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1. Oligo DNA annealing

5’ biotinated oligo A (50 uM) 24 ul
oligo B (50 pM) 24 ul
0.5M MgCl2 1 ul oligolIHPLCHE /L —R
5M NaCl 1 ul
50 ul
65°C, 2 min
Switch off O/N
-20°CERTF

2. Preparation of streptavidin-agarose (Sigma S-1638, 5 ml)

Beads (5 ml)

+ to 50 ml tube ((NAUZFEST=beadsiIPBS THE>THHES)
v 8000 rpm, 1 min

ppt

+ resuspend in 40 ml of PBS

+ 8000 rpm, 1 min
ppt
i resuspend in 5 ml of PBS

EppeniZ1mld D/3{EL . 4°CLRTF

3. Preparation of Poly dI-dC (Roche 1 219 847, 50 A260 Units)

OVAAZTE 1. 1ml of TE with 50 mM of NaClZ iz %
Sonication (RN 72<725E T HE ; E@EDY = —4—T10-20s)
50 ul 9" D50E
90°C, 10 min
Cool at RT
-20°CHRTF

4. Lysis buffer

1% NP-40

20 mM Tris-HCI (pH 7.5)
150 mM NacCl

{68 A 1B AijiZtrasylol (apolotinin)Z 1z %



5. Procedure

Cells (10 cm dish, 6well plate etc...)
PBS wash x 1
add 0.5 - 1 ml of Lysis buffer
MR 213 TeppeniZ [A1IY
end-over-end for 20 min, 4°C
15000 rpm, 10 min, 4°C
sup
+ add 20 pl of streptavidin-agarose (pre-clear)
+ 15000 rpm, 1 min, 4°C
sup

+ add 1.25 ul of biotinated DNA
3 ul of poly dI-dC
end-over-end for 1 h - O/N, 4°C
i add 25 pl of streptavidin-agarose
+ end-over-end for 30 min, 4°C

+ wash with lysis buffer x 3
beads
+ add SDS sample buffer

v 98°C,5 min
SDS-PAGE
6. Ptk (707 0—7"T., Smad2/3, SmaddDfs &% RHHE)
P1Smad2/3 (BD transduction)

$iSmad4 (B4; Santa Cruz)

7. 3CHik

(OligoDAL A1)

3xCAGA (JBC 274, 28716-)
3xTIE (JBC 277, 854-) : c-myc promoter (D TGF-beta inhibitory element



