
Western Blot Protocol:

● Solutions used:
1. Blocking solution. TBS + 0.1% (v/v) tween 20 + 5% (m/v) powdered molico skim milk or
3% Bovine serum albumin)
2. Washing solution. 1x TBS-T (0.1% Tween20)

● Possible revelations:
Infrared dye:



1. Prepare blocking solution (consider blocking volume and antibody dilution)

2. Soak the nitrocellulose membrane in TBS for 2 minutes or until hydrated.

3. Membrane Block
a) Place the membrane in a vat and block with desired blocking solution (TBS +

0.1% (v/v) tween + 5% (m/v) powdered molico skim milk) for 1h at room
temperature. 6ml

4. Dilution of primary antibody
A. Prepare the primary antibody diluent:

i.  Add Tween20 to blocking buffer (TBS + 0.1% tween + 5% mollic skim milk) for final
concentration of 0.1%
ii. Dilute the primary antibody as per manufacturer's recommendations in blocking
buffer.

1. (It can vary from 1:200 - 1:5000) -
2. Dilution 1:1000 - Volume 5000 uL

a. v antibody = volume of solution /(1000) = 5000/1000 = 5uL of antibody
b. 4995 uL of (tbs + 0.1% tween 20 + 5% milk)

3. Use enough antibody to cover the membrane.

5. Incubate the membrane with primary antibody
a. Incubate overnight in the refrigerator with agitation

6. Wash the membrane
a.Carefully remove the primary antibody solution.
b. Rinse the membrane with  1X TBS-T
d. Stir vigorously at room temperature for 15 min.
e. Remove the wash solution
f. Repeat 3 times.

7. Dilution of secondary antibody
a. Dilute the secondary antibody in the appropriate diluent for the membrane

used. For IRDye® 800CW it is recommended to use the 1:20,000 dilution.

8. Incubate with secondary antibody:
Carefully keep the membrane protected from light during incubation and subsequent
washes.

a. Incubate for 1 hour with secondary antibody at manufacturer's dilution. Do
not go beyond 1h as this increases the background

9. Membrane washing
a. Remove the solution with the secondary antibody
b. Rinse the membrane with 1x TBS-T
c. Shake vigorously at room temperature for 15 minutes on the shaker.
d. Remove the solution
e. Repeat washing 3 times.



10. Rinsing the membrane
a. Rinser membrane with 1xTBS to remove residual tween.

11. Scan the membrane
a. Scan the membrane on an Odyssey Imaging System.
b. The membrane must be scanned dry.

12. If stripping is to be done, do not allow the membrane to dry completely.

● ECL detection

1. Transfer the resolved proteins on a polyacrylamide/SDS gel (see SDS-PAGE
protocol) to a nitrocellulose membrane under an electric current of 100V for 1 hour
(BioRad system).

2. Stain membrane with Ponceau Red (1 minute), quickly destain with MilliQ water and,
with a pencil, mark the bands of the molecular size marker (Ladder 10kDa).

3. Wash again with Milli-Q H2O to bleach.
4. Block the membrane with 5% skim milk in PBST buffer (PBS added with 0.05%

Tween-20) at room temperature for 1 hour or at 4°C overnight.
5. Incubate the membrane for two hours at room temperature in the presence of

antibodies properly diluted with 5% skim milk in PBST buffer.
6. Wash membrane three times for 5 minutes in PBST.
7. Incubate membrane for one hour with appropriate secondary antibody (peroxidase

conjugate) with 5% skim milk or BSA in PBST buffer.
8. Wash membrane three times for 5 minutes in PBST.
9. Treat the membrane with chemiluminescent reagents:

● ECL – homemade: mix 5 mL of ECL and 1.5 µL of 30% H2O2 place the
mixture on the membrane and incubate one for 1.5 minutes.

● ECL-Amershan: mix equal volumes of the ECL solutions, place the mixture on
the membrane and incubate one per minute.

10. Drain off excess solution and expose membrane in a photodocumenter.


