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Quality parameters in hit discovery campaign for TryR 
The initial TryR screening campaign was conducted in single point, where each of 61,808 compounds was tested at 30 µM,and percent 
inhihbition (PI)  calculated. The performance statistics for the screen are shown in Figure S1.  

 

 

 

 

 

 

 

 
Figure S1. Data quality parameters throughout screening campaign A) Z factor and B) IC50 of clomipramine (standard inhibitor included on all screening plates, n = 
177) 
 

Based on a statistical analysis of the error around the full signal controls (5xSD), compounds with PI values ≥ 50% (n = 901) were 
cherry-picked for retest. Additionally, compounds with PI < 30 (n = 16) were also re-tested to ensure they were not automation errors 
creating false negatives. PI was then determined at 30 µM in duplicate, as described for the single point screen. The correlation 
between replicates within the retest screen and correlation with primary screen was very good (Figure S2). 

 

 

 

 

 

 

 

 

 
Figure S2. Correlation plots showing A) PI values obtained from individual replicate points in the retest screen  and PI values obtained from the single point screen 
and the average from the retest screen replicates  
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Potency Screening 

All potency curves were tested in duplicate. Two titrations of the standard inhibitor clomipramine were included on all potency plates, as 
a measure of consistency between assays. All screening plates were approved on the basis of attaining certain quality thresholds 
(Z’>0.6; IC50 clomipramine between 6 – 24 µM).  

 

 

 

 

 

 

 

 

 

 
Figure S3. Example potency curves. Concentration-dependent inhibition by A) clomipramine (n = 10). IC50 value was determined as 13.31 ± 1.65 µM (Hill Slope = 
0.85 ± 0.1) and B) Compound 1 (n = 2), identified as a hit compound against TryR. IC50 value was determined as 0.77 ± 0.048 µM (Hill Slope = 1.13 ± 0.05). (Mean ± 
SD) 

 
Data Analysis 

ActivtyBase (Abase) version 5.4 from IDBS was used for the data processing and analysis. Individual Abase protocols and templates 
(HTS) were developed for each screening stage. All curve fitting was undertaken using XLFit version 4.2 from IDBS. A 4 Parameter 
Logistic dose response curve was utilised using XLFit 4.2 Model 205. Database querying and report creation was undertaken using 
SARgen version 5.4 from IDBS.  
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