                                      Western Blotting  

Preparation of Buffer and Reagent 

(1) 10x Running Buffer:                          (2)10x TBS Buffer

Tris Base 30.4g                                        Tris Base 24.2g

Glycine 144.2g                                         NaCl        80g

SDS 10.0g                                                add ddH2O to 1L and adjust          

 add ddH2O to 1L                                             PH=7.6

(3) Transfer Buffer:                                   (4) 1X TBST (Wash Buffer)

 Tris Base (25mM)     3.03g                          10x TBS     100ml

 Glycine (192mM)     14.4g                           ddH2O       900ml

 ddH2O                      800ml                          Tween-20  1ml

 Methanol                  200ml

   (5) 5x laemmili Loading Buffer

(I) 50ml 1M Tris-HCl (PH=6.8)

7.88g Tris-HCl, add ddH2O to about 50ml, adjust PH=6.8

(II) 1% Blomophenol Blue

0.1g Blomophenol Blue, add ddH2O to 10ml

(III) 10ml Laemmili Loading Buffer

                3.00 ml          1M Tris-HCl(PH=6.8)

                5.00 ml          Glycerol

                1.25 ml          (-Mercaptoethanol

                0.25 ml          1% Blomophenol Blue

                1.00g              SDS

Protocol:

  Electrophoresis and blotting

  1. Mix sample (50-100ug) Cell lysate or tissue lysate with 5x Loading          Buffer and boil for 5 minutes. Unused samples must be stored at –20(C

  2. Make gel sandwich according to instruction of Xcell SureLock Mini-Cell 

      and load the samples to each well, run the gels 30mins at 30V first, then

      change to 120V to run another 2Hrs( 120mins, but it depends on which 

band you are looking for, run longer for high molecular weight band, shorter for low molecular weight band)

 3. Transfer gel to nitrocellulose membrane ( or PVDF membrane) according 

to the instruction of Xcell II Blot Module. The condition for transfer is 25V constant for 1.5 hours.

Blocking the membrane

1. Block non-specific binding sites by immersing the membrane in 5% non-      fat dried milk in TBST buffer ( sometime it needs special serum to reduce background) overnight at cool room on an orbital shaker.

2. Briefly rinse the membrane with two changes of wash buffer and then      wash the membrane for 3x 15mins with fresh changes of wash buffer at room temperature.

Primary Antibody Incubation 

1. Dilute the primary antibody in TBST buffer. The dilution factor should be determined empirically for each antibody( e.g. CRHR1, use 1:500)

2. Incubate the membrane in diluted primary antibody for 1 hr at room temperature on an orbital shaker.

3. Briefly rinse the membrane with two changes of wash buffer and then wash the membrane for 3x15 mins with fresh changes of wash buffer at room temperature.

Secondary Antibody Incubation

1. Dilute the HRP labelled secondary antibody in TBST buffer. The dilution factor should be determined empirically for each antibody(eg.  for rabbit anti-goat HRP, 1:10,000 is the optimal dilution.

2. Incubate the membrane in diluted secondary antibody for 1 hr at room temperature on an orbital shaker.

3. Briefly rinse the membrane with two changes of wash buffer and then wash the membrane for 3x15 mins with fresh changes of wash buffer at room temperature.

Detection

1. Remove the  detection reagents from storage at 4(C and allow to equilibrate to room temperature before opening.

2. Mix detection solution A and B in a ratio of 40:1 (for example, 2ml solution A+50ul Solution B). The final volume of detection reagent is 2ml/membane

3. Drain the excess wash buffer from the washed membranes and place protein side up on a plate, pipette the mixed detection reagent on to the membrane.

4. Incubate for 5 mins at room temperature 

5. Drain off excess detection reagent by holding the membrane gently in forceps and touching the edge against a tissue. Place the blots protein side down on to a fresh sheet of SaraWrap(, wrap up the blots and gently smooth out any air bubbles.

6. Place the wrapped blots, protein side up in an x-ray film cassette, place a sheet of autoradiography film (Hyperfilm ECL) on the top of membrane, expose for seconds (depends).

