HRE Gel Shift

Probe annealing

· Dilute 10 ug of each single strand oligo to 100 ul (each) with 10 mM Tris pH7.5/50mM NaCl

· Mix and Boil for 5 min

· Cool to RT

· OD 260

Labeling

· Reaction:

      3 ul Eco Pol Buffer

      1 ul 1 mM dA/dT/dG
      5 ul P^32   

      1.5 ul Klenow

      4 ul oligo

      15.5 ul H2O

** bring to 30 ul rxn

· Incubate for 30 min RT.

· Centrifuge in Spin Column. Count dpm of 1 ul and use enough probe to have 1 million dpm 
5% Polyacrylamide Gel (no SDS)
One Gel roughly 10ml

                                                              75 ml                            25 ml      

Acryl*Bis (29:1)                                   12.5                                4.2 

ddH2O                                                  15                                   5   

10X TBE                                                 4.5                              15        

Mix before adding

TEMED                                                    50 ul                            16.7 ul  

Ammonium Persulfate (10%)                 560 ul                          190 ul   
Mix well

Pour slowly over casting set- cover with saran and let set 3 hrs( overnight at RT.

Preparing samples and running gel
· Put extract and Buffer C in tube on ice

(5ug Nuclear Extract and bring volume to 3 ul with buffer C)

· Pre-run gel at 100 volts for 0.5-1 hr in 1X TGE buffer
· Prepare master mix:

4 ul 5X GS binding buffer

4 ul 0.25 ug/ul CREB oligo

1 ul Mt HRE 

1ul 1 mg/ml BSA

5 ul H2O

· Add 2 ul DTT to MM and then add 15 ul per tube on ice.

· Wait 15 min. on ice

· Add 1 ul probe and 1 ul Ab to tubes as needed

· Incubate on ice 30 min.

· Add 1 ul GS dye and load onto prerun gel

· Run at 100V-150V 30 min. past when dye runs off. (roughly 1.5 hours)

· Take down gel, using whatman paper, cut off dye front, and dry on gel dryer for 1:10 at 80C

· Develop it to film with enhancer incubate ON at -80.

Buffers


TE


        10mM Tris pH 8.0


          1mM EDTA



        * store at RT

5 X TGE                                                         1600 ml                                 1000 ml



250 mM Tris-base pH 8.5
             48.448g                                 30.28 g



1.9 M Glycine                                    228.208g                               142.63 g



10 mM EDTA


              5.952 g                                   3.72 g



