
<DNAPᷮḄ᷊ᷟ᳐Ḃ>
1. Oligo DNA annealing

5’ biotinated oligo A (50 µM)              24 µl
oligo B (50 µM)              24 µl
0.5M MgCl2                      1 µl

5M NaCl                        1 µl

50 µl

65oC, 2 min

Switch off O/N

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

Beads (5 ml)
to 50 ml tube (ᶗᶷᶏ残ᶇᶃbeadsᶓPBSᶋ洗ᶇᶊ合ᶳᵿᶯ᳘

8000 rpm, 1 min
ppt

resuspend in 40 ml of PBS

8000 rpm, 1 min
ppt

resuspend in 5 ml of PBS
Eppenᶏ1mlᵾᶈ分注ᵻᲾ4oC保存

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

ᶗᶷᶏ直接1.1ml of TE with 50 mM of NaClᶶ加ᵬᶯ
 Sonication (粘張性ᵰᶎᵳᶎᶯᶢᶋᲽ目安᳄普通ᶒᷔᷢ᷈᳐ᷖ᳐ᶋ10-20s)
50 µlᵾᶈ分注
90oC, 10 min
Cool at RT

4. Lysis buffer

1% NP-40
20 mM Tris-HCl (pH 7.5)
150 mM NaCl

使用直前ᶏtrasylol (apolotinin)ᶶ加ᵬᶯ

oligoᶓHPLC精製᷇ḃ᳐ᷠ

-20oC保存

-20oC保存



Cells (10 cm dish, 6well plate etc…)

PBS wash x 1

5. Procedure

add 0.5 - 1 ml of Lysis buffer 
細胞ᶶᶓᵰᵻᶊeppenᶏ回収
end-over-end for 20 min, 4oC
15000 rpm, 10 min, 4oC

sup

add 1.25 µl of biotinated DNA 
3 µl of poly dI-dC

end-over-end for 1 h - O/N, 4oC
add 25 µl of streptavidin-agarose
end-over-end for 30 min, 4oC

wash with lysis buffer x 3

add SDS sample buffer

98oC, 5 min

SDS-PAGE

6. 抗体 (7ᶒᷮḄ᳐ᷭᶋᲾSmad2/3, Smad4ᶒ結合ᶶ見ᶯ場合)

抗Smad2/3 (BD transduction)
抗Smad4 (B4; Santa Cruz)

add 20 µl of streptavidin-agarose (pre-clear)

15000 rpm, 1 min, 4oC
sup

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

7. 文献

᳗Oligoᶒ配列᳘

beads


