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Sammanfattning

Genterapi har visat sig vara en mojlig metod fébahandla inneréron-relaterade
horselskador i framtiden. Det fanns dock tidigamesikningsrapporter som visar
att virala vektorer som tillférts horselsnackan saridit sig till hjarnvavnad. Vi
undersokte darfor om det ar mojligt for lentivirlly/) vektorer att sprida sig fran
snackan till hjarnan, och om olika promotorer p&aespridning och cellstruktur

i hjarnan. Elva rattor anvandes i forsoket. Denfiadrades lokalt i scala tympani
med 1ul LV-GFP (‘green fluorescent protein’) samt en gxaf olika promotorer:
CAG (bestaende av cytomegalovirus ‘immediate eamlyancer’ och beta-actinpromotern
fran kyckling), EF-& (human ‘elongation factor lalpha’), PGK

(human fosfoglyceratkinas 1) and CPPT (‘centraypofine tract’). Deras hjarnor
inbéddades i 4% paraformaldehyd vid 4°C, och f@das i -20°C till -70°C i ca 4
manader. Darefter fryssnittades vavnaden i tunkizds’ om ca 10um i tjocklek.
Ungefar 300 snitt undersoktes i mikroskop. Statiofworescens observerades i
manga snitt, men GFP, d v s fluorescensmarkt vakior, kunde inte detekteras
varken i omradet kring cochleariskarnan (cochlemieus), eller i ndgon annan
del av hjarnan i nagot av proverna. Slutsats: LaKaktion med Jul LV-GFP i
scala tympani verkar vara en saker genterapimetddrisken for att genetiskt
material sprider sig fran snackan till hjarnan gcket liten.

Does local delivery of reporter gene to the cockla@ad
to brain tissue? — A safety aspect of inner eaegeearapy.

Abstract

Gene therapy in the inner ear has shown a greanfialtto treat inner ear related
hearing disorders in the future. However, severaipus studies have shown that
viral vectors can spread beyond the target cochiethe present study, we
investigated the possibility of dissemination af tantiviral (LV) vectors to the

rat brain tissues. Eleven animals were sacrificgeglto two weeks after
cochleostomy and injection ofid LV-GFP (green fluorescent protein) vectors
with different promoters such as CAG (consistinghaf cytomegalovirus
immediate early enhancer and the chicken beta-pobimoter), EF-d (the

human elongation factor lalpha), PGK (the humarsphoglycerate kinase 1)
and CPPT (the central polypurine tract). The btasues were fixed in 4%
paraformaldehyde at 4°C, processed for cryosecitgpand examined under
fluorescence microscope. Intense autofluoresceaseolvserved among many of
the sections. The patterns of the fluorescent gmigh red and green filters were
compared to identify the GFP signals in the bresue. GFP reporter gene
expression was not detected in any examined begiioms in each animal.
Conclusion: These results suggest that local injection pf LV-GFP into rat

scala tympani is a safe method for gene theraplyarcochlea, with low risk for



lentiviral vector dissemination into the surrourgllorain tissue.



