Rescue of Mutant Gonadotropin-Releasing Hormone Receptor Function Independent of Cognate Receptor Activity
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Supplemental Figure 1. GnRHR 10K pilot.  10K pilot screen run in triplicate at a single concentration.   The scatterplot of the 12,801 compounds run in triplicate at 6 µM screening concentration.  Z’ for the pilot was 0.76±0.05, S:B was 2.65±0.08, N=33 plates.  89 active compounds with an average activity greater than 10.5% (average+3SD of the low control).  
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Supplemental Figure 2. Saturation binding and Scatchard plots of the 11 compounds.  E90K GnRHR mutant binding after rescue with each of the 11 compounds. All experiments were done at least 3 times and averaged; N of 3 + SEMs.  A. Saturation Binding Plots.  B. Scatchard Plots.
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[bookmark: _GoBack]Supplemental Figure 3:  GnRHR IP assay mutant rescue.  IP assay activity of 12 compounds showing rescue of the E90K GnRHR mutant. All experiments were done at least 3 times and averaged; N of 3 + SEMs.



[image: ][image: ]Supplemental Table 2. GnRHR IP-One TR-FRET  assay protocol in 1,536-well plate format. 
 
Supplemental Table 1. GnRHR FLUO2  assay protocol in 1,536-well plate format. 
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image8.png
Order Step Condition Comments
1 Dispense cells 3pliwell 1,500chw in growth media, centrifuge
2 Pin Compounds and Controls 26nliwell Compounds pinned at 5.2uM final concentration in 0.4% DMSO
3 Incubation 17 hours 37C, 5%C02, 95% humidity
4 GnRH dispense 3.0 pliwell 1000nM GnRH in 2X Stim buffer
5 Incubation 2 hours 37C, 5%C02, 95% humidity
6 IP-One Detection 1.5pliwell IP-One D2 (1:20)
1.5pliwell IP-One Cryptate (1:20)
7 Incubation 1 hour Room temperature in the dark
8 Read Viewlux 340nM excitation, 618nM and 671 emissions
9 Raw data Ratio 618nM/67 1nM
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Order Step Condition Comments
1 Dispense cells 3pliwell 1,500chw in growth media, centrifuge
2 Pin Compounds and Controls 26nliwell Compounds pinned at 5.2uM final concentration in 0.4% DMSO
3 Incubation 17 hours 37C, 5%C02, 95% humidity
4 Fluo2 dispense 2.0 pliwell
5 Incubation 1 hours 37C, 5%C02, 95% humidity
10 minutes Room temperature
6 Basal read 5sec Raw 1- average of reads 1-5
7 GnRH dispense 50 nliwell 500nM final GnRH in 75% DMSO for agonist stimulation
8 Kinetic read 140 seconds Raw 2- max of reads 6-140
9 Raw data Ratio Raw 2/Raw 1
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