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A number of reggerts that give reasonaldy good transfedion efficiency of mouse
neuoblagoma cdls have been developed however, these reggerts usually
display atoxic adion. Here we report experimens to invedigatethe transfedion
efficacy and cytotoxicity of the Metakedene Pro on mouse neuroblagoma
N18TG2cdl line and on the derived 2/4 clone.

2/4 cdls are alde to synthesze acetylcholine, asthey were isolatedfollowing
N18TG2 transfedion with acholine actylitransferase construct ( Bignam F. et

al.,1997; De Jam A. etal., 2002).

M aterials and methods

Materias

Metakedere PRO, a polycaionic liposomal trafedion reagert, wasobtained
from Biontex Laborataies GmbH (Munich, Gemary).

The plasmid, pEGFPN3 vedor encoding GFPfluorexent protein wasusedfor
evaluating trarsfedion efficiency.



Cedlls

Mouse neuroblagoma N18TG2 cdls were maintainedin DMEM supplemerted
with L-glutamine (2mM), pencillin (100 U/ml), streptomycin (100 pg/ml)
(Sigma) and 10% hed-inadivatedFCS.

Mouse neuroblasgoma 2/4 cdls were grown in DMEM 15 mM Hepes 14.28 mM
NaHCO;, gereticine (0.2 mg/ml), L-glutamine (2mM), pencillin (100 U/ml),
strepomycin (100 ug/ml) (Sigma) and 10% hea-inadivatedFCS.

Transfection

For transfedion expeliments cdls were seadedin 24—-well microplate (8 x 10%
cdls/well); one day later growth medum wasregaced with 0.5 ml complete
fredh medum, in each well; and after 2 hours tradedion wasperformed
Metakeaene PRO wascomplexed with DNA asfollows::

PEGFPN3 plagnid:Metafederne 0.5ug : 1ul ,05ug: 1.5ul or 0.5 ug: 2ul .

The indicated volume of Metakedene PRO wasaddedto 30 ul of PBS while the
plasmid DNA wasdilutedin avolume of 30 ul PBS. Both solutions were
thoroughly mixedand incubatedfor 20 min at RT. The metakedene PRO-DNA
complex wasaddedto the cultures which were kept for 12 and/or 36 h at 37°C.
Fluoreence aralyseswere performed 36 h after addition of the trarsfedion
mixture.

Trarsfedion efficiency wasmonitored by GFPfluorescence evaluating the
number of trarsfeded cdls (by GFPfluorescence) total cdls ( Hoedhst-staining);
the percentace of cdl deah wasdetemined by propidium iodide staining.



Resuts

Reaults shown are the mean of 3 independent experimernts.
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Conclusion

Metakedene PRO successfully transfeded mouse neuroblagoma cdl lines
N18TG2 ard 2/4.

Considering both trarsfedion efficiency and cytotoxicity we concludedthatthe
optimal DNA / reagert ratiowas0.5 ug : 2 ul for N18TG2cdls and 0.5 ug : 1.5
ul for 2/4 cdls.



