
SDS-PAGE and Western Blot Protocol

For 10% SDS-PAGE:

1) clean plates with ethanol

2) set-up apparatus

3) make resolving gel mix:

	
	~5 mL

	water
	1.9 mL

	30% polyacrylamide (29:1)
	1.7 mL

	1.5 M Tris pH 8.8
	1.3 mL

	10% SDS
	50 (L

	10% APS
	50 (L

	temed
	8 (L


4) pour gel at angle

5) use 0.01% SDS to keep top of gel even

6) allow to polymerize

7) get rid of 0.01% SDS with blot paper

8) make stacking gel mix:

	
	~1 mL

	water
	680 (L

	30% polyacrylamide (29:1)
	170 (L

	1 M Tris pH 6.8
	130 (L

	10% SDS
	10 (L

	10% APS
	10 (L

	temed
	10 (L


9) pour stacking gel, add gel comb

10) allow to polymerize

11)  add 2x SDS-PAGE sample buffer to samples

12)  boil samples 5’

13)  load onto gel with marker

14)  run gel in Tris-Glycine (w/ SDS) Electrophoresis Buffer at 100 V about 60’

For Western blot:

10x Towbin Buffer:
30.3 g

25 mM Tris




144 g

192 M glycine





(w/ or w/o 100 mL 10% SDS)





adjust volume to 1 L w/ ddH2O

1x Towbin Buffer:
100 mL 10x Towbin Buffer




200 mL methanol







adjust volume to 1 L w/ ddH2O

1)  cut nitrocellulose

2)  soak gel (w/o stacking gel) in Towbin Buffer 15’

3)  soak nitrocellulose in Towbin Buffer 15’ (put in at 45 degree angle to prevent bubbles)

For semi-dry Western blot:

1)  wet extra thick blot paper in Towbin Buffer

2)  set-up Western:


----------------------------------
extra thick blot paper






#######################
gel






++++++++++++++++++++
nitrocellulose






----------------------------------
extra thick blot paper

3)  while setting-up stack, use tube or pipet to prevent air bubbles between layers

4)  transfer protein to membrane:
25 V for 60’ (1 minigel) (manual gives different directions)

For wet Western blot:

1)  wet normal blot paper and sponges in Towbin Buffer

2)  set up Western:


@@@@@@@@@@@@
clear plastic side






~~~~~~~~~~~~~~~~~~~~~
sponge






----------------------------------
blot paper

++++++++++++++++++++
nitrocellulose

#######################
gel






----------------------------------
blot paper






~~~~~~~~~~~~~~~~~~~~~
sponge






@@@@@@@@@@@@
black plastic side

3)  while setting-up stack, use tube or pipet to prevent air bubbles between layers

4)  set-up apparatus

5)  place ice in apparatus

6)  fill up apparatus with Towin Buffer (w/o touching ice)

7)  transfer protein to membrane:
100 V for 60’ (1 minigel)

For antibody probing:

TrisHCl/NaCl:

0 mL 1 M TrisHCl pH 7.5




30 mL 5 M NaCl






fill to 1 L with water

5% TrisHCl/NaCl/milk:
100 mL TrisHCl/NaCl





5 g nonfat dry milk

0.5% TrisHCl/NaCl/milk:
100 mL 5% TrisHCl/NaCl/milk





900 mL TrisHCl/NaCl

1) block membrane in 5% TrisHCl/NaCl/milk for at least 1 hour

2) dilute block buffer in remaining TrisHCl/NaCl

3) prepare 1st antibody dilution in diluted blocking solution

4) incubate with 1st antibody at least 1 hour to O/N

5) wash with diluted blocking solution 3x (or 2x) for about 10’

6) prepare 2nd antibody dilution in diluted blocking solution

7) incubate with 2nd antibody (HRP conj) at least 1 hour to O/N

8) wash with diluted blocking solution 3x (or 2x) for about 10’ [1:50,000 dilution of 1:2 ( 1:100,000 final dilution]

9) mix equal parts luminal/enhancer solution and stable peroxide solution

10) incubate for about 5’

11) expose/develop film

12) can store membranes wrapped in saran (and foil) at -20°C or 4°C
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