Aim : To test  Hybridomas for the production of  anti Pc and variant antibodies.

A. John injected  4 mice with R-36A vaccine and made Hybridomas  at ~4days

B. These were then tested by Elisa and interesting monoclonal antibodies detected. The hybridomas making these abs were then consolidated  onto four 96 well plates and frozen in the plates in 12%DMSO. These were thawed out and regrown and we are going to retest all of them again with a set of abs specific for the variable regions of these anti -PC antibodies. These abs are called anti-idiotype antibodies

First step (coating and blocking plates)

1. Coat plates with 100ul of purified: 

Goat anti-mouse IgM, PCBSA, TC68.3, TC139.2, AB1-2, GB4-10          

 at  2ug/ml in PBS (no other protein, get fresh from Alyces  refrig). Incubate overnight at 4oC.

2. Wash 3X w/ PBS with plate washer. keep plates  full of PBS

3. Block entire plate w/ PBS-BSA (1% w/vol) 100ml/well.  Incubate 37oC room temperature for 30mins.

4. Flick out BSA-PBS blocking buffer and load all wells w/ PBS-BSA 20-50ml/well.

Second step

Add supernatants from the Master plates in replicate on each of the coated plates

1. Using the multichannel-pipettor to divide up the sups from the master-plates and  distribute  onto the replica plates . 20-40ul usually possible.

2. Incubate at 37C for 2hrs.

3. Wash 3 times with PBS in plate -washer.

4. Add second step antibody (in  this case alkaline  phosphatase  coupled  goat anti mouse IgM antibody diluted 1/500 in PBS-BSA.

5. Incubate 2 hrs. 37oC or o/n 4oC.

6. Wash 3x w/ PBS.

7. Develop w/ AP substrate diluted 1mg/ml in AP substrate buffer; 100ml/well.

8. Stop the enzymatic  reaction with 5N NaOH 20ml/well when sufficiently developed.
Read OD at 405nm and analyze w/ the ELITE program( if necessary). Place plates in a moist container in case of disaster.


