7.10 Experiment Report (A)

Experiment : ELISA Detection

I. Experimental purpose: After the protein was obtained, ELISA experiment was carried out to
detect whether the SARS-CoV-2 antibody targeting ACE2 had a neutralizing effect on the
binding of the mutant S1 protein to the ACE2 receptor.

e Plate 1: Detect whether the affinity of B38 to mutant B.1.1.7 mutant RBD decreases, and
whether the mutant B.1.1.7 has immune escape.
e Plate 2: Detect whether the affinity of mutant B.1.1.7 RBD and ACE2 receptor increases

I1. Experimental procedure:
No. 1 96-well Plates

1. Coat RBD&RBD-B.1.1.7 2.5ug/ml on 96-well ELISA plate, overnight at 4°C;

2. After Casein 200ul/well was sealed at room temperature for 1 hour, wash it with PBS
three times;

3. Casein diluted B38&isotype (igG4), 50ul/well, incubated for 1 hour at room temperature,
and washed the plate three times with 0.1% PBST;

4. Casein diluted HRP-goat-anti-human 1:2000, 50ul/well, after incubating for 1h at room
temperature, wash the plate with 0.1% PBST for three times;

5. After TMB 50ul/well develop color at room temperature for about 20 minutes, stop the
color development with 50ul/well 2M H2S0O4, and measure the OD450 absorbance with
a microplate reader.

No. 2 96-well Plates

1. Coat RBD&RBD-B.1.1.7 2.5ug/ml on 96-well ELISA plate, overnight at 4°C;

2. After Casein 200ul/well was sealed at room temperature for 1 hour, wash it with PBS
three times;

3. Casein diluted ACE2Fc&hlIgGFc, 50ul/well, incubated for 1 hour at room temperature, and
washed the plate three times with 0.1% PBST;

4. Casein diluted HRP-goat-anti-human 1:2000, 50ul/well, after incubating for 1 hour at
room temperature, wash the plate three times with 0.1% PBST;

5. After TMB 50ul/well develop color at room temperature for about 20 minutes, stop the
color development with 50ul/well 2M H2S0O4, and measure the OD450 absorbance with
a microplate reader.



II1. Result
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