SUBTRACTIVE IMMUNIZATION PROTOCOL

John F. Kearney

In this example, antibodies to the human BP-1 differentiation antigen were desired.  BP-1 expressing L-cells (BP-1L) were obtained by transfecting L cells with a cDNA expression vector and selecting for stable transfectants.

DAY 0
Inject L cells (~2 X 107) suspended in CFA subcutaneously into the regions that drain the inguinal, popliteal, and para-aortic lymph nodes on the right side of the mouse *.  (Injection into the footpad is not allowed in the US, but would probably be a very effective way to stimulate the popliteal lymph node.)

DAY 4
Inject BP-1L cells into similar sites on the left side of the mouse.

EVERY 3-4 DAYS THEREAFTER (Four times)
Inject the right side with L cells, left side with BP-1L cells in PBS.

ONE DAY AFTER THE LAST INJECTION

Dissect out lymph nodes from the left side.

Tease nodes into a single cell suspension.

Do fusion.

Screen by FACScan staining of L versus BP-1L cells.

* If immunizing rats, a single site draining the popliteal node is injected, rather than multiple sites as in the mouse, and only the popliteal node is used for the fusion..

