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?‘o address this question we decided to suppress Tl60 
expression by using untisense RNA technology. which has 
grmtly facilitated the understanding of protein function in 
the context of its normal counterpart. In this study, we show 
that sustained down-regulation of endogenous T I60 ex- 

pression in NIH3T3 cells significantly alters their growth. 

The purt‘ntai NIH3T3 cell line an4 its trunskctecl clone’s wcrc cul- 
tured in Dulb~ct) Intnin~al eshc’nti;Il nwcliunl (DMEM) sup- 
plmwntcd with IO ‘4 rllm~~r calf N!run1 CDS) (Gibco/BRL). 
64 1%rb‘sistant cells wc‘rc s&Wed and iniIinIained in the S;liiic’ lnc- 

dium containing G-4 IX at 0.8 mg/mL. ( GibcolRRL 1. 

DNA breaks were dckctetl as described by Fchscl el trl (201 wiU1 
L\ few modifie~~tions. NI I-137’3 cells grown m COVN glass ww 
wiishcd with PBS. I’ixcd Ibr 20 nlin ut roou1 knlpcruhbre in 3.7% 
fbrn~aldchytl~, washurl in Tris-EDTA buffer, pH K ( IO nlM Tris- 
HCI, pH 8, I mM EDTA) then cyuilibratctl with nick Ir;u~sliOi~~n 
bull& (IO tuM Tris-HCI, 5 mM MgCIz, 7.5 mM DTT, pH 75). 
Nick cud-labeling was pcrlbrnlcd by incubating smples Ibr I h at 
room kmperamr: with digoxigcnin-DNA Inbcling mixlurc (Uoehr- 
ingcr) irud I:’ c~rli DNA polymerasc I (0.5 U/sa~~~plc) (I3iolubs) in 
lhc smc butkr. The reaction was stopped in enriched Tris-EDTA 
bufl’er pH 8 ( IO rnM Tris-HCI, pt-l 8. 5 IUM EDTA). After per- 
meabilir.atiou with Tritou X- IOO, dipoxiluiiin-lilbclcd DNA was 
ruvculcd by an cnzytne-linked immunoassay. Cover-slips were 
incubated with an alkaline phosphutase-conjllgated unti-digox- 
igenin antibody. I’ollowcd by an tmzyme-c;tta)yzed color reaction 
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Discussion 

The expcrimcnts described in this papet’ specifically ilddress 
the pc~tcnti;d role in CCII growth of TIhO, ii mcmbcr of the 
HMC-I protein fmily, by examining the ability of an 
mtiseusc eoustruct to impair the expression 01’ its gene. 
Here we show that T160 expressim cm bc sigt~il’icantly 
suppressed by stable introduction of iln antisense construct 
into NlH3T3 cells, and that this decrease is accompanied by 
substantial changes in the growth properties of the transtkc- 
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