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Appendix 1 

Supplemental Methods 

Serum specimens were initially tested for anti–SARS-CoV-2 antibodies by SARS-CoV-2 ELISA 

using recombinantly expressed viral spike protein S1/S2 (1). Briefly, plates were coated overnight at 

4°C with a concentration of 150 ng/ml of S1/S2. All serum specimens from evacuees were then added to 

plates in serial 4-fold dilutions from 1:100 to 1:6,400 and washed, followed by the addition of 

horseradish peroxidase (HRP-conjugated anti human IgM/IgA/IgG (SeraCare Life Sciences, Milford, 

MA) with 2,2’-azino-di (3- ethylbenzthiazoline- 6-sulfonate; ABTS) peroxidase substrate system to 

detect binding and to determine endpoint antibody titers (SeraCareLife Sciences, Milford, MA). 

Absorbance was read at 405 nm and 490 nm as background correction. The highest dilution with a 

background correction optical density >0.4 was the endpoint titer. Any specimens with titers ≥400 were 

considered positive by ELISA. Serum samples that were positive by ELISA were confirmed by 

microneutralization test using live SARS-CoV-2 USA_WA1_2020 in a Biosafety Level 3 laboratory, 

using the MERS-CoV microneutralization workflow (2). 
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