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Supplementary Methods. Procedure for quantification of saliva sACE2

concentration and isoform identification

Saliva was incubated at 70°C during ten minutes for virus inactivation and then
centrifuged at 14,000 rpm and at 4°C for one minute. A quantity of 30 ul of the
supernatant were mixed with 6 pl of loading buffer (125mMTris-HCI at pH 6.8, 50%
glycerol, 5% SDS, 0.25M DTT, and bromophenol blue) and boiled at 90°C for five
minutes. Proteins were separated in Precast Protein Gels (4-15% Midi-
PROTEAN® TGX™, BioRad) at 150-250V and transferred to PVDF membranes at
400 mA for one hour. Next, membranes were incubated with blocking solution (Tris
Buffered Saline with Tween 20, pH=8 and 5% dry milk) at room temperature for 30
minutes and incubated with a diluted solution (1:1,000) of ACE2 antibody (66699-
1-1g, Proteintech) at 4°C overnight. This is a monoclonal mouse antibody that

recognizes the ACE2 ectodomain. Next, membranes were washed with 50 ml of



TBS-T 3 times for ten minutes, incubated with a diluted solution (1:33,000-
1:50,000) of Goat Anti-Mouse light chain Antibody, HRP conjugate (AP200P,
Proteintech) at room temperature for one hour, and washed again with 50 ml of
TBS-T at least 5 times for ten minutes. Immunoblots were developed using
SuperSignal™ West Femto Maximum Sensitivity Substrate and images were
acquired using ChemiDoc Imaging System (BioRad). Protein quantification was
performed (Image Lab Software; BioRad) using different amounts of ACE2 as
standard. The total protein concentration was calculated using the Bradford protein

assay.



