PROTOCOL

ELISA BASED EGFR KINASE ASSAY

Stock solution

Phosphorylation Buffer
50 mM HEPES, pH 7.4, 125 mM NaCl, 24 mM MgCl2
Wash Buffer


PBS, 0.1 5 Tween 20

Blocking Buffer

PBS, 3 % BSA, 0.05 % Tween 20

1) Plate coating, to be done prior assay: incubate Nunc MaxiSorp plates 48 h at 37ºC with 100 µl/well of 0.25 mg/ml poly-Glu-Tyr (PGT) in PBS.

2) Remove the excess PGT and wash the plate 3 times with wash buffer (250 l/well)

3) Prepare phosphorylation buffer + Vanadate (PBV)
phosphorylation buffer 

9.9 ml

10 mM sodium orthovanadate 
0.1 ml (100 M final)

4) Prepare the EGF solution 12 g/ ml in PBV

5) Prepare a fresh solution of ATP (50 M)
ATP (20 mM)  
6.25 l

PBV

 
2.5  ml

6) Prepare compounds dilution in PBV (see details). A typical assay is performed  at 10-5, 10-4, 10-3, 10-2, 10-1, 1 and 10 M as a final concentrations.

7) Prepare a fresh solution of EGFR (0.6 g/ml final)

9) For 1 plate {3 compounds in duplicate 36 wells, 2 wells for positive control (no drugs), 2 wells for negative control (no ATP) and 2 wells for background (no PGT)}.


EGFR ( Biomol; 20 g/ml)
  10 l

PBV   



333.33 l

8) To each well add

· 10 l of compound dilution

· 20 l of PBV

· 7.5 l EGFR (0.6 g/ml; 4.5 ng /well)

· 2.1 l EGF (12 g/ml; 25ng/welll)

· 20 l of ATP (50 M)

· Final volume (60 l)

10) Incubate 8 min at room temperature with constant shaking.

11) Stop reaction by aspiration mixture and by rinsing the plate 4 times with wash buffer.

12) Incubation 25 min with 50 µl/well of HRP-conjugated PY20 anti-phosphotyrosine antibody (Santa Cruz Biotechnology, CA) diluted to 0.2 g/ml in blocking buffer
13)  Removed antibody by aspiration, and wash the plate 4 times with wash buffer.
14) Develop color signal by addition of 50 µl/well of 3,3`,5,5`-tetramethylbenzidine      peroxidase substrate (TMB) solution (Kireggard & Perry Labs).
15) Stop the blue color development by addition of 50 µl/well of H2SO4 (0.09 M).
16) Read the plate at 450 nm using a Bio-Rad ELISA reader (model 2550). Signal is Typically 0.6-1.2 OD units, with essentially no background.  
Details of step 6

For a molecule weight of 291 (Temezolomide): weight 3 mg in 1.7 ml of DMSO (6 mM).

Mass to weight for x compound = 3/291.moleclar weight of compound.

i.e BJ 2000: 3/219.312.76 = 3.224 mg/1.7 ml DMSO (stock solution 6 mM).

PROTOCOL

ELISA BASED c-src and Insulin KINASES ASSAY

Conditions for the c-src and insulin kinase assays are the same as those for the EGFR kinase assay, except for the addition of 1 mM manganese chloride to the assay buffer and a final ATP concentration of 100 µM. The reaction is terminated by the addition of 50 µl of 250 mM EDTA prior to aspiration. 

For experiments comparing inhibition of EGFR with c-src-kinase:

Use the Baculovirus-expressed human c-src (1.2 units/well , Upstate NY) to substitute the EGFR.

Use PP1as a selective inhibitor of c-src (IC50 = 170 nM) (Biomol Research Laboratories Inc.

For experiments comparing inhibition of EGFR with insulin kinase:

Use the Baculovirus-expressed cytoplasmic domain of the insulin receptor ß subunit (15 ng/ml, Biomol Research laboratories Inc., USA) to substituted the EGFR.

Use HNPMA-(AM)3 (Biomol Research Laboratories Inc.) an inhibitor of insulin receptor (IC50 = 100 (M). 

