
1. Lysis buffer

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

使用直前ᶏtrasylol (apolotinin)ᶶ加ᵬᶯ

Cells on iceᲽ᳗ᴭ well plate)

PBS wash x 1 (293, 293Tᶋᶓ省略᳄ᶓᵰᶰᶨᵽᵨᶃᶥᲿᶃᶄᵻ培地ᶓ良ᵳ吸ᵪ᳘

2. Procedure

add  600Ჽ µl of Lysis buffer 

on ice 20 min᳗Ḅ᳐ᷝ᳐ᷖ᳐上ᶋ᳘ 

15000 rpm, 10 min, 4oC
sup᳗for total cell lysate : 30 µl of sample / 30 µl of 2 x SDS sample buffer & 98oC, 5 min᳘

add 0.5~1 µg ( / sample) of Ab (                )
end-over-end for 1h - O/N, 4oC (cold room) (1 h ~ O/N)
add 25 µl of protein A or  G
end-over-end for 30 ~ 60 min, 4oC (cold room)
wash with Lysis buffer x 3 (1 ml / tube)

add 2 x SDS sample buffer (15 ~ 30  µl)
(wellᶒvolumeᶏ応ᵼᶊ変ᵬᶯ)

98oC, 5 min

SDS-PAGE

add 20 µl of protein A or G-agarose (pre-clear)

15000 rpm, 1 min, 4oC
Sup

beads

<ImmunoprecipitationᲽ免疫沈降法>

to microtube

Lysis bufferᶒ組成ᶓ目的ᶏ応ᵼᶊ工夫ᶒ余地ᵦᶮ᳗特ᶏdetergent᳘

2 x SDS sample buffer
1 ml of 2 xSDS buffer (Blue)
+ 20 µl of 1M DTT

end-over-end for 1 h, 4oC (cold room)
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