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Methods: Pro-Surfactant Protein B Measurement Protocol 
 
The protocol for measuring pro-surfactant protein B by enzyme-linked immunosorbent 
asay (ELISA) is provided for a single plate. First, a Costar (9018) clear high-bind plate is 
coated with 100 μL/well of 1μg/mL AAmSFTPB.515 antibody diluted in 0.05M carbonate 
buffer pH9.6. This plate was sealed and incubated over night at 4°C. The plate was then 
washed 4x with TBST. 150 μL/well of 3% BSA in TBS was added to each well and 
incubated for at least one hour at room temperature. The plate was then washed 4x with 
TBST. Plasma samples were diluted 1:100. A dilution series for the standard curve of ~3.0 
to 2000 pg/mL was created using APrSFTPB.233 recombinant protein (12 μL in 4 mL 
reagent diluent). 100 μL of standard and 100 μL plasma sample was added to each well 
and incubated at room temperature for 1 hour. The plate was then washed 4x with TBST. 
AAmSFTPB.B477 antibody was diluted to a concentration of 0.5 μg/mL in TBST. 100 μL of 
this solution was added to each well and incubated at room temperature for 1 hour. The 
plate was then washed 4x with TBST. Strep-HRP 1/200 was diluted in sample diluents 
(10.2 mL in 50.6 μL of S-HRP). 100 μL was added per well and incubated at room 
temperature for 20 minutes. The plate was washed 4x with TBST. 100 μL/well of 3,3’,5,5’-
tetramethylbenzidine (TMB) was added and left for 12 minutes. The reaction was then 
stopped with 100 μL of H2SO4. The results were then read at 450 nm with a correction 
factor of 620 nm. 
 
The limit of detection was 2.743 pg/mL. The median coefficient of variation was 6.1%. 

 


