24

Journal of Health Science, 52(1) 24-29 (2006)

RECQS5/QE DNA Helicase Interacts with
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Three hereditary human disorders, Werner’s syndrome, Bloom’s syndrome and a subset of Rothmund-Thomson
syndrome, are associated with the loss of function of the respective RecQ homologuesBLM, WRN, and RTS. These
RecQ homol ogues are composed of aconserved helicase domain flanking C- and N-terminal domains. In contrast to
BLM, WRN, and RTS, another RecQ homologue, RECQ5, possesses only short N-terminal region preceding the
helicase domain and a long unique C-terminal domain. Although no disease has yet been genetically linked to a
mutation in RECQ5, the prominent roles of RecQ helicase in the maintenance of genome stability suggest that
RECQ5 helicaseislikely to beimportant in vivo. To acquire a better understanding of RECQ5 function, we investi-
gated protein interaction with the C-terminal domain of Drosophila melanogaster RECQ5/QE. A portion of Droso-
phila melanogaster retrotransposon mdg3, which correspondsto anucleocapsid protein (gag-NC), wasidentified by
use of the yeast two-hybrid system as interacting specifically with it. Glutathione S-transferase (GST) pull down
experimentsindicated that the mdg3 gag-NC bound mainly to an acidic region in the C-terminal domain of RECQ5/
QE, which is adjacent to the RecQ helicase domain. The helicase activity of RECQ5/QE was stimulated by mdg3
gag-NC protein in vitro. These data suggest that RECQ5/QE helicase interacts physically and functionally with
mdg3 gag-NC through the acidic region and that RecQ homologue might be involved in retrotransposition and

genomic stability.
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INTRODUCTION

RecQ helicases are evolutionally conserved en-
zymes required for the maintenance of genome sta-
bility.? Mutationsin 3 of the 5 known human RecQ
helicase genes, BLM, WRN, and RTS, cause dis-
tinct clinical disorders, i.e., Bloom's, Werner’s, and
Rothmund-Thomson syndromes, respectively, which
are characterized by genome instability and a pre-
disposition toward cancer.2® As with RecQ1, no
human genetic disease has been attributed thus far
to adeficiency in the RecQ5 gene. RecQ5 has 3 al-
ternative splicing products, the longest of which,
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RecQ58, islocalized only in nuclei and corresponds
to RECQ5/QE in Drosophila melanogaster.>® Pre-
viously we showed that RECQ5/QE complements
several phenotypes of sgsl, a mutant of the sole
RecQ in yeast, and suggested that RECQ5/QE has
common and unique RecQ functionsin comparison
with BLM and WRN and that the C-terminal do-
main has a specific function in the absence of Top3.”
All RecQ family members contain a catalytic
helicase domain that comprises 7 highly conserved
motifs found in many DNA and RNA helicases.
RECQ5/QE protein (1058 aa) is composed of ashort
N-terminal region, a helicase domain, and a long
unique C-terminal domain (~700 aa). It islikely that
these non-conserved sequences flanking to the
helicase domain are important in functionally dif-
ferentiating the roles of the RecQ helicases within
the cell by either providing additional enzymatic
functions, such as the exonuclease activity depen-
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dent upon the N-terminal domain of WRN,® or by
mediating interactions with other proteins, for ex-
ample, binding of p53 by the C-terminal domain of
WRN.? Since no obvious motif was identified in
the C-terminal domain of RECQ5/QE,> we decided
to investigate its interaction with other proteins.

Here we screened a Drosophila cDNA library
with a RECQ5/QE unique C-terminal sequence
as bait by using the yeast two hybrid method.
Retrotransposon mdg3 protein wasidentified to have
a specific interaction with RECQ5/QE. mdg3 is a
long terminal repeat (LTR)-containing retrotrans-
poson of Drosophila melanogaster that is related to
human immunodeficiency virus (HIV). The impli-
cations of these findings for the retroviral life cycle
and genome stability are discussed.

MATERIALS AND METHODS

Yeast Two-Hybrid Screening To generate
PASRECQEAN, we cloned a DNA fragment corre-
sponding to amino acids 464-1058 of the RECQ5/
QE into pAS-2 (Clontech, California, U.S.A.), as
described earlier.” Yeast strain CG-1945 expressing
the Gal4 DNA binding domain (Gal4BD)-RECQ5/
QE4N fusion protein (pASRECQE4N) was used as
ahost strain to screen a 3—-21 hr Drosophila embryo
cDNA library as recommended by the supplier of
the plasmids and strain (Clontech). The two-hybrid
cDNA library inserted in the plasmid pACT2 was
used to transform the host strain containing inte-
grated lacZ and HI S3 reporter genes by using amodi-
fication of the lithium acetate method of Gietz et
al.’® pACT2 utilizesthe constitutive ADH1 promoter
for expression of a cDNA-encoded protein as afu-
sion protein with the activation domain of Gal4
(Gal4AD). An estimated ~107 transformants were
plated on medium lacking Trp, Leu, and Hisin the
presence of 6 MM 3-aminotriazole. False positives
were eliminated by generating Leu® Trp-
transformants and assaying them for p-galactosidase
activity, by co-transforming pACT2 clones and a
control bait, pAS-lamin (pLAM5’-1), and by
retransforming pACT2 clonesinto Y 190 harboring
PASRECQEAN and reassaying for p-galactosidase
activity and growth on Trp- Leu™ His- medium with
25 mM 3-aminotriazole. Plasmids were recovered
from HIS3- and lacZ-positive clones by rescue in
Escherichia coli and used to retransform Y 190 ex-
pressing GAL4BD-RECQ5/QEAN or other controls
to verify the specificity of the two-hybrid interac-

tion. Assays were performed in triplicate. Those
cDNAsthat induced the reporter genesin abait-spe-
cific manner were identified by DNA sequencing.
Colony-Lift Filter Assay Fresh colonieswere
lifted onto Whatman #5 filters. After the filters had
been frozen completely in liquid nitrogen, they were
incubated at 30°C in 100 mM NaPO, (pH7.0)
containing 10 mM KCI, 1 mM MgSQO,, 0.3% g-
mercaptoethanol, and 0.3 mg/ml 5-bromo-4-chloro-
3-indolyl-D-galactopyranoside.

Prepar ation of Glutathione S-Transferase (GST)-
Fusion Proteins pET42b (Novagen, Cali-
fornia, U.S.A.) plasmids were used to prepare GST
fusion proteins. ApaLl-Scal fragments of RECQ5/
QE (8-1058 aa) derived from RECQ5/QE cDNAY
were blunt ended and ligated into the Sul site of
pPET42b. To construct the C-terminal domain fusion
proteins (464-1058 aa), we removed the Bglll frag-
ments from pET42b-RECQ5/QE (8-1058 aa) plas-
mids. The acidic region of C-terminal domain (464—
840 aa) plasmidswas generated by ligating the Bgll |-
Xhol fragments of RECQ5/QE into the BgllI-Xhol
sites of pET42b. The basic region of C-terminal do-
main (841-1058 aa) plasmids was generated by li-
gating the Xhol fragments of RECQ5/QE into the
Xhol site of pET42b. GST fusion proteins were ex-
pressed and purified from BL21 Star (DE3) cells
(Invitrogen, Cdlifornia, U.S.A.) transformed with the
pPET42b expression plasmids containing various
portions of the RECQ5/QE fragments. Overnight
cultures of these transformants were inoculated
into LB at al1: 100 dilution and grown at 37°C to
an Ay, of 0.4-0.6. | sopropyl-s-D-thiogal actopyrano-
side was then added to a final concentration of
0.4 mM, and the cultures were alowed to grow for
a further 3 hr. The cultures were harvested, resus-
pended in cold lysis buffer (20 mM potassium phos-
phate pH 7.5 containing 10% sucrose, 0.5 mM
dithiothreitol, 1 mM PMSF, 1 mM EDTA, and
1 mg/ml lysozyme), and then chilled on ice for
30 min. Cellswere then lysed by sonication, and the
lysate was centrifuged at 9500 rpm for 60 min at 4°C.
The supernatant was stored at —-80°C and used for
the GST pull down assay.

In Vitro Transcription/Translation The
Ncol-Xhol fragments of pACTmdg3gagNC were
ligated into the Ncol-Sall sites of pSPUTK
(STRATAGENE, Cdifornia, U.S.A.). The plasmids
were used to generate [*S]methionine-labeled pro-
teins in the TNT-coupled reticulocyte system
(Promega, Wisconsin, U.S.A.). The reaction mix-
tures were incubated at 30°C for 90 min, and the
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labeled proteins were immediately used for the GST
pull down assay.

GST Pull Down Assay In vitro synthesized
[®S]methionine labeled mdg3 gag-NC protein was
incubated with GST fusion proteins (1 ug) bound to
glutathione Sepharose 4B beads (10 ul, Amersham
Biosciences, Buckinghamshire, U.K.) in 150 ul of
GST binding buffer (50 mM potassium phosphate
pH 7.5, containing 150 mM KCl, 1 mM MgCl,, 10%
glycerol, 1% Triton X-100, and protease inhibitors
[Roche, Basel, Switzerland]) for 2 hr at 4°C. The
beads were then washed 3 times in GST binding
buffer, and the labeled proteins were separated by
sodium dodecy! sulfate-polyacrylamide gel electro-
phoresis (SDS-PAGE).Y The gels were dried and
analyzed by using a BAS2500 Imaging plate reader
(Fuji, Tokyo, Japan).

Helicase Assay —— The Sall-Hindlll fragment
of pACTmdg3gagNC was cloned into Xhol-Hindl |1
sites of pRSETA vector to produce His-tagged
mdg3 gag-NC protein. The recombinant protein was
purified by Probond column chromatography ac-
cording to the manufacturer’s manual (Invitrogen).
Full-length RECQ5/QE protein was expressed in a
baculovirus/insect cell system and was purified as
described previously.'? Helicase assays were per-
formed using *?P-labeled 20mer annealed with
M13mp18 ssDNA, as described earlier.’? The reac-
tion wasinitiated by the addition of RECQ5/QE pro-
tein and was incubated at 27°C for 10 min. The re-
action products were separated on a 12% polyacry-
lamide gel. Dried gelswere analyzed using the BAS
2500 Imaging plate reader (Fuji).

RESULTS

Theyeast two-hybrid screening method was used
to identify proteins that interacted with the C-termi-
nal domain of RECQ5/QE. Since RECQ5/QE is ex-
pressed most preferentially in early embryos,®
Drosophila embryo cDNA Gal4AD fusion library
DNA was introduced into CG1945 harboring
Gal4BD fused to the C-terminal domain of RECQ5/
QE and screened for being a His" Leu* Trp* aux-
otroph as described in MATERIALSAND METH-
ODS. Expression of the C-terminal domain of
RECQS5/QE as a Gal4BD fusion protein was con-
firmed by immunoblot analysis of the yeast cell ly-
sates with anti-RECQ5/QE and anti-Gal4BD anti-
bodies (data not shown). Several colonies were ob-
tained whose HIS3 and lacZ reporter genes had been

a b c d d e

Fig. 1. Retrotransposon mdg3 gag-NC Interacts Specifically
with RECQ5/QE in Yeast Two-Hybrid System

Interaction in the yeast two-hybrid system between retrotransposon
mdg3 gag-NC and C-terminal domain of RECQ5/QE (d). Also shown
are 2 negative controls: lamin C (pLAMS5'-1, €), which does not interact
with mdg3 gag-NC, and an empty vector control, demonstrating thet the
C-terminal domain of RECQ5/QE (b) or the mdg3 gag-NC (c) does not
alone activate the reporter genes. Y 190 yeast cells containing integrated
lacZ and HIS3 reporter genes were co-transformed with plasmids pAS2-
1and pACT2 (a), pASRECQEAN and pACT2 (b), pAS2-1 and pACT2-
mdg3 gag-NC (c), pASRECQEAN and pACT2-mdg3 gag-NC (d,
duplicate) or pLAMS5’-1 and pACT2-mdg3 gag-NC (€). The transformed
clones were incubated on S.D./-Trp/-Leu (A) and S.D./-HIS (B) plates.
The p-galactosidase activities were measured by the colony-lift filter
assay (C) as described in MATERIALSAND METHODS.

activated. These colonies were considered to con-
tain partners interacting with RECQ5/QE. To fur-
ther verify thisinteraction, we isolated the Gal4AD-
cDNA plasmids from these colonies and used
them for simultaneous co-transformation with
pPASRECQ5/QE4N, empty vector, or pAS-lamin as
a negative control in Y190 strain. Together with
Gal4BD-RECQ5/QE C-terminal domain, aGal4AD-
cDNA clone, pACTmdg3gagNC, specifically acti-
vated the HIS3 reporter gene (Fig. 1A and 1B),
and also the LacZ reporter gene (Fig. 1C), indicat-
ing that the activation depends on both the C-
terminal domain of RECQ5/QE and the cDNA-
encoded proteins. The cDNA sequence was 100%
identical to the Gag nucleocapsid portion of mdg3
DNA (mdg3 gag-NC, 1091-1739 nt, Fig. 2).® Thus,
retrotransposon mdg3 gag-NC and the C-terminal
domain of RECQ5/QE specifically activated HIS3
reporter gene and lacZ reporter genein the yeast two
hybrid system, suggesting specific interaction be-
tween them (Fig. 1).
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A. Diagram of retrotransposon mdg3. The box shaded in gray shows the gag-coding region containing 2 zinc fingers (gray regionisshownin B). The
underlined region was cloned in this study (mdg3 gag-NC). The open box is the pol-coding region. Hatched boxes represent LTRs. B. Amino acid
sequence alignments of gag nucleocapsid protein around the 2 zinc fingers in mdg3, HIV-2 and HIV-1. Residues indicated by dark or light shading
represent identical or similar amino acids, respectively. Numbers on the top represent positions of amino acids from the first Met of mdg3 gag.

mdg3 is an LTR containing retrotransposon of
Drosophila melanogaster that is related to HIV.
mdg3 gag-NC was most related to HIV-2 nucleo-
capsid protein as well as HIV-1 nucleocapsid pro-
tein in having the characteristic 2 zinc fingers do-
mains of the CCHC type (Fig. 2B).*¥

To confirm physical interaction of mdg3 gag-
NC with RECQ5/QE, we performed a GST pull
down assay by using various fragments of RECQ5/
QE. The mdg3 gag-NC bound the C-terminal do-
main of RECQ5/QE but not GST aonein the GST-
pull down assay (Fig. 3), thus providing indepen-
dent confirmation of the mdg3 gag-NC interaction
with RECQ5/QE identified by the yeast two-hybrid
system. The mdg3 gag-NC bound whole RECQ5/
QE and the acidic region within the C-terminal do-
main, but not the basic region. These data suggest
that the intact RECQ5/QE molecule interacts with
mdg3 gag-NC through the acidic region.

Since mdg3 gag-NC binds to the RECQ5QE
acidic region, which is adjacent to the helicase do-
main, this binding may have effects on helicase ac-
tivity of RECQ5/QE. To investigate functiona rela-
tionship between RECQ5QE and mdg3 gag-NC, we
purified mdg3 gag-NC protein by tagging it with His,
asdescribedin MATERIALSAND METHODS, and
examined its effect on the RECQ5/QE helicase re-
action (Fig. 4, lanes 3 and 5). The mdg3 gag-NC
protein enhanced the helicase activity of RECQ5/
QE (Fig. 4, lanes4 and 6). In this condition, themdg3

gag-NC itself did not cause any change in strand
displacement (data not shown).

DISCUSSION

In this present study, we demonstrated that
RECQ5/QE specifically bound to retrotransposon
mdg3 gag-NC through its acidic region. In addition,
RECQ5/QE helicase activity in vitro was enhanced
by mdg3 gag-NC protein.

Themdg3 element islocalized at 15-17 siteson
different chromosomes of Drosophila melanogaster,
with itslocation varying from one animal to another;
and it move around mostly to the sites of intercalary
heterochromatin.*® The ORF of the mdg3 sequence
encodes a putative retrotransposon polyprotein of
1449 aa and a portion of gag-NC was most related
to HIV nucleocapsid protein having 2 zinc fingers
of the CCHC type (Fig. 2B). Most of what isknown
about the function of nucleocapsid proteins has re-
sulted from the study of retroviruses.

HIV-1 nucleocapsid protein NCp7, is a small
protein with 2 zinc fingers (Fig. 2B), isfound in the
virion core where several hundred molecules of it
coat the viral RNA. Virion NCp7 enters cell with
the viral genomic RNA and accumulates in the
nucleus after entry.*® NCp7 has nucleic acid chap-
erone properties that guide reverse transcriptase to
synthesize the proviral DNA. In vitro, NCp7 can
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Fig. 3. The mdg3 gag-NC Binds Whole RECQ5/QE, the C-
Terminal Domain, and the Acidic Region, but Not the
Basic Region, in the GST-Pull Down Assay
A. Physical interaction between mdg3 gag-NC protein and RECQ5/
QE. [*S]-methionine-labeled mdg3 gag-NC protein was pulled down
by a series of GST-fused RECQ5/QE proteins. Lane 1, whole RECQ5/
QE (W); lane 2, C-terminal domain of RECQ5/QE (C); lane 3, acidic
region of C-terminal domain (Ca); lane 4, basic region of C-terminal
domain (Cb); lane 5, 10% of input (1); lane 6, GST adone (G). Barsat the
right side of the panel indicate molecular weight markers (kDa). B.
Schematic representation of truncated RECQS5/QE molecules and ability
to bind the mdg3 gag-NC protein. Interaction in the GST pull-down
system between mdg3 gag-NC and various fragments of RECQ5/QE is
indicated.

strongly activate magnesium-dependent LTR-DNA
strand transfer by integrase (IN).*” IN activation re-
lies on the zinc fingers of NCp7. It was proposed
that these zinc fingers function to stabilize IN at the
LTR ends and to promote the formation of a nucle-
oprotein complex competent for integration.'® These
properties of NCp7 are believed to be conserved
among hucleocapsid proteins of retrotransposon and
retrovirus origins. RECQ5/QE is mainly localized
in the nucleus,5® and the integration process of
retrotransposons, like retrovirus, occurs there. Al-
though no in vitro system is yet available to study
mdg3 integration, when one becomes availableit will
be interesting to see if RECQ5/QE affects mdg3 in-
tegration. Furthermore, we should soon be able to
determine whether HIV nucleocapsid and human

- - 4 - +  mdg3NC
2 - 4+ + 4+ ++RECQSIQE

@) o -

. ceee
1 2 3 4 5 6

Fig. 4. The mdg3 gag-NC Enhances the RECQ5/QE Helicase
Activity

Helicase assays measure strand displacement activity, whereby a
partially double-strand substrate (upper band) is converted to its
component single-strand products (lower band, 32P-labeled 20-mer). The
helicase activity of RECQ5/QE (0.2 pmol [lanes 3 and 4] and 0.8 pmol
[lanes 5 and 6]) was measured in the absence (lanes 2, 3, and 5) and the
presence of mdg3 gag-NC protein (1 pmol, [lanes 4 and 6]) as described
in MATERIALSAND METHODS. Lane 1, heat-denatured substrate;
lane 2, no RECQ5/QE.

RECQ58 can interact physically and functionally
because HIV in vitro studies are progressing well.

It is also impressed whether the nucleocapsid
protein and RECQ5/QE are involved in the choice
of integration sites on chromosomes. HIV-1 prefer-
entially integratesinto some sites of chromatin.?-2?
The possible influence of host factors has been im-
plicated in the significant bias among potential inte-
gration sites in vivo.?*? RECQ5/QE helicase is a
structure-specific DNA helicase,?? is capable of
recognizing specific DNA structures and might
recruit the integration machinery to certain regions
of the genome. Therefore, RECQ5/QE might be
involved in the preference of mdg3 integration
sites. This study would provide new insight into
retrotransposition.

Acknowledgements We thank Yasue Ichikawa
and Rie Nakazawa for DNA sequencing, and Boris
Syomin for providing plasmids. This work was sup-
ported in part by the Ministry of Education, Science,
Sports, and Culture of Japan, and by the Bioarchitect
project of RIKEN.

REFERENCES

1) Nakayama, H. (2002) RecQ family helicases: roles
as tumor suppressor proteins. Oncogene, 21, 9008—
9021.



No. 1

29

2) Ellis, N. A., Groden, J,, Ye, T. Z., Straughen, J.,
Lennon, D. J., Ciocci, S., Proytcheva, M. and
German, J. (1995) The Bloom’s syndrome gene
product is homologous to RecQ helicases. Cell, 83,
655-666.

3) Yu, C.-E., Oshima, J., Fu, Y.-H., Wijsman, E. M.,
Hisama, F., Alisch, R., Matthews, S., Nakura, J.,
Miki, T., Ouais, S., Martin, G. M., Mulligan, J. and
Schellenberg, G. D. (1996) Positiona cloning of the
Werner's syndrome gene. Science, 272, 258-262.

4) Kitao, S., Shimamoto, A., Goto, M., Miller, R. W.,
Smithson, W. A., Lindor, N. M. and Furuichi, Y.
(1999) Mutationsin RECQL 4 cause asubset of cases
of Rothmund-Thomson syndrome. Nat. Genet., 22,
82-84.

5) Jeong, S.-M., Kawasaki, K., Juni, N. and Shibata,
T. (2000) I dentification of Drosophila melanogaster
RECQE as a member of a new family of RecQ ho-
mologues preferentially expressed in early embryos.
Mol. Gen. Genet., 263, 183-193.

6) Shimamoto, A., Nishikawa, K., Kitao, S. and
Furuichi, Y. (2000) Human RecQ58, alarge isomer
of RecQ5 DNA helicase, localizes in the nucleo-
plasm and interacts with topoisomerases 3« and 38.
Nucleic Acids Res., 28, 1647—-1655.

7) Nakayama, M., Kawasaki, K., Matsumoto, K. and
Shibata, T. (2004) The possible roles of the DNA
helicase and C-terminal domains in RECQ5/QE:
complementation study in yeast. DNA Repair
(Amst), 3, 369-378.

8) Huang, S., Li, B., Gray, M. D., Oshima, J., Mian, I.
S. and Campid, J. (1998) The premature ageing syn-
drome protein, WRN, isa 3'—5" exonuclease. Nat.
Genet., 20, 114-116.

9) Spillare, E. A., Robles, A. I., Wang, X. W., Shen, J.
C., Yu, C. E., Schellenberg, G. D. and Harris, C. C.
(1999) p53-mediated apoptosis is attenuated in
Werner syndrome cells. Genes Dev., 13, 1355-1360.

10) Gietz, D., St. Jean, A., Woods, R. A. and Schiestl,
R. H. (1992) Improved method for high efficiency
transformation of intact yeast cells. Nucleic Acids
Res., 20, 1425.

11) Schoepfer, R. (1993) The pRSET family of T7 pro-
moter expression vectorsfor Escherichia coli. Gene,
124, 83-85.

12) Kawasaki, K., Maruyama, S., Nakayama, M.,
Matsumoto, K. and Shibata, T. (2002) Drosophila
melanogaster RECQ5/QE DNA helicase: stimula
tion by GTP binding. Nucleic Acids Res., 30, 3682—
3691.

13) Avedisov, S. N. and Ilyin, Y. V. (1995) Drosophila
retrotransposon mdg3: general structure and func-
tional domains of a full-scale copy. Dokl. Akad.
Nauk., 344, 823-826.

14) Frankel, A. D. and Young, J. A. (1998) HIV-1: fif-
teen proteins and an RNA. Annu. Rev. Biochem., 67,
1-25.

15) Ilyin, Y. V., Chmeliauskaite, V. G., Ananiev, E. V.
and Georgiev, G. P. (1980) Isolation and character-
ization of anew family of mobile dispersed genetic
elements, mdg3, in Drosophila melanogaster.
Chromosoma, 81, 27-53.

16) Gdllay, P, Swingler, S., Song, J., Bushman, F. and
Trono, D. (1995) HIV nuclear import is governed
by the phosphotyrosine-mediated binding of matrix
to the core domain of integrase. Cell, 83, 569-576.

17) Carteau, S., Batson, S. C., Poljak, L., Mouscadet, J.
F., de Rocquigny, H., Darlix, J. L., Roques, B. P,
Kas, E. and Auclair, C. (1997) Human immunodefi-
ciency virustype 1 nucleocapsid protein specificaly
stimulates M g?*-dependent DNA integrationin vitro.
J. Viral., 71, 6225-6229.

18) Paljak, L., Batson, S. M., Ficheux, D., Roques, B.
P, Darlix, J. L. and Kas, E. (2003) Analysisof NCp7-
dependent activation of HIVV-1 cDNA integration and
its conservation among retroviral nucleocapsid pro-
teins. J. Mol. Bial., 329, 411-421.

19) Sekelsky, J. J., Brodsky, M. H., Rubin, G. M. and
Hawley, R. S. (1999) Drosophilaand human RecQ5
exist in different isoforms generated by alternative
splicing. Nucleic Acids Res., 27, 3762-3769.

20) Stevens, S. W. and Griffith, J. D. (1994) Human
immunodeficiency virus type 1 may preferentially
integrate into chromatin occupied by L1Hs repeti-
tive elements. Proc. Natl. Acad. Sci. U.SA., 91,
5557-5561.

21) Pruss, D., Bushman, F. D. and Wolffe, A. P. (1994)
Human immunodeficiency virus integrase directs
integration to sites of severe DNA distortion within
the nucleosome core. Proc. Natl. Acad. Sci. U.SA,,
91, 5913-5917.

22) Muller, H. P, Pryciak, P. M. and Varmus, H. E.
(1993) Retroviral integration machinery as a probe
for DNA structure and associated proteins. Cold
Soring Harb. Symp. Quant. Biol., 58, 533-541.

23) Bushman, F. (1993) Dodging the genes. Curr. Bial.,
3, 533-535.

24) Craigie, R. (1992) Hotspots and warm spots: inte-
gration specificity of retroelements. Trends Genet.,
8, 187-190.

25) Sandmeyer, S. B., Hansen, L. J. and Chalker, D. L.
(1990) Integration specificity of retrotransposons
and retroviruses. Annu. Rev. Genet., 24, 491-518.

26) Ozsoy, A. Z., Ragonese, H. M. and Matson, S. W.
(2003) Analysis of helicase activity and substrate
specificity of Drosophila RECQ5. Nucleic Acids
Res., 31, 1554-1564.



