Western Blot Protocol
A. Prepare sample
Normal

1. cell extract

2. ∏ assay

3. calculate vol. ( 25μg/well

Fish

1. homogenize embryos (
Ø in SDS PAGE sample buffer

B. Run Gel

1. assemble gel
a. get a glass slab pair (top: cut away & bottom: full)

b. clean gel side with EtOH

c. lay silicon worm horizontal @ bottom edge

d. place spacer on both sides

e. place cut away glass on top

f. hold one side temp with clamp

g. slightly wedge open opposite side & bring worm up around with out pinching @ bottom corner

h. clamp that side with 2 clamps

i. repeat for opposite side

j. stand up-right

2. solution for thick gels
a. 7.5% seq. gel (x1 large gel)

i. 16.9 ml H2O

ii.  15   ml 1M Tris (pH 8.9)

iii. 7.5   ml acrylamide:bisacrylamide stock 40% (37.5 : 1)

iv. 400     λ 10% SDS

add below  when ready to polymerize

v.   28     λ Temed

vi.   140↑ λ 10% APS ammonium persulfate
pour gel (leave ~2cm from bottom of comb wells)

spray 0.1% SDS for sharp contrast

b. stacking gel (x1 large gel)

i.    11   ml H2O

ii.    1.87ml 1M Tris (pH 6.8)
iii.    1.9  ml acrylamide:bisacrylamide stock 40% (37.5 : 1)

iv.   150    λ 10% SDS
v.     18    λ Temed
vi.     75↑  λ 10% APS ammonium persulfate
3. pour gel

a. pour seq gel ( ~ ½ hr polymerize

b. spray 0.1 SDS

c. add Temed & APS ammonium persulfate  to stacking gel solution

d. pour stacking gel ontop of sharp spray-seq gel interphase

e. insert comb

4. assemble gel

a. remove silicon worm

b. clamp to water fall apparatus

c. load samples in the dry with normal tips
LOAD POSITIVE CONTROL AND LADDER
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d. spray running buffer over loaded wells
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e. fill top & bottom reservoirs with running buffer
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5. run 1 ½ hr. @ ~120 volts

C. Transfer

1. disassemble “running gel” in sink

2. pry open glass slabs

3. use the recently removed glass slab to cut off

a. stacking gel

b. lateral sides

c. immediately below dye migration

measure
4. pry open glass slabs
5. get a piece of transfer paper of similar size

Transfer continued…
presoak
6. place transfer paper in tupper with transfer buffer ( put on rocker
7. place gel in tupper with transfer buffer ( put on rocker
8. in a large glass/tupper container with transfer buffer submerse & assemble transfer cassette as follows

use broken pipette to remove bubbles on steps a(g
a. cassette ( black side down

b. overlay with white scrub thing

c. 3M paper

d. gel

e. transfer paper (nitrocellulose)
f. 3M paper

g. white scrub thing

h. close cassette & lock

i. fill apparatus with transfer buffer
j. check stir bar works properly

k. insert cassette black side towards (-) black electrode

l. electrodes are to be placed as far apart as possible

9. run

a. FAST
1 hr @ 60v cold current + ice & electrodes closer together
or

b. SLOW
overnight @ ~20v (~0.15 milli amp)
D. Ponceau Stain: OPTIONAL

MAKE SURE ∏ SIDE FACING UP!
1. stain with reusable Ponceau
2. drain & rinse in H2O until background is reduced

3. photocopy if needed

E. Block

1. 5% powder milk in wash buffer PBS + 0.05% tween
2. incubate
a. FAST
1 hr @ 370C(shaker

or

b. SLOW
overnight

F. 1o ¥
1. 1:100 or 1:1000 of rabbit ¥67489 raised against ∏1803K
2. incubate 1 hr on RT rocker
a. + ∏ 1803K (5% by vol)
14 λ anti ∏ : 3 λ ∏ : 14 ml 5% milk
b.  - ∏ 1803K

14 λ anti ∏ :      -    : 14 ml 5% milk
G. Wash

1. 3 x Wash Buffer (5 min each)
H. 2o ¥
…incubate 5 min after ¥  is added
1. 1:5000 of HRP-¥ horse radish peroxide coupled antibody goat anti rabbit 3 λ HRP-¥ / 14 ml diluted in 14 ml wash buffer + 1mg/ml BSA
 for final 2% [BSA] use 280 λ unlabeled BSA solution / 14 ml wash buffer
2. incubate ½ hr to 1 hr on RT rocker

I. Wash

1. 3 x Wash Buffer
(5 min each)

2. 1 x Wash Buffer
(15 min each)

3. 1 x PBS

(5-10 min each)

4. 1 x dH20

(10 min each)

J. Develop in dark
1. place on seran wrap

2. NEN rxn ( mix 1:1 Oxi:Luminol reagents ( immediately add to membrane for 60 sec

3. remove, slightly blot against paper towel & wrap membrane in seran wrap
4. open film ( indent on film @ upper left hand corner ( close cassette ( expose film 90 sec

5. remove film and check to make sure paper IS NOT stuck to back of film ( slide film in ┴ + push button
