ELISA  Assays for Anti-Phosphorylcholine and anti-Dex  antibody responses. 

1.
Coat one 1/2 vol. plate with AB1.2 *(BH8) at each of the following concenrations:


0.5g/ml, 1g/ml, and 2g/ml in BBS; 50l/well.

2.
Coat one 1/2 vol. plate with each of the following Abs 2g/ml in BBS; 50l/well.


PC-BSA *(BH8)


TC54.8 *(BH8)


Dex-BSA *(MOPC 104E)


SJL18-1 *(MOPC 104E)


EB3-7 *(1-21)


*Standards for each antibody in parentheses.


Incubate o/n 4oC.

3.
Wash 3-5X w/ PBS.

4.
Block entire plate w/ PBS-BSA (1% w/vol) 100l/well.  Incubate 37oC 30 min.

5.
Wash 3-5X w/ PBS.  Load all wells w/ PBS-BSA 50l/well.

6.
Columns 1 and 2 will be duplicate titrations of the appropriate standard Ab .  Titrate 
standards by 2-fold serial dilution beginning at 0.25g/ml.

7.
Columns 3-11 will be sample columns.  Titrate sera by 2-fold serial dilution beginning 
at 1:500. (Attempted 1:40 last time but readings were off the scale.)

8.
Column 12 will be the PBS-BSA blank.  Incubate 4 hrs. 37oC or o/n 4oC.

9.
Wash 3-5X w/ PBS.

10.
Develop each plate with the appropriate AP conjugate diluted 1:500 in PBS-BSA 
50l/well.  Incubate 4 hrs. 37oC or o/n 4oC.


AB1.2, PC-BSA, and TC54.8 - goat anti mouse IgM AP


Dex-BSA, SJL18-1, and EB3-7 - goat anti mouse  AP


Incubate 4 hrs. 37oC or o/n 4oC.

11.
Wash 3-5X w/ PBS.

12.
Develop w/ AP substrate diluted 1mg/ml in substrate buffer; 50l/well.

13.
Stop with 5N NaOH 20l/well when the standard columns have sufficiently developed.
Read OD at 405nm and analyze w/ the ELITE program.

