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[Experiment 1, binding assay]

Reagents

* Human ACE2, His Tag

- Bioin labeled SARS-CoV-2 Spike glycoprotein, Rabbit I[gG1 Fc tag
- HRP-labeled streptavidin

+ Immobilization buffer : PBS (-)

- Dilution buffer/Blocking buffer : 1%BSA/ PBS (-)

- Washing buffer : PBS(-) containing 0.05% Tween20

- HRP substrate : TMB etc.

+ Stopping solution : 2N H,SO,

+ 96-well plate
- Plate seal
- Plate shaker

+ Plate reader

Preparation of reagents
1. Dilute human ACE2, His Tag with PBS(-) to 1p g /mL. 100 pL of the solution is needed

per well.

2. Dilute biotin labeled SARS-CoV-2 Spike glycoprotein, Rabbit IgGl Fc tag with
1%BSA/PBS(-) to 29-21000ng/mL (serial dilution by three-fold). 100 pL of the solution

is needed per well.

3. Dilute HRP-labeled streptavidin according to manufacturer’s manual. 100 pL of the

solution is needed per well.
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Dilute human ACE2, His Tag.

Add 100 pL/well of human ACE2 in 96-well plate.

Stand at 4°C overnight.

Remove the reagent completely and add 300uL/well of washing buffer. Discard the
washing buffer and repeat this washing process twice.

Add 200uL /well of 1%BSA/PBS(-).

As a blocking procedure, stand the plate at room temperature for 2 hours or at 4°C
overnight.

Remove the reagent completely and add 300uL/well of washing buffer. Discard the
washing buffer and repeat this washing process twice.

Add 100uL/well of diluted biotin labeled SARS-CoV-2 Spike glycoprotein, Rabbit IgG1
Fc tag.

Stand at room temperature for 2 hours.

Remove the reagent completely and add 300uL/well of washing buffer. Discard the
washing buffer and repeat this washing process twice.

Add 100pL/well of diluted HRP-labeled streptavidin.

Stand at room temperature (reaction time should be refered to the manufacturer’s
manual) .

Remove the reagent completely and add 300uL/well of washing buffer. Discard the
washing buffer and repeat this washing process twice.

Add 100uL/well of substrate solution to react at room temperature.

When the color developed, add 50puL/well of stopping solution.

Measure the optical density (OD450) of each well by plate reader.

10 100 1000 10000

CoV-2 5 protein RBD-biotin {ng/mL)



[Experiment 2 : Screening for the binding inhibitors by competition assay]

Reagents

* Human ACE2, His Tag

- Bioin labeled SARS-CoV-2 Spike glycoprotein, Rabbit IgG1 Fc tag
- SARS-CoV-2 Spike glycoprotein, Rabbit IgG1 Fc tag

- HRP-labeled streptavidin

- Immobilization buffer : PBS (-)

- Dilution buffer/Blocking buffer : 1%BSA/ PBS (-)

- Washing buffer : PBS(-) containing 0.05% Tween20

- HRP substrate : TMB etc.

+ Stopping solution : 2N H,SO,

+ 96-well plate
« Plate seal

- Plate shaker

- Plate reader

Preparation of reagents

1. Dilute human ACE2, His Tag with PBS(-) to 1p g /mL. 100 pL of the solution is needed
per well.

2. Dilute biotin labeled SARS-CoV-2 Spike glycoprotein, Rabbit IgGl Fc tag with
1%BSA/PBS(-) to 1200ng/mL. 50 pL of the solution is needed per well to make final
concentration of 600ng/mL.

3. Dilute SARS-CoV-2 Spike glycoprotein, Rabbit IgG1 Fc tag with 1%BSA/PBS(-) to 20-
10000ng/mL (serial dilution by two-fold) to make final concentration of 10-5000ng/mL.

4. Dilute HRP-labeled streptavidin according to manufacturer’s manual.

Method for the measurement

1. Dilute human ACEZ2, His Tag.

2. Add 100 pL/well of human ACE2 in 96-well plate.

3. Stand at 4°C overnight.

4. Remove the reagent completely and add 300uL/well of washing buffer. Discard the
washing buffer and repeat this washing process twice.

Add 200uL /well of 19%BSA/PBS(-).

6. As a blocking procedure, stand the plate at room temperature for 2 hours or at 4°C
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overnight.

Remove the reagent completely and add 300uL/well of washing buffer. Discard the
washing buffer and repeat this washing process twice.

Add 50uL/well of diluted biotin labeled SARS-CoV-2 Spike glycoprotein, Rabbit [gG1 Fc
tag.

Add 50pL/well of SARS-CoV-2 Spike glycoprotein, Rabbit IgG1 Fc tag as a control
inhibitor or any inhibitor samples to be tested.

Stand at room temperature for 2 hours.

Remove the reagent completely and add 300uL/well of washing buffer. Discard the
washing buffer and repeat this washing process twice.

Add 100pL/well of diluted HRP-labeled streptavidin.

Stand at room temperature (reaction time should be refered to the manufacturer’s
manual),

Remove the reagent completely and add 300uL/well of washing buffer. Discard the
washing buffer and repeat this washing process twice.

Add 100uL/well of substrate solution to react at room temperature.

When the color developed, add 50pL/well of stopping solution.

Measure the optical density (OD450) of each well by plate reader.

Check for the decrease in the absorbance caused by the binding inhibitors.
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