Nuclear Receptor Reporter Assay System
384-well Format Assays
~Protocol Quick Guide ~
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DAY 1

Step 1: Thaw CRM-1 = 37°C
Thaw CSM-2 = room temperature

Step 2: Use CSM-2 to prepare
“2x Test Compound” media
CSM-2

CRM-1 Reporter
37°C + Cells
-80°C

dilutions
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Concentrated Stocks
of Test Compounds
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“2x-Test Cmpd”

Media
Steps 3 & 4: Rapid thaw of Cells
= -80°C Cells + 37°C CRM-1
= 37°C >3 min.
Step 5: Dispense Reporter Cells «—
= 15 ul per well 15 ul / well
Step 6: Dispense “2x-Test Compound”
media = 15 ul per well 15 ul / well
R
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Step 7: Incubate assay plate 22 — 24 hr 888880885588058855833883
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Incubate

Step 8: Transfer frozen “Detection Substrate”

- 37°C, 90% humidity,5% CO:
to 4°C to thaw overnight
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DAY 2
Step 9: Equilibrate “Detection Substrate” ‘
to room temperature (from Day 1)
22 — 24 hr incubation
Step 10: Prepare Luminometer Detection l
Substrate 999929909000090000900009
= 888888838888855500000099
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If following Alternate Step 11A: — §§§§§§§§§§§§§§§§§§§§§§§§
= Dispense Detection Substrate ' 8 88866858568666555555888
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= 15 ul per well

= 30 minutes “reaction rest” at
room temperature

* Read assay plate, < 0.5 sec / well

If following Alternate Step 11B:

= Dispense Detection Substrate
= 15 ul per well

* Read assay plate, < 0.5 sec / well
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15l / well

v

(Alternate Step11A: 30 minute reaction rest)
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Quantify Luminescence
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Data Analyses
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Log (ECsp)

1 2
Logiq [Test Cmpd], nM
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