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lh t lp  of effective antlsense - ol|gonucleotides for 
science and  medicine 
Thomas Meyer, Goofs Sezakiel and Wolfgtng Nedbal 
A3D Antisense Design & Drug Development OmbH, 
Waldhofer Str. 100. D-69123 Heidelberg 

Antigense nucleic acids are widely used to suppress gone function in 
biomedical research and are developed as a molecular tool fi)r clinical 
application. 
Although the successfull inhibition of  gone expression by ent isem,  
nucleic acids including mtisense olignnucleotides (asON) has been 
demonstrated several times in cell culture and In vivo, t significant 
number ofapproaebes in the use of  this technology failed to show 
positive results and convincing therapeutic exploitations of  esON still 
remain open. The selection of effective esON spoeies out of  the sum of 
all possible asON species against a given larger still represents a major 
hurdle in the overall success in this field. 
We Imvc developed a new technolo&v to design effective asON inhibitors 
which leads to a significantly incrcesod rate of success. 
This method is based on a combination o f  computer algorithms allowing 
high throughput, and the inclusion of empirical rules derived from 
experimentel data. Both components enable a detailed analysis of the 
larger RNA as well as of the antisense species. 
The efficiency of  this procedure to identify effective asON is reflected by 
an I0 times higher rate of succes in comparision to the use of random 
selecte.d asON. 

Tumor Immune therapy targeted apiast  mceaeareaal utigetm Might thh 
aptm~tch induce eat~phtlemyaltls? 
Voltz R, Pellk~er H, Schulmrt A, l ~ y  M, La~mmnn H, Hohlfeld R, Lini,~on C 
Institute of Clink:a1 Neurdimmunoiogy and Delmmmmt of Neurology, Klinikamt 
Ggceshadem, Mfinchen; l~u~ummt ~" Neuroimmunolol~, MPl, Mmlinsried; 

of Neun~%olosy, Wien 
I~t~v~m~d and Goals: ,~tibodies d~reoted a~aimt onconeu.,'~tal proteins such as 
anti-Hu are markers for a potitive tumor progno6iL Furthemm~, DNA va~inati~t 
with the onmneormml protein Hu have been shown to reduce growth of an Hwpositive 
tumor in mouse model. These animals had a high anti-Hu tiler in serum, but did not 
thow an encephalomyelitis as side effect which would argue for using these 
oncaneuronal am/gens as targets for a specific tumor immune therapy. We now wanted 
to know whether a T cell tranffer of T cells specific for the o~eone~aroml antigen Mat 
(Daiman et al., Brain, 199~, Voltz e~ al., NEJM, 1999) muld induce 
encephalomyelitis. 
Methods: Rat Mal (rMal) was cloned by RT-PCR initially using primers specific for 
the human Mal sequence amiwas completed by 5'and 3' 8enome walkin& rMal was 
cloned into the expression vector pQE60, and rectm~binant protein purified by metal 
chelate chromatography. Female DA tara v~rs immunized with recombinant rMai and 
rMal-tq~'ific T cell lines generated from the draining lymph nodes ten days pA. 
Freshly activated T cell blasts were transferred into naive female DA rats which 
mmficed S da~ later. 
Results: Rat Mal is 93% homologomt to the human Mal (corrected us:ttmm~) at amino 
acid level. Proliferation ~ d e ~  that the CD4 positive T line cells ~ r e  
highly specific for rMal urfing a tecetut recombinant antigen to canttoi for reactivity 
with centaminatittg bacterial I~'oteint After T cell trmuffer the recipients did not show 
any clinical signs of disease, although they developed an intense porivascular 
ird]ammato~ response in the brain stem and spinal cord. The dimilmtion of lesions, 
in particular the involvemettt of the brain stem ~ _  _,,:e~_ that scan in petiants with 
paraneo~tic CNS disease auociated with an anti-Mal antibody r e ~ .  
Conclusion: T cells specific for an ~ antigua may indeed in~ce an 
irfflammatox 3, response in the CNS. These data point towards the potability of 
inducing an encephalomyelitis as side effect when using T cells specific for 
onconeuronal antigens for tumor therapy. 


