PGE2 ELISA (Cayman Chemical)

1.0
Buffer Prep

1.1
EIA Buffer:

1 vial EIA concentrate

90 mL UltraPure Water  (be sure to rinse vial to remove precipitated salts)

100 mL working stock EIA buffer

1.2
Wash Buffer

1 vial (5 mL ) Wash Buffer Concentrate

2L Ultra Pure Water

1 mL Tween 20

2L working conc. Wash buffer 

1.3
PGE2 Standard:

1 vial PGE2 standard

1.0 mL EIA buffer

1 mL PGE2 standard at 10 ng/mL

(stable for 4 weeks at 2-8C)

1.4
PGE2 Express tracer:

100 dtn PGE2 AChE Tracer

6 mL EIA buffer

6 mL working conc. Tracer

(stable for 2 weeks at 2-8C – do not freeze)

1.4
 PGE2 EIA monoclonal antibody:

100 dtn PGE2 EIA monoclonal antibody

6 mL EIA buffer

6mL working conc. PGE2 monoclonal antibody

(stable for 4 weeks at 2-8C)

2.0 
Standard Curve Prep

2.1 
Label eight test tubes #1 -8

2.2 
Aliquot 800uL EIA Buffer to tube #1 and 500uL EIA buffer to tubes 2 -8

2.3 
Transfer 200uL of working standard (10ng/mL) to tube #1 and mix

2.4 
Serially dilute standard by transfering 500 uL from tube #1 to tube #2. Mix thoroughly. 

2.5 
Repeat 2.3 by transferring 500 uL through tube #8. 2.6 Standards should be stored at 2-8C for no more than 24 hrs.

3.0  Plate Set up 

NOTE: Each plate will have two blanks (Blk), two non-specific binding wells (NSB), three mximum binding wells (Bo)and and eight point standard curve run in duplicate.
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3.1 
100uL of EIA buffer to NSB wells 

3.2 
Add 50 uL EIA buffer to Bo wells 

3.3 
Add 50uL from tube 8 to wells H2 and H3 

3.4 
Continue 3.3 until all standards have been added (use same tip for all standard wells, before loading wells of next standard “equilibrate the tip in that standard) 

3.5 
Add 50uL sample per well 3.6 add 50 uL PGE2 AchE Tracer to each well except the total activity (TA) well and the blk wells 

3.7 
Add 50 uL PGE2 EIA monoclonal antibody to each well except TA well, NSB wells and Blk wells.


Quick Reference Pipetting Summary

Reagent\Well
Blk
TA
NSB
Bo
Std/Sample

EIA Buffer
--
--
100uL
50uL
--

Std/Sample
--
--
--
--
50uL

Tracer
--
5uL (at devl.)
50uL
50uL
50 uL

Antibody
--
--
--
50 uL
50 uL

4.0
Plate Incubation and Development 

4.1 
Cover plate with plastic film (from kit) and incubate for 60 min at RT on 

an orbital shaker 

4.2 
Reconstitute Ellman's reagent with 20mL Ultra Pure water prior to use 

(store protected from light when not in use. Discard unused reagent as it 

is not stable) 

4.3 
Empty the wells and wash 5 times with wash buffer ~ 300uL/well 

4.4 
Add 200uL of Ellman's Reagent to each well 

4.5 
Add 5uL Tracer to TA well 4.6 Cover with platic film and tin foil and 

incubate on an orbital shaker for 60 – 90 minutes take first read at 60 

minutes (Bo wells should be > 0.3 AU (blank subtracted) if not read at 

90 min)

4.6 
Read plate at a wavelength between 405 and 420. Wipe bottom of 

place with KimWipe prior to read. 

4.7 
If Bo wells are not within the range of 0.3 – 1.0 AU wash the plate, add 

fresh Ellman's Reagent and let it develop again.

