Thompson, L. H., T. Shiomi, E. P. Salazar, and S. A. Stewart.
1988. An eighth complementation group of rodent cells hyper-
sensitive to ultraviolet radiation. Somatic Cell Mol. Genet.
14:605-612.

van Duin, M., J. de Wit, H. Odijk, A. Westerveld, A. Yasui,

ASSOCIATION BETWEEN THE YEAST PROTEINS RAD1 AND RADI10

52.

53.

54.

55.

56.
57.
58.

3049

M. H. M. Koken, J. H. J. Hoeijmakers, and D. Bootsma. 1986.
Molecular characterization of the human excision repair gene
ERCC-1: cDNA cloning and amino acid homology with the
yeast DNA repair gene RADI0. Cell 44:913-923.

van Duin, M., J. van den Tol, P. Warmerdam, H. Odijk, D.
Meijer, A. Westerveld, D. Bootsma, and J. H. J. Hoeijmakers.
1988. Evolution and mutagenesis of the mammalian excision
repair gene ERCC-1. Nucleic Acids Res. 16:5305-5322.
Voelkel-Meiman, K., R. L. Keil, and G. S. Roeder. 1987.
Recombination-stimulating sequences in yeast ribosomal DNA
correspond to sequences regulating transcription by RNA poly-
merase 1. Cell 48:1071-1079.

Weber, C. A., E. P. Salazar, S. A. Stewart, and L. H. Thompson.
1990. ERCC2: cDNA cloning and molecular characterization of
a human nucleotide excision repair gene with high homology to
yeast RAD3. EMBO J. 9:1437-1447.

Weeda, G., R. C. A. van Ham, W. Vermeulen, D. Bootsma, A. J.
van der Eb, and J. H. J. Hoejjmakers. 1990. A presumed DNA
helicase encoded by ERCC-3 is involved in the human repair
disorders xeroderma pigmentosum and Cockayne’s syndrome.
Cell 62:777-791.

Wood, R. D. 1991. Seven genes for three diseases. Nature
(London) 350:190.

Yang, E. 1987. Ph.D. thesis. Stanford University, Stanford,
Calif.

Zehfus, B. R., A. D. McWilliams, Y. H. Lin, M. F. Hoekstra, and
R. L. Keil. 1990. Genetic control of RNA polymerase I-stimu-
lated recombination in yeast. Genetics 126:41-52.



