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Poly(ADP-ribosyl)ation is a posttranslational protein modification significant for the genomic stability and cell
survival in response to DNA damage. Poly(ADP-ribosyl)ation is catalyzed by poly(ADP-ribose)polymerases
(PARPs). Whereas the role of PARPI in response to DNA damage has been widely illustrated, the contribution
of another DNA-dependent PARP, PARP2, has not been studied so far. Aim. To find out specific DNA targets of
PARP2. Methods. The EMSA and the PARP activity tests were used. Results. We evaluated K, values of
PARP2-DNA complexes for several DNA structures mimicking intermediates of different DNA metabolizing
processes and tested these DNA as «activatorsy of PARPI1 and PARP2 in poly(ADP-ribose) synthesis.
Conclusions. Like PARP1, PARP?2 does not show correlation between the activation efficiency and K ,values for
DNA. PARP2 was activated most effectively in the presence of over5SDNA.
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Introduction. Poly(ADP-ribosyl)ation is catalyzed by
poly(ADP-ribose)polymerases (PARPs), which use
NAD" as substrate, synthesize polymer of (ADP)-ribo-
se (PAR) covalently attached to nuclear proteins inclu-
ding PARPs themselves. PARPs now constitute a large
family of 17 proteins displaying a conserved catalytic
domain, in which PARP1 and PARP2 are so far the sole
enzymes whose catalytic activity is stimulated by some
types of DNA damages.

PARP?2 is the closest homolog of PARP1. Whereas
the contribution of PARP1 in the response to DNA dama-
ges has been widely illustrated, the role of PARP2 has
not been studied so far. Although PARP1 and PARP2
functions could overlap, in vivo experiments with Parpl™
and Parp2” mice demonstrated that lack of each of them
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could not be compensated for another one. As a whole,
PARP?2 is much less active than PARP1, despite high
homology of their catalytic domains. The analysis of
the crystal structures of their catalytic domains revea-
led a particular structural feature of PARP2 [1] that co-
uld account for the PARP2 specificity in the recogni-
tion of protein targets to be poly(ADP-ribosyl)ated. Mo-
reover, the DNA binding domain (DBD) of hPARP2
has an unknown structure and differs from the structure
of PARP1 DBD that appears to reflect the differences
in the DNA structure recognition by each enzyme.
Therefore, study on the PARP2 interaction with DNA
intermediates of different DNA-dependent processes is
required to reveal specific DNA targets and to determi-
ne contribution of PARP2 to DNA repair.

Materials and methods. Human PARP1 was ex-
pressed in Escherichia coli and purified as described
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Fig. 1. Structures of used DNA duplexes

[2]. Murine PARP2 was expressed in insect cells and
purified according to [3].

Evaluation of K, of PARP2-DNA complexes. PARP2
(200 nM or 1 uM in the case of dsDNA) was incubated
for 15 min at 0 °C with DNA (5'-labeled with Alexa
647) (4.7-455 nM) in the 10 ul reaction mixture contai-
ning 50 mM Tris HCI (pH 8.0), 40 mM NacCl, 0.5 mg/
ml of BSA, 10 mM EDTA and 1 mM DTT. The samp-
les were electrophoresed at 4 °C through 10 % native
polyacrylamide gels for 3 h at 75 V to separate free and
protein-bound DNA. Thereafter, the gels were dried
and scanned on «Odissey» (Li-Cor). The K, values we-
re evaluated using «GraphPad Prism» software.

PARP activity assay. To calculate initial velocity
values the kinetics of poly(ADP-ribose) synthesis were
analyzed using radioactively labeled NAD". The amo-
unt of PAR was valued by incorporation of radioacti-
vely labeled ADP. PARP2 (PARP1) in concentration
of 100 nM (50 nM) was incubated with 400 uM NAD"
and 100 nM DNA in a total volume of 30 pl containing
50 mM Tris HCI (pH 8.0), 40 mM NacCl, 0.1 mg/ml of
BSA, 6 mM MgCl,,1 mM DTT at 37 °C. The 5 pl ali-
quots were taken at 1, 2, 5, 8 and 11 min and placed on
Whatman paper pre-impregnated with trichloroacetic
acid (TCA) to stop the PAR synthesis. The PAR atta-
ched to proteins was precipitated on filters in the presen-
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ce of TCA. Unreacted NAD" was removed from the fil-
ters by washing with 5 % TCA.

Results and discussion. In this work we examined a
few DNA structures (Fig. 1) mimicking intermediates of
different DNA metabolizing processes in order to
identify the structure specifically recognized by PARP2.

Taking into account the principle difference in the
structure of the DBDs of PARP1 and PARP2 one could
expect that each of these PARPs recognizes specific
structural elements in DNA. To this end, the K, values
of PARP2-DNA complexes were evaluated. In contrast
to PARP1, which displays rather high affinity (K, ,, =
= 116 pM) to blunt end DNA (dsDNA) [4], PARP2
shows lower affinity to dsDNA (K, ~ 200 nM). Thus,
DNA-duplexes with blunt ends and containing specific
structural elements may be used to study an interaction
of these DNA with PARP2 without a confounding con-
tribution of blunt ends to the affinity. We found that
PARP2 efficiently binds gap20DNA and flap9DNA
(K, ~ 6 and 10 nM, respectively). These DNA structu-
res can potentially be formed during the homologous re-
combination process, LP-BER or in DNA replication.
For other DNA used the K, values varied in the range of
16-110 nM. As a whole, among the DNA structures stu-
died, excluding blunt end DNA, the affinities of DNAs
to PARP?2 differ less than one order of magnitude. In
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Fig. 2. Comparison of PARP1 and PARP2 activities in the presence of different DNA. Blank bars — PARP1; grey bars —- PARP1/PARP2;

black bars — PARP2

spite of extensive study of the PARP1 interaction with
structural peculiarities in DNA (nicks, bubbles, hair-
pins and so on) only limited data on quantitative charac-
teristics of binding are available [4]. Interestingly, that
affinity of PARP1 to DNA with 3' or 5' overhangs of
few nucleotides (K, ,,, are in the range of 2.6— 5.0 nM)
differs considerably from that for blunt end DNA (K,
=116 pM) [4].

Another interesting issue is that in spite of lower af-
finity of PARPI to nicks than to blunt ends (K, ,,, =467
and 116 pM, respectively) nicks are rather good activa-
tor for the enzyme (V. for nicked DNA is 4-fold hi-
gher). Thus, activator characteristic of DNA is depen-
dent on both the binding efficiency and catalysis rate.

To determine the contribution of PARP1 and PARP2
to the total poly(ADP-ribose) synthesis, the activation
of both enzymes, when present separately or together,
by each of DNAs was estimated (Fig. 2).

In whole, the activity of PARP2 was much lower
than PARP1 activity that is in accordance with the lite-
rature data that about 90 % of total nuclear PAR syn-
thesis in response to DNA damages is performed by
PARP1 [3]. However, on activated DNA (aDNA), i. e.
high molecular weight DNA treated with DNase I, the
rates of autopoly(ADP-ribosyl)ation for PARP2 and
PARP1 were comparable.

Interestingly, that the overall PAR synthesis rate ca-
talyzed by PARP1 and PARP2, when present toge-

app

ther, was lower than in the case of PARP1 alone (with a
few exceptions). Thus, we can hypothesize a competi-
tion between PARP1 and PARP2 for DNA in vitro. Ab-
sence of the precise data on PARP1 and PARP2 amo-
unts in cells does not allow us to make a conclusion
about the role of this competition i vivo. It should be
noted that the ratios of the rates of PAR synthesis cata-
lyzed by PARP1 on activated DNA, over5-, over3-, ds-
and nickDNA obtained here and in [5] are in full ag-
reement.

Like PARP1, PARP2 does not show correlation bet-
ween activation efficiency and K, values for DNA.
PARP2 was activated the most efficiently in the pre-
sence of overSDNA but it displayed higher affinity to
gap20- and flap9DNAs. These data show that over5S-
DNA is the most specific activator for PARP2.
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Bzaemonist PARP2 3i ctpykrypamu JHK, imiTyrounmu
iHTepmeniatu npouecis penapauii JJHK

Pestome

Toni(ADP-pubo3zun)iosanns — ye mun nocmmpanciayiunol Mmoougi-
Kayii OiIKi8, AKULL € 8ANCIUBUM OIS 3a0e3neueHHs: CmadilbHOCHI 2eHO-
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MY Ma UIHCUBAHHS KIIMUH Y 8I0n06i0b Ha nouwikooxcenns [JHK. Iloni
(ADP-pubosun)rosanus kamanizyemocs noai(ADP-pubosza)nonimepa-
samu (PARP). ¥ moii uac six pono PARP1 y kaimunHitl 8i0nogioi Ha no-
wixooicenns JTHK oemanvho docnioiceno, enecok inwoi JJHK-3anesc-
Hoi noni(ADP-pubosa)nonimepasu — PARP2 — éusueno noxku wo ciab-
xo0. Mema. Bussumu cneyuchiuni JJHK-miwweni PARP2. Memoou. Me-
moo «zampumku 6 2eni» (EMSA) i mecm akmuenocmi PARP. Pe3ynp-
mamu. [Ipogedeno oyinouni eumipu 3nauenv K, komnnexcie¢ PARP2—
JIHK 0ns desxux cmpykmyp [AHK, imimyouux inmepmediamu pisHux
npoyecie memaoonizmy JJHK, a maxooc yi JJHK npoananizosano six
«axmueamopu» PARP1 i PARP2 y cunme3i noni(ADP-pu6osu). Buc-

Hoeku. Ak i 011 PARPI, ons PARP2 ne cnocmepicaemucsi Kopenayii

midie echexmuenicmio akmueayii ma snavenuam K, ons pisnux JJHK.
Haiiepexmueniwe PARP2 axmugyemucs 3a npucymuocmi overSDNA.

Kuniouosi cnosa: PARP1, PARP2, noni(ADP-pu6osun)ioganns, 36 s-
sysanunsa JIHK.

M. M. Kymysos, JK.-K. Ame, C. H. Xoouipeasa,
B. Ulpaiubep, O. U. Jlaspux

Bsammopneiicteue PARP2 co crpykrypamu JHK, nmutupyrommumu
MHTEepMeanaThl npouecco penapanuu JHK

Pesrome

Tonu(ADP-pubosun)uposanue — 3mo mun nOCMmMpaHCIAYUOHHOU MO-
ougpurayuu 6eaKkos, KOMopPuLil 8adxiceH Oisl 0becneyenusi CmadUIbHOCMU
2eHOMA U KIAEeMOYHOU BbIICUBAEMOCIU 8 OMBEM HA NOBPENCOeHUs.
JHK. onu(ADP-pubosun)uposanue xamanusupyemcs noau (ADP-
pubosza)nonumepazamu (PARP). B mo epems kax pors PARPI 6 xine-
mounom omeeme Ha nospedicoenuss [JHK demanvno uccredosana,
sknad opyeou JHK-3asucumoii noau(ADP-pubosa)norumepasvr —
PARP2 — usyuen ewe cnabo. Henw. Obnapyscums cneyugpuueckue
JIHK-muwenu PARP2. Memoowt. Memoo «3adepoicku 6 2eney» (EMSA)
u mecm akmugnocmu PARP. Pesynomamut. [Iposedenst oyenounvie
usmepenus snauenuii K, komnnexcoe PARP2—/[HK ona nexomopuix
cmpykmyp JJHK, umumupyrowux unmepmeouamst pasniuyHslx npoyec-
cos memabonusma JJHK, a makoce smu J[HK npoananusuposarul kax
«akmusamopwiy PARPI u PARP2 ¢ cunmese noau(ADP-pubosvl).
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Bot6oowt. Kak u onss PARPI1, onss PARP2 ne nabniodaemcs xoppeisi-
yuu mexcoy sghpexmusrnocmoio akmusayuu u snavenuem K, onsa pas-
auunelx [JHK. Haubonee s¢ppexmueno PARP2 akmusupyemcs 6 npu-
cymcmeuu overSDNA.

Kntouesvie cnosa: PARP1, PARP2, nonu(ADP-pubosun)uposanue,
ceszvieanue JJHK.
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