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Protocol for Neutralizing Brain Thromboplastin Coagulation Activity 
 

A. Human Brain Thromboplastin: 
 

• Place 50 µL of human brain thromboplastin (1:200 in TBS, acetone extract of human brain) into 
plastic tubes. Add 50 µL of Control (TBS) or purified anti-TF IgG at various dilutions in TBS 
(0.05M Tris-HCl, 0.1M NaCl, PH 7.6), Vortex 

• Incubate for 30 minutes at 37° C 
• Add 50 µL of normal human platelet-poor citrated plasma. Incubate the tube in a 37° C water bath 

for 1 minute 
• Add 50 µL of prewarmed 30 mM CaCl2 – Start timing the reaction 
• Rock the tube continuously until the sample clots – Record the time in seconds 
• Reference curve: Double logarithmic plotting of thromboplastin dilutions versus clotting times 

 
Human Thromboplastin Dilution 1:50 1:100 1:200 1:400 1:800 1:1600 1:3200 

        
Clotting Time, seconds 28 33 38 42 49 68 76 

 29 33 37 43 50 69 77 
        

Human Brain Thromboplastin at 1:200 dilution Nº 4501 Stock Solution: 2 mg/mL  
   Nº 4502 Stock Solution: 2 mg/mL  

 
Neutralizing Control  Antibody Dilutions 

Antibody (TBS) Stock 1:20 1:100 1:1000 1:10,000 1:100,000 
        
 Clotting Time, seconds 

4501 38 115 110 94 61 45 38 
 37 112 110 93 64 44 41 
        

Irrelevant Goat IgG 38 38 37 38 38 37 37 
 37 39 38 39 39 38 36 
        

4502 38 109 107 64 42 39 39 
 37 108 105 63 41 39 38 
        

Irrelevant Rabbit IgG 38 38 37 38 38 37 38 
 37 39 38 39 39 38 38 
        

 
B. Rabbit Brain Thromboplastin: 

Same as above substituting Rabbit Brain Thromboplastin at 1:200 dilution  
[N° 4501 Stock Solution: 2 mg/mL] 

 
Neutralizing Control Antibody Dilutions 

Antibody (TBS) Stock 1:20 1:100 1:1000 
      

4501 36 109 85 54 36 
 35 109 86 55 37 
      

Irrelevant Goat IgG 35 38 37 38 38 
 38 39 38 39 39 

 


