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From Nurse Dombe hdndbook

5.6 Immunoprecipitations

Breaking the cells

l. Collect 25 ODs ofcells (by filtering or centrifugation).

2. Wash once with loml stop buffer 
Z^j

3. Resuspend in lml HB buffer and transfer to ep-pis. Spin down the cells and remove the
supernatant. Cell pellets can be frozer at that stase -a6a

4. add l00ul HB and 500u1 glass beads

5. vortex with cell braker in CR for 5 min. Check under microscope (more than 607o
should be broken) +5.^lr-t

x

I 6. add 200u1 HB, make hole with needle at the bottom of the eppendorf, place in clean ( <,' eppendorf and spin for l-2 sec to transfer liquid to new epp. - fut ]"Se + ed
7. spin l3k l5min. Transfcr sgtlfw tube.

wt, x l(ccp 20ul extract+loul HB + 30u12$ampl€ brffer io load on gel. r-hal rS
/ -

/ 
Keel5ul+5ul 2xsample buffer w/o dyes for protein determination. 
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Protein concentration should be around 7-lOug/ul 

/

Preparing beads

for protein A tagged proteins:

use 20ul human IgG agarose bead suspension/lP.

wash 3x lml HB. resuspend in l00ul HB/lP ) O

wash pretein G bead8 3x lml HBr loave 500ulr add antibedyr leaveretating for 30min at
@

hepare beads for n+l samples (eg use l00ul bcad suspension for 4 lps).
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IPs

mix 20oulextract with l00ul bead suspension

rotate 2hrs in CR

spin 4k 20-30sec. keep sup (30u1+30ul 2xsample buffcr for gel) SuP
/  . t  r  I  A  \

washsxwith lml HB ( Carep ^"t b locfg be,"dls) .

X leave aroutrd 30u1, add 30ul 2xsample buffer (pellct rygqklbllllqgnce .)

- lf more concenhated IP required, leave around 25ul and add 6ul 5xSB (around 20x)

lf lgcs might be a problem for westem, use sample buffer w/o DTT or b-
mercaptoethanol (will only work when antibodies are coupled to beads)

-To estimate [P efficiency, dilute IP sample after boiling (eg 5ul in 45ul lxSB for equal
Ioading to total)

lf background is a problem, try: adding salr to HB (150-500mM KCI), decrease the
amount of beads added, preclear extract eg with prot€in A agarcse, precoat the beads eg
with BSA

Buffers

Stop Buffer
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boil all samples 5min lOooc SS.- b- "e^.!s + --.-.:"f1.1- ^<,. l^;.c

l5OmM NaCl,50mM NaF, lOmM EDTA, lmM NaN3. hepare fresh beforc use. lO,.-( /:,,V\C

HB Buffer
'l zs.u vors pni.2, rsmMugcr2,l5mM EcrA, lmM DTT, lzo Triton-X100

phosphatase inhibitors:60mM b-glyc€rophosphate, l5mM p-nitrophenylphosphate,
0.lmM sodium vanadate

proteinase inhibitors*: lmM PMSF, 20ug/ml leupeptin, 40ug/ml aprotinin
i use Roche compf ete mini proieosJ innioitors inst"ia i^e 1'..rotei prt 1n!- lo',,,<.

Note: proteinase inhibitor and EGTA concentmtions are about l0x more than what
normally used in other organisms, but S. pombe has high levels ofproteinases, eg in
nitrogen starved cells
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