Fusions of Fetal/neonatal spleens

Preparation of Neonatal spleens.

1. Place spleens on sterile stainless steel mesh held in hemostats.

2. With sterile plunger from 1ml syringe press cells through screen over a 5ml tube or  a small petri dish: wash cells through screen with cold PBS in a Pasteur pipette.

3. Wash 1x in tube with cold PBS

4. At this point the spleens (pooled or not ? ) are placed in a small flask at 5x105 ml and stimulated with 50ug/ml of LPS for 3 days or fused directly by the standard protocol

Preparation of fetal liver cell fusions

1. Remove livers as per other protocol(yours) put in 24 wells with cold PBS on ice.

2.One way is to use a 1ml plugged pipetteman tip and leaving the liver in the wells reduce to a cell suspension by repeated vigorous pipetting.Fresh one for each liver

3. Transfer cells to a 50ml tube and fill with icecold PBS. Centrifuge 2x at 1000rpm Older Livers will have milky supernatant.Large volume washes tend to get rid of the larger non- lymphoid cells. 

4.Respend pellet in 2ml of PBS (room temp makes clumps stickier) with a 3ml syringe

5.Pass through glasswool column or loosely packed cotton (wettable). Wash through with 4mls of PBS  into 5 or 10 ml tube. At this point the suspensions can be pooled to fuse or stimulated as above with LPS.

5. Cells can be cleaned up further by the TER119 method described in your first paper but for fusions it is probably not necessary.

6. The fusion is done the usual way either with the fresh suspensions or after 3 days with 50ug LPS.

7. Fusions are screened by coating ELISA plates with Goat anti-u or anti-lambda or kappa etc adding supernatant and developing with AP goat anti-u. To detect pre B hybridomas (non-secreting) pipette up and down hybridoma cells and add to the ELISA plate add .1% NP40 to the cells to lyse and release u-chains.

8. Once you have found the IgM secretors further screening can be done on selected antigens, anti-idiotypes of your choice etc.

