
cAMP Immunoassay

Assay Designs # 900-066
Date: ________________

Important Points:

- This kit is more sensitive than the R&D Parameter cAMP ELISA kit, does not require free-thaw and all steps are carried out at RT

- When 1st opening the kit, add 270μl of 10% triton X-100 to the 0.1M HCl (this will improve cell lysis)

- Do not use polystyrene tubes, use either glass or polypropylene (polypropylene tubes are opaque, polystyrene have a glass-like clarity)

- All reagents must be brought to ROOM TEMPERATURE before use.

- 6 wells are required for standard curve

- For DRGs: two rat E15 embryo (~170k cells) for triplicate readings of 6 conditions

- For SCNs: one rat E14 embryo (~750k cells) for triplicate readings of 12 conditions

- The phosphodiesterase inhibitor IBMX needs to be pre-dissolved:
- For a 24 well plate with 500μl of media:

- Dilute 0.5mM of IBMX to 5μM (1:100) with neurobasal and mix thoroughly

- Add 50μl of this 5μM IBMX to each well (add 50μl of neurobasal as a control)
	Standard 

(pmol/mL)
	0.1M HCl/0.1% X-100
	Volume of 

Higher Standard

	20
	990μl
	10μl of cAMP Standard

	5
	750μl
	250μl of 20pmol/ml

	1.25
	750μl
	250μl of 5pmol/ml

	0.312
	750μl
	250μl of 1.25 pmol/ml

	0.078
	750μl
	250μl of 0.312 pmol/ml

	0
	750μl
	None


Cell Lysate Preparation:

- 60mm plates with 150-300k cells

- Stimulate cells 

- Wash cells once with cold PBS or Hanks’

- Completely aspirate and add 350μl of 0.1M HCl/0.1% Triton X-100
- Incubate for 10min to ensure complete lysis

- Scrape and transfer to a 1.5ml eppendorph.

- Centrifuge at >600xg for 5min @ RT

Immunoassay:
- Prepare acetylation reagent: 1:2, acetic anhydride to triethylamine

- 60μl for standards and 20μl for each sample, 

- Transfer exactly 125μl of standard to a new tube, add exactly 6.25μl of acetylation reagent and vortex immediately

- Transfer exactly 325μl of sample to a new tube, add 16μl of acetylation reagent and vortex immediately

- Remove needed wells from microplate and immediately return to bag at 4°C

- Add 50μl of neutrlizing reagent to each well

- Add 100μl of either the diluted standards or sample to the appropriate wells

- Add 50μl of blue cAMP conjugate to all wells

- Add 50μl of yellow primary antibody solution to all wells

- All wells should now be green

- Cover with the adhesive strip provided

- Agitate at 500rpm for 2hrs at RT on a horizontal microplate shaker (max. setting #10 on Rotomax 50800)
- Dilute 5x wash buffer, need 700μl/well

- Wash each well 3x with 200μl of wash buffer

- Completely remove all wash buffer.

- Add 200μl of pNPP Substrate solution to ALL wells.

- Incubate in dark for 1hr at RT (no shaking)
- Add 50μl of stop solution to each well (should change from blue to yellow)

- Measure optical density at 405nm (with correction set btw 570-590nm) of each well IMMEDIATELY

Conditions:
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http://www.geocities.com/simonwaynemoore/protocols.htm 
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