Construction of a set of vectors allowing inducible production of sSIRNA in
Schizosaccharomyces pombe.
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RNA interference (RNAI) is a sequence-specific gsiencing mechanism. It is induced by
the formation of dsRNA that are recognised by theeDcomplex and processed into 21-23
long oligonucleotides called siRNA (short interfegi RNA). Subsequently, RISC (RNA-

Inducing Silencing Complex) binds siRNA that tasg#ie complex towards its homologous
MRNA (DYKXHOORN et al, 2003) which is eventually degraded.

In contrast to budding yeast, the entire pathwaycomserved in the fission yeast
Schizosaccharomyces pombeaking it a valuable organism to both study pbipgiical
RNAI and to use it as a inducible gene knock-dogoi. t

In an attempt to apply this method in the fissieast, we are using three different approaches
to produce siRNA. In each case, a vector contaimnggulatable promoter activated in
presence of tetracycline (tITA") (GOSSEHN al, 1995) is generated and tiiea4 marker
required for growth on medium lacking uracil serasseporter. First, a vector expressing the
full lenght antisens RNA ofira4 (800 nucleotides) (RAPONI and ARNDT, 2003) is used
Second, we are trying to generate much shorter dsRNere both strands are linked by
either a short hairpin of 25 nucleotides (BRUMMELKIR et al, 2002) or a longer one of
350 nucleotides (SCHRAMKE and ALLSHIRE, 2003). Tdtality of these different dSRNA

to induce silencing afira4 will be presented.

A. G. and L. T. are recipient of a FRIA fellowshipH is supported by the Human Frontier Science Fmog
(Long term fellowship LT00665/2003). This work igpported by a FNRS grant (Convention FRFC 2.4504.00
2003).

References

BRUMMELKAMP, T.R., BERNARDS, R. & AGAMI, R. (2002)A system for stable
expression of short interfering RNAs in mammaliatisc Science, 296, 550-553.
DYKXHOORN, D.M., NOVINA, C.D. & SHARP, P.A. (2003Killing the messenger: short
RNAs that silence gene expression. Nat. Rev. Mell Biol., 4, 457-467.

GOSSEN, M., FREUNDLIEB, S., BENDER, G., MULLER, GJJLLEN, W. & BUJARD,
H. (1995) Transcriptional activation by tetracyelnin mammalian cells. Science, 268, 1766-
1769.

RAPONI, M. & ARNDT, G.M. (2003) Double-stranded RNAediated gene silencing in
fission yeast. Nucleic Acids Res., 31, 4481-4489.

SCHRAMKE, V. & ALLSHIRE, R. (2003) Hairpin RNAs ancktrotransposon LTRs effect
RNAI and chromatin-based gene silencing. Scien@g, B069-1074.



