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Preparationof total proteinextractsfromcells or organs

Remove tissue as quickly as possible after killing the animal use straight away (cells: wash twice with PBS,

scrapeoff andfreezeas before). Determineweightand use appr. 1 mlbufferper 100 mgof tissue.

Homogenizefrozenmaterial with Polytronfor 2 x 1 minin the followingbuffer (pre-heatedat 95 °C):

50 mMsodiumphosphatepH 6,8
5%SDS

40mMDTT

5mMEDTA

5mMEGTA

20% Glycerol

0.01 % Bromophenolblue

After homogenization heat 5 min at 98 °C. If sampleis still viscous, heat for another 5-10 min. Spin 5 min full

speed (benchtop), transfer supematantin freshtube. Savepelletjustin case.

Use 1-10 pl per gel lane and top up with sample buffer. If 2D electrophoresisis desired precipitate total protein

with acetoneas describedin protocoland resuspendin IEF or NepHGEsamplebuffer.

Furtherconsiderations:

It might be necessary to add protease inhibitors, eg a cocktail of 2 mM PMSF, 0,5 mM E-64 and 100 ug/ml
ovomucoid. Otherinhibitors are availablefrom Pierce or Boehringer.

Someproteins require a different pH in the sample buffer or might be susceptible to boiling. Here heatingto 50-
65°Cmight be sufficient. In this case residual genomic DNA must be shearedby pressingthe samplethrougha
fine (27 G) syringeneedle.

It is essential that the buffer is either preparedfresh or storedin smallaliquotsat -20°Cto preserve DTT.

If samplesare storedfor longterm,re-add DTTto 20 mMbeforeheating.



	Preparation of total protein extracts from cells or organs

