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	Table 1. Differences in measurements of IC50 between Fluorescence and RapidFire assays

	*Compound ID
	r_avg
IC50
	f_avg
IC50
	*Compound ID
	r_avg
IC50
	f_avg
IC50

	

86
	65
	99.5
	



93
	57.8
	99.5

	

94
	59.9
	99.5
	

95
	59.6
	99.5

	

113 
	58.9
	99.5
	

173
	57.8
	99.5

	

231 
	53.25
	99.5
	


241
	18.02
	99.5

	

242 
	57.5
	99.5
	


243
	24.27
	99.5

	


259 
	52.04
	99.5
	

292
	35.12
	99.5

	


598
 
	48
	99.5
	

599
	99
	0.97

	

688 
	10.55
	99.5
	


691
	43.5
	99.5

	


692 
	54.59
	99.5
	

693
	32.24
	99.5

	





**Details of the assays used to measure the activity of the Covid-Moonshot project compounds.

Fluorescence Mpro assay
Compounds were seeded into assay-ready plates (Greiner 384 low volume 784900) using an Echo 555 acoustic dispenser, and DMSO was back-filled for a uniform concentration in assay plates (maximum 1%). Screening assays were performed in duplicate at 20 µM and 50 µM. Hits of greater than 50% inhibition at 50 µM were confirmed by dose response assays. Reagents for Mpro assay reagents were dispensed into the assay plate in 10 µl volumes for a final of 20 µl. Final reaction concentrations were 20 mM HEPES pH=7.3, 1mM TCEP, 50 mM NaCl, 0.01% Tween-20, 10% glycerol, 5 nM Mpro, 375 nM fluorogenic peptide substrate ([5-FAM]-AVLQSGFR-[Lys(Dabcyl)]-K-amide). Mpro was pre-incubated for 15 minutes at room temperature with compound before addition of substrate. Protease reaction was measured continuously in a BMG Pherastar FS with a 480/520 ex/em filter set.
RapidFire Mpro assay
Inhibitor compounds are dispensed into 384-well plates using the ECHO dispenser (DMSO concentration < 1%). Enzyme solution, containing 20 nM Mpro, 20 mM HEPES, pH 7.5 and 50 mM NaCl, is added to each well and incubated with the inhibitor for 15 min at RT. The reaction is initiated with the addition of 2.0 μM substrate (TSAVLQSGFRK, custom synthesized in Schofield group). After 10 min the reaction is quenched with 10% formic acid and injected into an Agilent RapidFire LC-MS system. Data analysis are done with PRISM and CDD. All compounds are triaged by testing calculating the % inhibition at 5 and 50 μM final concentration. Dose response curves are done with 11 datapoints range of 100 – 0.0017 μM inhibitor.

**https://discuss.postera.ai/t/ic50-assay-result-differences/1941 (Accessed 28/07/2022)
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