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1.0 Purpose 
  
 The purpose of SOP 7.3 is to provide details on Western blotting for BRCA1 (Ab4 antibody) 
2.0 Scope 
 

SOP 7.3 is intended to cover all resources, personnel and equipment in the BCR laboratory. 
 
3.0 Materials 
 

No. Name Description Storage Location 

1.0 RIPA Cell lysis Buffer Cold Storage (026-380C) 

2.0 1x PBS Phosphate Buffering Saline Cold Storage (026-380C) 

3.0 Protein Assay Dye Binding Assay Cold Storage/Fridge #1 
(026-380C/026-328S-A) 

 
4.0 Procedure 
 

4.1 Rinse the cells with  
4.2 Get the whole cell lysate with RIPA buffer with 2% proteinase inhibitor cocktail from Roche.  

Store the cell lysate -80° C for long-term storage if you don’t use it right away. 
4.3 Thaw sample and standard proteins on ice. 
4.4 Put standard proteins (conc. Ranges from high to low (7 standards) and t hen water only) in 

first three columns of wells in a 96 well plate. 
4.5 Vortex each protein before adding.  Add enough protein + water to equal 10 μL.  Place in 3 

wells next to standard proteins (Next vertical volume of 3 wells) 
4.6 Dilute Bio-Rad Protein Assay: One part Bio-Rad Protein Assay and 4 parts H20.  Mix by 

flipping 50 mL tube. 
4.7 Add 300 μL/well of diluted Bio-Rad Protein Assay mix.  If concentration of protein is high, the 

color will be blue. 
4.8 Put plate on the rocker for a few minutes. 
4.9 Place plate in micro-plate reader.  On computer, select SoftMax (on desktop).  Click Assay, 

and then choose Bradford.  Copy grid into Excel and save to jump drive to print elsewhere. 
4.10 On printout, calculate amount of protein to be used by using average concentration. 

 Ex) If you used 2 μL of protein to 8 μL of H20 in step 3, multiply by 5 to get the final 
concentration (ng/μL). 

 Convert this concentration to μg/μL. 
 Calculate how many μL needed to get 100 μg 

4.11 Add protein sample plus blue buffer (6x) into new labeled tubes (#1-12). 
 Vortex protein before adding. 
 To make 100 μg of protein, based on concentration of protein calculate how much to 

add.  
 If the protein concentration is too high, add cell lysis buffer (RIPA) to dilute to 30 μL 

final; if the protein concentration is too low, go to dry the protein to make around 30 
μL/100 μg protein.  No more than 40 μL total (protein + 6-8 μL blue dye) 

 Put the gels into the tank and start to run the gel. 
4.12 Boil in dish on hotplate for 5 minutes. 
4.13 While boiling, wash wells in gel running tank with syringe.  Add marker to outside wells.  

Not numbered in tank. 
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4.14 After boiling, put on ICE while taking tubes to be spun down. 
4.15 Spin tubes briefly. 
4.16 Load the samples into corresponding well (from numbered tubes) and set timer for 1 

hour to 1.5 hours (~140 V). 
4.17 Check tank after 1 hour.  
4.18 Prepare membrane after 1 hour. 

 Cut it, wash it in methanol for 20s and rinse in dH20 for 5 minutes on rocker.  Dump 
the dH20 and replace with transfer buffer: for high size protein (>100 kDa) = low 
concentration methanol (10%)  Put membrane in buffer on rocker until gel is ready. 

4.19 Set up transfer machine. Wipe down with water and Kim-Wipes. 
4.20 Turn machine off and take gel out. 
4.21 Cut top part of gel off and place in appropriate transfer buffer (same as corresponding 

membrane) for ~ 10 minutes. 
4.22 Place 2 sponge pads into the buffer with membranes to soak for a few minutes. 
4.23 Place pad, then membrane, then gel and another pad onto transfer machine. (In that 

order from bottom to top). 
 Make sure the cut corner of membrane matches up to bottom right corner of gel. 
 Make sure there are no bubbles when you put on the membrane. 
 Once all on, use pipette to smooth down and add a little buffer on to9p. 

4.24 Set transfer machine to 22V for 1 hour and 30 minutes (for high protein size). 
4.25 After transfer, take membrane out and cut unnecessary parts. 
4.26 Soak in TBS-T (1xTBS, 1% Tween) 5 min. shaker 
4.27 Make milk solution, 1.5 g milk powder, 30 mL TBS-T (5% milk) 
4.28 Throw away TBS-T that the membrane is soaking in, submerge membrane in milk 

solution (TBS-T (5%milk)), block for 30 min. on shaker. 
4.29 Dilute Anti-BRCA-1 (Ab4) (1:50, 1:100, 1:200) in TBS-T (5% milk) 
4.30 Put membrane in the antibody solution. Put on shaker for 1 hour. 
4.31 Brief rinse in water 
4.32 Wash membrane 3x 8 min in TBS-T 
4.33 Dilute 2nd antibody-goat anti-mouse IgG-HRP (1:2000), 5 μL antibody: 10 mL TBS-T (5% 

milk) 
4.34 Remove TBS-T, add 10 mL 2nd antibody solution, shake for 1 hour.  
4.35 Can put membranes in same container.  Each time remove old buffer, add new. 
4.36 Wash membranes 3x 8 min in TBS-T 
4.37 Soak membranes in TBS 
4.38 To develop make 1:1 mix of West Pico Luminal Enhancer Solution and West Pico Stable 

Peroxide Solution (5 mL/tray) in 15 mL tube. 
4.39 Place membrane in clean dish with protein side up and add 5 mL of above mix on top of 

membrane.  Leave for 2-3 (Jianxin use 1 minute) minutes. 
4.40 Prepare cassette in meantime. 
4.41 Cut one small squares of saran wrap and place on cassette. 
4.42 Place membrane on each piece of saran wrap, protein side down. 
4.43 Fold saran wrap over back of membrane.  Roll pipette over to prevent bubbles. 
4.44 Place inside of cassette, close and take to dark room for developing. 
4.45 In dark room (on 6th floor) take out film (touching only a corner) and place on top of 

membranes in cassette.  Close for 15s, 30s, 1 minute, 1.5 minute (depending on 
strength of developing).  Open and put film on conveyor in developing machine after 
pressing small button on right side. 
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4.46 If you need to re-probe to other antibodies, put membrane into stripping buffer in glass 
tube and put it in the rotating machine.  Balance it and set it to 37° C for 20 minutes.  

4.47 Put membrane into 1x PBS and wash 2x for 5 minutes each, on rocker (at room 
temperature). 

4.48 Start blocking in nonfat dry milk mixture (same as step 4.25) 
4.49 You can leave the membrane in the milk mixture longer until it is time to put on the 

antibody.  
4.50 Continue with Step 4.29 
4.51 Notes from Jianxin: I used whole cell lysate.  With Ab4, I only saw 2 major bands.  One 

is full length and the other is degradated product.  You may need to optimize your Ab 
dilution. 

4.52  
 

5.0 Applicable References 
 
 

 
6.0 Change Description 
 

Revision Date Reference Description of Change 

1.0 7/3/12 CL Added room locations 

 


