Preparation of Lung Tissue for Whole Cell Protein Analysis

Specimen:  Lung tissue 

Purpose:

Remove lungs from treated mouse and obtain whole cell extracts from tissue for use in protein assays. 

Reagent:

1.  1 X PBS

2.  Lysis Buffer

50mM Hepes pH 7.5


150mM NaCl


1.5mM MgCl2

1mM EDTA


0.2mM EGTA


1% NP40


10% glycerol


20mM sodium fluoride


1mM dithiothreitol (DTT)


1mM phenylmethyl fluoride (PMSF)


5mM sodium ortho-vanadate

10mg/mL aprotinin


10mg/mL leupeptin


2mg/mL pepstatin


1mM benzamidine

* Hepes, NaCl, MgCl2, EDTA, EGTA, NP40, glycerol and sodium flouride can be used 

   to make a stock solution and then DTT, PMSF, sodium ortho-vanadate, aprotinin, 

   leupeptin, pepstatin, and benzamidine can be added just before use.

Procedure:

  1.  Sacrifice

  2.  To exsanguinate, cut abdominal aorta and perfuse lungs through the anterior aspect 

       of the heart with 30mL of 1 X PBS

  3.  Cut trachea and dissect lungs from the body

  4.  Perfuse lungs with 10mL of PBS by injection with a 25 gauge blunt needle through

       the trachea.


*Repeat until lungs are white in color  

  5.  Put lung tissue in 1.5mL micro centrifuge tube on wet ice


*Tissue may be stored at -80 

  6.  Transfer tissue from micro centrifuge tube to 5mL snap tube

  7.  Add 600uL of Lysis Buffer to tissue

  8.  Homogenize tissue on wet ice for 5 X 30sec bursts at 20,000rpms with a high speed

       homogenizer 

  9.  Transfer to new 1.5mL micro centrifuge tube

10.  Incubate on ice 30min with agitation (vortex every 5min) 

11.  Centrifuge samples at 12000rpm for 30min at 4( 

12.  Transfer supernatant to new micro centrifuge tube 

13.  Store in –80 for BCA protein assay
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