Western Blot

Cells with 10 ul 2x loading dye(80ul dye and 20ul DTT) placed at 100C for 20 min.

Run Gel (BIO-RAD ready gels 4-20% Tris-HCL, 12 wells, 20ul)

1. boil cell lysates in 2X loading buffer( 80ul dye and 20ul DTT)at 100 C, 20min; boil ladder as instructed

2. Pour 1 x SDS-PAGE buffer into apparatus and wash wells of gel.

3. load 40 ug sample onto gel (mini-gel: no more than 30 ul)

4. run mini-gel @ 100V approximately 1 hour.

Gel Transfer (using Bio-RAD TRANS-BLOT SD semi-transfer Cell)

UseBioRad Immuno-Blot PVDF kit for protein blotting 90.2 um)

1. Wash membrane briefly in methanol and rinse in water (not for nitrocellulose)

2. wash membrane and gel in transfer buffer 15min (check and make sure MeOH was added to the buffer)

3. mark membrane so that lanes are visible, cut top right hand corner for orientation

4. assemble transfer stack one piece of blot paper on the bottom, membrane, gel, and one more piece of blot paper all soaked in transfer buffer and air bubbles rolled out between each layer. 

5. turn on power supply, transfer @ 70 V for 60 min (check to make sure there is current)

Detection

1. Add enough Ponceau S to cover membrane and let sit for 1-2 min.

2. wash with water until bands are seen

3. let sit in 1X PBST (to take away the pink)

4. leave membrane shaking for 1 hour soaking with 5% milk in 1XPBST (25 g nonfat dried milk, 500ml 1XPBST, .1% Azide-keeps fresh, store this soln in fridge)

5. add primary Ab- SV40T Ag (Oncogene) diluted 1:200 in blocking buffer shake at 4 C overnight

Day 2:

6. wash 4 times (5-15min each wash) in PBST (.1% Tween)

7. Horse Radish Peroxidase (HRP) in blocking buffer secondary Ab 1ul in 10 ml blocking buffer (without Azide) shaking for 1 hour

8. wash 4 times (5-15 min each) in 1 X PBST

9. make solution of equal amounts detection reagent 1 and 2 (Amersham Biosciences) enough to cover membrane (10 ml for sm mem) mix before pouring on mem. Let sit one min

10. seal in plastic and ready to develop on film.

Stripping:

1. Wash membranes in stripping buffer mixed with BME or DTT for 30 minutes. (100mM DTT)

2. Follow steps from washing then blocking buffer onwards.

2X Loading Dye Stock


1 M Tris, pH 6.8

1 mL



10% SDS 


4 mL



80% Glycerol


2.5 mL



Distilled Water

0.50 mL



Bromphenol Blue

0.02 g

*Right before use add 20 ul 1M DTT  to the 80 ul sample of dye 

Protein Gel Running Buffer (5X)



Tris Base


15.1 g



Glycine


94 g



10% SDS


50 mL



Distilled Water

to 1 L

Transfer Buffer (store at 4°)


Glycine

2.9 g

11.6 g



Tris Base

5.8 g

23.2 g




10% SDS

3.7 mL

14.8 mL





Methanol

200 mL
800 mL




Distilled Water
to 1 L

to 4 L

Ponceau S


Ponceau S

0.5 g



Glacial acetic acid
1 mL



Distilled Water
99 mL

Stripping Buffer



500 mL

50mL


1 M Tris, pH 6.8

31.25 mL

3.125 mL



10% SDS


100 mL

10 mL




Distilled Water

365.25 mL

36.25 mL
TBST (10X) (1 L)


NaCl


87.66 g


Tris, pH 7.5

100 mL


Tween-20

10 mL

Blocking Buffer


Dry NonFat Milk

25 g 



PBST



to 500 mL
