
Purpose of experiment

Feasibility of multiplexing calcium and cAMP read 
out. To do this we used:

Human Prokineticin receptor 1 CHO (hPROKR1) cAMP Hunter 
cell line (95-0090C2) (Gs coupled)
Calcium NO WASH PLUS assay kit (90-0091)
cAMP XS+ kit (90-0075)

Concentration response curve of reference agonist hu EG-VEGF 
(Peprotech cat# 100-44, lot #0403244)
Both calcium and cAMP assays were run as a control in parallel 
to compare results with multiplexing data



Incubate 
for 30  min

at RT

Add 15 μl (CaNW Plus Dye  
+ cAMP‐antibody)

Incubate for 60 mins at 370C

Add 5 μl 4x agonist 
and read Calcium with 

Flexstation

Aspirate Media 
from adherent cells

Incubate 
For 60  min

cAMP‐Read

20 ul ED/Lysis/Cl working solution

2‐Step cAMP 3‐Step cAMP

Add 15 μl CaNW Plus Dye 
Incubate for 60 mins at 370C

Add 5 μl 4x agonist 
and read Calcium with 

Flexstation

Aspirate Media 
from adherent cells

5 μl antibody
20 ul ED/Lysis/Cl working solution

20 μl  EA

Incubate 
For 60  min

cAMP‐Read

20 μl  EA

Experimental set up for MULTIPLEXING

Serves as 
Calcium control 
as well

Incubate 
for 30  min

at RT

RT because 
calcium reading 

takes time to finish



cAMP


