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Workflow
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1} Prepare nuclear extraction and determinad protein concentration

¥
2a}Produce double-stranded unlabelled 2b.}Produce double-stranded 5~ end IRD700
eligonucleotidesby a(90°C) heating step labelled eligenucle otides by a {90°C) heating

step

}

3a) Binding reaction at 22°C for 3b.} Binding reaction at 22°C for
30 min in a final velume of 20 ul: 20 min in a final volume of 20 ul:
Sx binding buffer, Sx binding buffer,

M40 ug of nuclear extract!, S g of nuclear extract,

1pg of poly-{di-d¢) 1pg of poly-{di-d<)

11 mi unlabeled oligonucleotides! 250fmol IRD700 end
labelled oligonucleotide !

4} Binding i P don d ing 4%
polyacrylamide gel electrophoresisin aTris borate buffer system

¥

S.The 4% pelyacrylamide gelwas
transferredto nitrocellulose membranes
{Hybend-C, Amersham} by semidry blotting.

v

&) Nitrocellulose membrane viere treated
with LICOR Odeyssy Blocking Buffer
and PBS in a L:Lratic.

v

7.} Blocked membranes were incubated
with the respective primary antibody.

v

&) Membrane is treated with secondary
antibodie s against primary antibody host
{Odyssey Goat anti- Rabbit IRDye® 630}

v

9.} Membranes and Gel were analyses on infrared Odyssey scanner from LFCOR

10.} Clear identification of DNA- Protein Complexas!




