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Reannealing assay. Reannealing reactions were carried out
by the methods of Weinstock et al. (36) and Bryant and
Lehman (2). Briefly, 20 ulI of final reaction mixture contained
25 mM Tris, pH 7.5, 10 mM MgCl2, 5% glycerol, 0.5 mM
ATP, 6 mM creatine phosphate, creatine phosphokinase (10
U/ml), 60 ng of M13 phage [3H]DNA (185 pmol; 167,000
cpm/,Lg) and 200 ng (615 pmol) of heat-denatured M13 RF
linearized with AvaI. Up to 7 ,ul of enzyme fraction or 0.6 ,ug
of RecA protein was added last, and the reaction mixture
was incubated for 15 min at 37°C. Subsequently, 80 p.1 of Si
nuclease mix containing 250 mM NaCl, 62.5 mM sodium
acetate, pH 4.6, 0.12% SDS, 2.5 mM ZnSO4, and 96 U of S1
nuclease was added, and incubation was continued for a
further 30 min. After addition of 5 ,ug of carrier DNA, the
reaction mixtures were spotted onto Whatman 3MM filter
paper and the DNA was precipitated by addition of5% TCA.
After being washed with ethanol, the filters were dried and
counted.

Fractionation procedures. The nuclear extract obtained as
described previously (17, 30) was dialyzed against buffer A
(50 mM Tris, pH 7.5, 1 mM EDTA, 1 mM DTT, 10%
glycerol, 0.1 mM PMSF), to which 200 mM NaCl was added,
and loaded on a 5-ml phosphocellulose column (Sigma
Chemical Co., St. Louis, Mo.) equilibrated with the same
buffer. Five protein fractions were eluted stepwise (flow
rate, 1 ml/min) with 1.5 ml of buffer A containing 0.2, 0.3,
0.4, 0.5, and 2 M NaCl. After dialysis against 660 volumes of
buffer A for 1 h, the fractions eluted at 300 through 500 mM
NaCl were pooled and loaded on a 2-ml ssDNA-cellulose
column (Sigma) equilibrated with buffer A. The proteins
were eluted with 7 ml of a linear gradient of NaCl (0 to 1 M)
in buffer A. After dialysis against 2,000 volumes of buffer A
for 1 h at 4°C, the active fraction was loaded on a Mono Q
HR 55 ion-exchange high-pressure liquid chromatography
(HPLC) column (Pharmacia, Piscataway, N.J.) and the
proteins were eluted with 15 ml of a linear gradient of NaCl
(0 to 1 M) in buffer containing 32 mM Tris, pH 7.6, 2 mM
EDTA, 1 mM EGTA [ethylene glycol-bis(,-aminoethyl
ether)-N,N,N',N'-tetraacetic acid], 10 mM mercaptoetha-
nol, and 10% glycerol. The HPLC fractions were dialyzed
against 660 volumes of buffer A, frozen in liquid nitrogen,
and kept at -80°C. All procedures with the exception of the
HPLC run were conducted at 4°C.

RESULTS

Experimental strategy. Nuclear extracts from human blad-
der carcinoma cells were fractionated, and individual frac-
tions were assayed for DNA-dependent ATPase activity.
Active fractions were tested for strand exchange activity by
the biological assay (in vitro recombination) and the D-loop
assay. Fractions enriched for these activities were tested for
other features that may be characteristic of human DNA
strand transfer activity.

General characterization of the recombinationally active
fraction from EJ nuclear extracts. We have previously shown
that nuclear extracts from human EJ cells are capable of
catalyzing recombination between two homologous double-
stranded molecules (17) or between a double-stranded and
single-stranded substrate (25). The enzymatic activities that
are required to catalyze this reaction and their sizes were not
known. In an effort to obtain this type of information, total
EJ nuclear extracts were loaded onto a 5-ml 30 to 50%
glycerol gradient and subjected to centrifugation at 189,000
x g at 0°C for 46 h. Ten equal fractions were collected and
assayed for DNA-dependent ATPase activity, recombina-
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FIG. 1. Fractionation of nuclear extracts on glycerol gradients.
Nuclear extract (2 mg) prepared as described in Materials and
Methods was layered onto a 30 to 50% glycerol gradient (5 ml) and
subjected to centrifugation as described in the text. Ten equal
fractions were isolated and assayed for biological activity and
ATPase activity as described in Materials and Methods. For each
biological assay and ATPase assay, 30 ,u1 of the fraction was used.
Symbols: 0, in vitro recombination activity; 0, DNA-dependent
ATPase activity.

tional activity, and protein profile (Fig. 1). We observed
maximal ATPase and biological activities in fractions 7 and
8. The size of the proteins in these fractions corresponded to
70 to 100 kilodaltons (KDa). A second peak of activity at 250
to 500 kDa was also observed. However, this second peak
was not detectable in all of the experiments we conducted.
We conclude that a certain fraction corresponding to a size
range of 70 to 100 kDa contains the protein(s) necessary for
catalyzing homologous recombination between the deletion
mutants. The inconsistent presence of the second peak is not
surprising, because it was shown that bacterial RecA can be
detected in rapidly sedimenting forms depending on the
protein concentration, salt concentration, and presence or
absence of ATP (22).

Purification of a protein fraction which promotes strand
invasion. In an attempt at fractionation, EJ nuclear extracts
were loaded on a phosphocellulose column equilibrated with
buffer A containing 200 mM NaCl and eluted as described in
Materials and Methods. The fractions were dialyzed exten-
sively against buffer A and assayed for recombination activ-
ity and ATPase activity. Fraction 3, eluted with 400 mM
NaCl, was the only fraction which catalyzed homologous
recombination between the substrates (Fig. 2). This fraction
also contained maximal DNA-dependent ATPase activity.
Examination of the plasmid DNA from the Neor colonies
obtained from one of these experiments revealed that the
majority of the plasmids (27 of 28) contained only wild-type
molecules, with one case of a mixture between wild-type and
DL molecules. Similar results were obtained when total
nuclear extracts were used (25).
When assayed for joint molecule formation in the D-loop

assay, the phosphocellulose fractions induced significant
binding of radiolabeled DNA to the nitrocellulose filters in
the presence of homologous or nonhomologous ssDNA,
presumably due to the presence of nucleases. When tested
directly, the total nuclear extract as well as phosphocellulose
fractions 2 to 4 contained double-stranded 3' and 5'
exonuclease activity.
For further purification, pooled phosphocellulose frac-

tions 2 to 4 were chromatographed on an ssDNA-cellulose
column equilibrated with buffer A and eluted as described in
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FIG. 2. Fractionation of nuclear extracts on phosphocellulose
column. Nuclear extract (2 mg) was loaded onto a phosphocellulose
column as described in Materials and Methods and eluted with a
step gradient of NaCl. Individual fractions were dialyzed exten-
sively, and 30 ,ul of each fraction was used for the recombination
assay and ATPase assay. Fractions were assayed for in vitro
recombination activity (0) and DNA-dependent ATPase activity
(0).

Materials and Methods. After extensive dialysis against
buffer A, the fractions were assayed for DNA-dependent
ATPase activity and strand exchange activity. The DNA-
dependent ATPase activity eluted at 160 to 200 mM NaCl
(fraction 6, Fig. 3).

Properties of fraction 6. We conducted a series of experi-
ments to examine the properties of fraction 6. Fraction 6
exhibited DNA strand exchange activity (D-loop) as well as
DNA-dependent ATPase activity (Fig. 3). The strand ex-
change activity was homology dependent (Fig. 4). When
heterologous (4+X174) DNA was used as a substrate, we did
not detect any strand exchange activity. The extent of strand
exchange was proportional to the amount of protein added,
and the strand exchange reaction was completed in 10 min
(Fig. 4).

Since bacterial RecA and fungal Recl proteins require the
presence of ATP and its hydrolysis to complete the strand
exchange reaction, we examined whether fraction 6 had
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FIG. 3. Fractionation of active fraction from the phospho-
cellulose column on the ssDNA-cellulose column. Fractions 2 to 4

from the phosphocellulose column were loaded onto a DNA-

cellulose column and eluted with a linear gradient of NaCI (0 to 1 M).

Individual fractions were assayed for DNA-dependent ATPase

activity (0), D-loop activity (0), and ability to form nucleoprotein
networks (A). x, NaCI concentration.
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FIG. 4. (Top) Strand exchange activity is homology dependent.
D-loop assays were conducted with dsM13 DNA and homologous
M13 ssDNA (0) or heterologous 4X174 ssDNA (0). (Bottom)
Relationship of protein concentration and strand exchange activity.
Symbols are the same as for the top panel.

similar requirements. We removed specific components
from the reaction mixture for strand exchange activity and
tested the effects on the reaction (Fig. 5). The reaction
required Mg2". When ATP was removed or a nonhydrolyz-
able analog of ATP, -yS-ATP was used, the reaction did not
proceed. When the ssDNA was omitted from the reaction,
we did not observe any filter binding, indicating that fraction
6 did not contain substantial nuclease activity.

Evidence for formation of heteroduplexes. We tested
whether fraction 6 could catalyze the formation of true
heteroduplexes by the S1 nuclease protection assay (Table
1). When completely homologous substrates were used, we
observed that a maximum of 50% of the labeled ssDNA
entered into the Si-resistant fraction. When a dsDNA with
terminal nonhomologies (of nearly 1 kilobase [kb] on each
side) was used, we noted that a significant portion of the
ssDNA entered a duplex structure. These experiments
clearly demonstrate that fraction 6 is capable of catalyzing
true DNA strand exchange in vitro.

Nucleoprotein network formation. The first step in the
strand exchange process by bacterial RecA consists of the
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FIG. 5. Requirements of the strand exchange reaction. D-loop

assays were conducted in a complete reaction mixture (+ATP), in
the absence of Mg2+, ATP, or ssDNA, or in the presence of
,yS-ATP.
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TABLE 1. Formation of Si-resistant joint molecules

Si-resistant
Samplea DNA (pmol)

No fraction 6
ssM13 DNA + dsM13 DNA + S1 nuclease ...... .... 1.4
ssM13 DNA + S1 nuclease ........... ................ 1.35
ssM13 DNA .......................................... 150

With fraction 6
Rxn mix with dsM13 DNA ........... ................. 66.3
Rxn mix with dsMHXb DNA (with heterolo-
gous ends).......................................... 9

Rxn mix without dsDNA .............................. 1.35
a The amounts of the components in the reaction mixtures were as follows:

ssM13 DNA, 50 ng; dsM13 DNA, 100 ng; dsMHX DNA, 100 ng; fraction 6,
5.4 ,ug. Rxn, Reaction.

b For details about the construction of the MHX phage, see text and Rauth
et al. (25).

polymerization of RecA on ssDNA in a presynaptic phase.
The presynaptic complexes can bind homologous or nonho-
mologous duplex DNA, causing the formation of rapidly
sedimenting networks which contain ssDNA, RecA, and
dsDNA (4). These large nucleoprotein networks, which
presumably could rearrange themselves to search for homol-
ogy, are believed to be synaptic intermediates in the strand
exchange process (34). We examined whether fraction 6
from human extracts was capable of catalyzing such a
reaction. We used two nonhomologous DNA substrates,
radiolabeled linearized M13 RF DNA and OX174 circular
ssDNA for this experiment. DNA-cellulose fractions were
preincubated with the ssDNA, followed by the addition of
labeled dsDNA. After incubation, the sample was centri-
fuged, and the label retained in the supernatant and the
precipitate was measured. We observed that this activity
was maximal in fraction 6 (Fig. 3). At low protein concen-
trations, the activity was dose dependent and Mg2' depen-
dent and required the presence and hydrolysis of ATP.
Moreover, for protein concentrations up to 3.2 ,ug per
reaction mixture, there was no formation of rapidly sedi-
menting complexes with the dsDNA in the absence of
ssDNA. However, at higher protein concentrations (>4.3 ,ug
per reaction mixture), the active fraction induced the forma-
tion of rapidly sedimenting complexes with only dsDNA.
This process seemed to be ATP independent and was only
partially inhibited by the absence of Mg2+ (results not
shown).

Reannealing activity. Since a major function of the strand
exchange protein would be to catalyze the pairing of homol-
ogous single-stranded molecules, we tested whether fraction
6 had any such reannealing activity. All of the fractions from
the DNA-cellulose column were tested for this activity as
described in Materials and Methods. The reannealing activ-
ity comigrated with the D-loop activity. The properties of
this activity are summarized in Table 2. This reaction was
completely homology dependent, partially dependent on
Mg2+, and ATP independent. These features are reminiscent
of RecA, which exhibits similar properties (36).

Biological activity of fractions from the DNA-cellulose col-
umn. We examined whether individual fractions obtained
from the DNA-cellulose column (fractions 1 to 13, Fig. 3)
were capable of catalyzing recombination between homolo-
gous substrates in the biological assay. Linearized pSV2neo
DL was mixed with MHX DNA and incubated with the
fractions, and the DNA was used to transform recA E. coli
(Table 3). We observed that maximal biological activity was

TABLE 2. Reannealing actiyity of fraction 6a

Substrates
Reaction Si-resistant

Labeled Unlabeled conditions DNA (pmol)
DNA DNA

ssM13 Denatured M13 RF Complete 14.4
ssM13 None Complete 3.6
ssM13 Denatured 4X174 RF Complete 3.4
ssM13 Denatured M13 RF No ATP 17.0
ssM13 Denatured M13 RF No Mg2+ 11.4
ssM13 Denatured M13 RF No enzyme 5.5

a The reaction was performed as described in Materials and Methods. The
amounts of the components used in the reaction mixture were as follows:
[3H]ssMl3 DNA, 60 ng; dsM13 or 4X174 DNA, 200 ng; fraction 6, 3.15 ,ug.

exhibited by fraction 5, whereas fractions 4 and 6 had a low
level of activity. These results could be interpreted to mean
that the biological activity and the strand exchange activity
are independent. Alternatively, it is possible that the strand
exchange activity alone is not sufficient for biological activ-
ity and that one or more proteins present in fractions 4 and
5 are required for the manifestation of biological activity. If
this were the case, fraction 5 would have overlapping peaks
of activities from fractions 4 and 6, explaining its high level
of biological activity. To test this feature, we incubated the
DNA substrates with fraction 6 for 1 h and then added
fraction 4 followed by an additional period of incubation.
The DNA from this reaction was used for bacterial transfor-
mation. As shown in Table 3, fractions 4 and 6 acted in a
synergistic fashion to yield maximal biological activity.

Fractionation by HPLC. In an attempt at further purifica-
tion of the strand exchange protein, we fractionated fraction
6 on an ion-exchange column (Mono Q; Pharmacia) by
HPLC. Each of the individual fractions was tested for
ATPase and D-loop activity (Table 4). We observed that two
fractions, 1 and 3, contained DNA-dependent ATPase activ-
ity, while only fraction 1 contained the D-loop activity.
These results indicate that in the fraction 6 which was loaded
onto the HPLC column, there were two ATPase activities,
only one of which was associated with the strand exchange
reaction. Strand exchange catalyzed by fraction 1 was
homology dependent and required Mg2' as well as ATP.
When yS-ATP was used, the strand exchange reaction did
not proceed. When this fraction was directly assayed for 5'
and 3' exonuclease activity, we did not detect any such
activity (results not shown). The levels of protein recovered

TABLE 3. Biological activity of fractions from
the DNA-cellulose columna

Fractionb Neor/Ampr Frequencycolonies (104 colonies)

4 3/3,720 8.1
5 30/2,370 127
6 1/1,460 6.8
7 1/3,100 3.2
4 + 6 72/1,270 567

a pSV2neo DL DNA (0.5 pLg) digested with Sall was mixed with 1 jig of
ssMHX DNA. The mixture was incubated with 20 pLg of protein from the
fractions indicated, except fraction 4, for which we used 2 ptg of protein. After
incubation at 37°C for 1 h under the conditions described in Materials and
Methods, the DNA was purified by phenol extraction and ethanol precipita-
tion and used to transform recA E. coli strain DHI. A fraction of the
transformed bacteria were plated on ampicillin-containing plates, and the rest
were plated on kanamycin-containing plates.

b Fractions 4 through 7 are sequential fractions obtained from the salt
gradient.
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TABLE 4. Strand transfer activity in fractions from
ion-exchange HPLC

Activity (U/jig of protein)
Fraction Protein A-dep D-loopb

(jig) ~~ATPasea

1 11.8 440 18,500
2 11.8 ND ND
3 29.1 148 ND
4 0.78 ND ND
5 37.7 ND ND
6 53.4 ND ND
7 184.7 ND ND

a ND, Not detectable (limit of detection, 0.0075 U/jig of protein).
b ND, Not detectable (limit of detection, 3 U/jig of protein).

and the different activities in the various fractions are shown
in Table 5.

DISCUSSION
Work in our laboratory (17, 25, 30) and others (5, 9) has

shown that nuclear extracts from human and mouse cells are
capable of catalyzing recombination between homologous
DNA molecules. Symington et al. (32) and Hotta et al. (9)
have obtained similar results with yeast extracts. Keene and
Ljundquist (11) presented evidence for a D-loop-forming
activity in human cells. Though the exact mechanistic steps
leading to a recombinant product are not understood, a
characteristic of the recombination process is the exchange
of information between homologous molecules. Thus, the
key enzymatic activity is that which catalyzes this strand
exchange reaction.

Evidence from several laboratories indicates that recom-
bination ofDNA introduced into somatic mammalian cells in
culture could proceed by one of two pathways. Evidence
from our laboratory and several others (for a review, see
reference 15) indicates that the recombination process is
conservative in the sense that there is no loss of information
during the recombination process. Lin et al. (18) and others
(for example, reference 3) have provided evidence for a
nonconservative pathway in which a "recombinant" prod-
uct is obtained by exonucleolytic digestion followed by
annealing of the resulting single strands. The first reaction
needs a true strand exchange activity similar to that of the
RecA and Recl proteins, while the key component of the
second type of reaction is an exonuclease. We believe that
the activity we have purified is a true strand exchange
activity. Several lines of evidence support this view. The
reaction was completely homology dependent. No D-loop
formation was detected with heterologous ssDNA (+X174).
(ii) Incubation of the active fraction with dsDNA in the
absence of ssDNA did not result in filter binding. (iii) There
was no direct correlation between the nucleolytic activity of
the fractions eluted from the ssDNA-cellulose column and
D-loop formation. Several fractions exhibited nucleolytic

activity higher than or equal to that of fraction 6, but only
fraction 6 was active in the D-loop assay. (iv) HPLC fraction
1, which exhibited D-loop activity, did not have detectable 3'
or 5' exonuclease activity. We were also able to demonstrate
formation of a true heteroduplex by using unlabeled dsDNA
and uniformly labeled circular ssDNA as substrates for the
reaction. In this reaction heteroduplex formation was in-
ferred by conversion of an Si nuclease-sensitive DNA
fraction to Si nuclease resistance. When a dsDNA molecule
which had up to 1 kb of nonhomologous sequence at either
end was used as one of the substrates, we were still able to
detect joint molecule formation (Table 3). The reduced level
of heteroduplex formation with dsMHX DNA as a substrate
was not unexpected, since similar results have been obtained
with Recl protein (14). All of these lines of evidence clearly
indicate that a true strand transfer reaction has taken place.
Since as much as 44% of the ssDNA can enter an Si
nuclease-resistant fraction, it is possible to estimate that as
much as 3 kb of DNA can enter into a duplex structure.
An additional line of evidence which supports the view

that true strand exchange has occurred comes from the
biological assays we conducted. Since each of the substrates
carries a deletion in the neo gene, it is necessary for them to
exchange information to generate a wild-type neo gene (17,
25). All of the fractions that were active in the D-loop assay
were found to be necessary for the biological activity. Since
exonucleolytic digestion alone was not capable of generating
a wild-type neo gene, strand exchange must have indeed
occurred. These results indicate that the protein(s) we are
fractionating has biological significance.
Our results also indicate that in order to generate a

wild-type neo gene, one or more activities that are distinct
from the strand transfer activity are needed. This conclusion
is based on experiments in which we mixed different frac-
tions obtained from the DNA-cellulose chromatography and
observed that a combination of fractions 6 and 4, neither of
which exhibited significant biological activity, yielded a
maximal number of Neor colonies. The nature of the addi-
tional factors that are required to mediate the biologically
detectable recombination reaction is not known.

Fraction 6 as well as the active fraction obtained by HPLC
required Mg2' and ATP for their strand exchange function.
We also observed that the presence of a nonhydrolyzable
analog of ATP prevented the reaction. Both bacterial RecA
and fungal Recl proteins have similar requirements, indicat-
ing that the mammalian strand exchange activity shares
these important properties with its bacterial and fungal
analogs. Hsieh et al. (10) have reported that partial purifica-
tion of a protein from a human B-cell line which was capable
of promoting strand exchange between homologous mole-
cules. That fraction required Mg2" for its activity but did not
require an energy source. These observations raise the
possibility that we are purifying a protein which is distinctly
different from that reported by Hsieh et al. (10).
The activity we have fractionated has additional proper-

TABLE 5. Recovery of strand transfer activity at different stages of purification

Protein Protein DNA-dependent DNA-dependent D-loop activity 1-loope fATPase activity ATPase recovery (%) (U/jLg of protein) recovery (%)Sample (jig) recovery (%) ~~~(U/jig of protein)

Total extract 7,140 100 14 100 --a
Phosphocellulose column fractions 2-4 3,780 53 13 47
ssDNA-column fraction 6 475 7 28 13 560 100
HPLC fraction 1 12 0.2 440 5 18,500 82

a -, Not detectable due to nuclease activity.
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ties characteristic of strand exchange enzymes. These in-
clude the ability (i) to reanneal homologous ssDNA mole-
cules and (ii) to catalyze the formation of nucleoprotein
networks which can be considered synaptic intermediates.
Chow and Radding (4) have shown that bacterial RecA has
the ability to catalyze the formation of nucleoprotein net-
works and considered that such networks may be the pre-
cursors for eventual strand exchange. Several studies (for
example, reference 36) noted that RecA has the ability to
reanneal homologous ssDNA molecules. The observation
that a fraction from human nuclear extracts shares these
properties indicates that eucaryotic and procaryotic en-
zymes which catalyze recombination may share important
properties and act in a similar fashion.
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