This article was downloaded by:

On: 26 January 2011

Access details: Access Details: Free Access

Publisher Taylor & Francis

Informa Ltd Registered in England and Wales Registered Number: 1072954 Registered office: Mortimer House, 37-
41 Mortimer Street, London W1T 3JH, UK

Nucleosides, Nucleotides and Nucleic Acids

MICIEOS.idES} Publication details, including instructions for authors and subscription information:
Niucleotides http://www.informaworld.com/smpp/title~content=t713597286

INTERACTION OF LNA OLIGONUCLEOTIDES WITH MDR1

PROMOTER
E. L. Chernolovskaya®; A. A. Koshkin; V. V. Vlassov*
* Novosibirsk Institute of Bioorganic Chemistry, Novosibirsk, Russia

Online publication date: 31 March 2001

s Ecbiow
JOHN A STYETI

WOLLUME 24 MNUMBER 4 i)

To cite this Article Chernolovskaya, E. L. , Koshkin, A. A. and Vlassov, V. V.(2001) INTERACTION OF LNA
OLIGONUCLEOTIDES WITH MDR1 PROMOTER', Nucleosides, Nucleotides and Nucleic Acids, 20: 4, 847 — 850

To link to this Article: DOI: 10.1081/NCN-100002443
URL: http://dx.doi.org/10.1081/NCN-100002443

PLEASE SCROLL DOWN FOR ARTICLE

Full terms and conditions of use: http://ww.informaworld. confterns-and-conditions-of-access. pdf

This article may be used for research, teaching and private study purposes. Any substantial or
systematic reproduction, re-distribution, re-selling, |oan or sub-licensing, systematic supply or
distribution in any formto anyone is expressly forbidden.

The publisher does not give any warranty express or inplied or make any representation that the contents
will be conplete or accurate or up to date. The accuracy of any instructions, formul ae and drug doses
shoul d be independently verified with primary sources. The publisher shall not be liable for any |oss,
actions, clainms, proceedings, demand or costs or damages whatsoever or howsoever caused arising directly
or indirectly in connection with or arising out of the use of this material.



http://www.informaworld.com/smpp/title~content=t713597286
http://dx.doi.org/10.1081/NCN-100002443
http://www.informaworld.com/terms-and-conditions-of-access.pdf

12:12 26 January 2011

Downl oaded At:

NUCLEOSIDES, NUCLEOTIDES & NUCLEIC ACIDS, 20(4-7), 847-850 (2001)

INTERACTION OF LNA OLIGONUCLEOTIDES
WITH MDR1 PROMOTER

E. L. Chernolovskaya,”* A. A. Koshkin,? and V. V. Vlassov!

'Novosibirsk Institute of Bioorganic Chemistry, Lavrentiev ave.,
8, Novosibirsk, 630090, Russia
2Exiqon A/S, Bygstubben 9, DK-2950 Vedbaek, Denmark

ABSTRACT

LNA oligonucleotides [1] can be used for targetting to double stranded DNA
by the “strand invasion” mechanism. We used affinity modification by reac-
tive oligonucleotide conjugates for investigation of oligonucleotides interac-
tion with structured DNA. The tested LNAs and oligonucleotides of the same
sequence were assayed as anti-mdrl drugs in different cell cultures. One of
the oligos, LNA79 strongly inhibited mdrl induction in Hela cells and totally
prevented activation of mdrl in K-562.

We have investigated binding of oligonucleotides and strong binding oligonu-
cleotide analogus, locked nucleic acids (LNA) to different regions of the mdr1 pro-
moter sequences. The term “Locked Nucleic Acids” has been used to emphasize
that the usual conformational freedom of the furanose ring in standard nucleosides
is restricted in LNA by a methylene linker that connects the 2’-O position to the
4’-C position. LNA78 is complementary to the A:T rich low melting point region
near the heat shock response element, LNA77 is complementary to the G:C rich
region within important regulatory region of the mdrl activator binding site and
LNA79 is complementary to the region capable of alternative hairpin formation
near the start of transcription.

*Corresponding author. E-mail: elena_ch@niboch.nsc.ru
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Figure 1. Gel-shift analysis of oligonucleotides binding to pMDRCATS plasmid.

LNA 77: pCGCCCCGGCGCdt

LNA78: pATTTCAACTTATGTAGda

LNA79: pTAGTGGAAAGAdc

A, G, T and C represent adenine, guanine, thymine and 5-methylcytosine LNA
monomers, da, dc and dt—deoxyriboadenosine, cytidine and thymidine respec-
tively.

We investigated the interaction of LNAs and ODNs of the same sequences
with mdrl promoter sequences in relaxed and supercoiled plasmid pMDRCATS,
containing — 258/4-121 region of mdr1 promoter sequence. This region was shown
to be responsible for activation by heat shock, U V-irradiation and some therapeutics
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Figure 2. Primer extension analysis of chemical crosslinking of reactive derivatives to pMDRCATS
plasmid. Lanes 1, 3, 5, 7—plasmid cleaved by Pst I prior to alkylation, lanes 2, 4, 6 — circular plasmid.
The plasmids were incubated with 107°M RCl-derivatives of LNAs or ODNs in TE buffer for
18 hours. Modified residues were converted to strand breaks by piperidine treatment. Cleavage posi-

tions were determined by primer extension. MaRrcer DEkkER, INc.
270 Madison Avenue, New York, New York 10016
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[2]. The results of gel-shift analysis (Fig. 1) indicate that all tested LNAs bind to
the relaxed plasmide whereas ODNs of the same sequence do not demonstrate
substantial binding to the DNA.

The specificity of LNAs binding was assayed using the affinity modification
method, with reactive conjugates of the oligonucleotides, bearing the alkylating
group tethered to the 5'-phosphate end. Results of the experiment shown in Figure 2
indicate no detectable non specific cleavage. The reactive derivative of LNA 79 ef-
ficiently cleaves the DNA both in linear and in circular plasmids. The reactive
derivative of LNA 77 demonstrates less efficient cleavage especially in the undi-
gested plasmid. The data correlate with binding efficiencies of the oligonucleotides
(Fig. 2).

The data (Fig. 3) demonstrate, that the reactive derivative of LNA79 alkylates
the third base (cytosine 73) from the end of the target sequence. This position speci-
ficity of the reaction suggests that LNA-DNA complex has A-form conformation.

We have assayed LNAs and ODNs as anti-mdrl compounds in cell culture.
As it is seen from the data shown in Figures 4,5, doxorubicine induces mdrl RNA
synthesis in K562 cells and all used cytostatics activate mdrl synthesis in Hela
cells. From the data, shown in Figure 3 it is seen, that LNA79 strongly inhibits
mdr] induction in Hela cells and totally prevents activation of mdr1 in K-562 cells

piperidine Sl1-nuclease

+—rt—>r
12345¢678

i
a8 a

a: - =
- =
= 2
- =

=
;:_ =
- =

-30 /4118  -30/+118

Figure3. Cleavage of +-30/—118 mdrl fragment by alkylation with reactive derivatived of LNA79
and ODN 79 followed by piperidine treatment. Lanes 1, 5—controls; 2, 6, the fragment incubated
with LNA79-RCl in TE; 3, 7, the fragment incubated with LNA79-RCl in STE; 4, 8, A + G ladder.
The target sequences are indicated by lines. [*?P]-label at the 5’ end on upper or lower strand of the

fragment is marked by Y. MARcEL DEKKER, INC.
270 Madison Avenue, New York, New York 10016
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dcAGAAAGGTGATPRC1 LNA 79
-CCTTTAGGTCTTTCCACTAAAGTGC- DNA
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Figure 4. In vivo down-regulation of mdr1 expression by LNA79 (1 x 1075M) in Hela cells. Lanes
1, 5, 9, control cells; lanes 2, 5, 10, cells treated by cytarabine; lanes 3, 6, 11, cells treated by
doxorubicine; lanes 4, 7, 12, cells treated by vinblastine.
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Figure 5. In vivo down-regulation of mdrl expression by LNA79 in K562 cells. Lanes 1, 5, 9,
13 — control cells; lanes 2, 5, 10, 14 —cells treated by cytarabine; lanes 3, 6, 11, 15— cells treated by
doxorubicine; lanes 4, 7, 12, 16 — cells treated by vinblastine.

while LNA77 and ODNs 77 and 79 did not influence mdr1 activation. These data

indicate, that LNA79 can be considered as a potential anti-mdr] compound.
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