<Immunoprecipitation FEILEEF>

1. Lysis buffer

1% NP-40

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

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

Lysis buffer® L pkld H BIIEC T LR DA HBHD (RriZdetergent)

2. Procedure

Cells on ice (6 well plate)
PBS wash x 1 (293, 293T T3 & W& ;130N Wesd, 7272 UREHIT B<IKD)
add 600 pul of Lysis buffer
on ice 20 min (O—7—4%— 1L T)
to microtube

15000 rpm, 10 min, 4°C
sup (for total cell lysate : 30 pl of sample / 30 ul of 2 x SDS sample buffer & 98°C, 5 min)

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

+ end-over-end for 1 h, 4°C (cold room)

2 x SDS sample buffer
+ 15000 rpm, 1 min, 4°C 1 ml of 2 xSDS buffer (Blue)
Sup + 20 ul of IM DTT
v add 0.5~1 ug (/ sample) of Ab ( )
end-over-end for 1h - O/N, 4°C (cold room) (1 h ~ O/N)
add 25 ul of protein A or G
+ end-over-end for 30 ~ 60 min, 4°C (cold room)
+ wash with Lysis buffer x 3 (1 ml / tube) <Protein A / GOZEUN T >
beads yiikniE | £ > X |Protein A |Protein G
add 2 x SDS sample buffer (15 ~ 30 ul) Mouse  |IgGT +
(welldOvolumelZ R U T Z %) lgG2a +
19G2b +
v 98°C,5 min 19G3 +
Rabbit |lgG + +
SDS-PAGE Goat IgG +
Rat IgG1 Mm7A&EBHEFL
IgG2a +
IgG2b +
IgG2c +




