PROTOCOL FOR SPOT-ELISA





1.Coat wells (USE 1/2 WELL PLATES IF CELL #S ARE A PROBLEM) with 50ul of  a 5ug/ml solution of antibody or antigen. May have to be tested but values for regular Elisa should be ok.Incubate o/night at 4C or at 37 for 4hr.


2.Block with  1% FCS in PBS in 100ul 1hr at 37C.Wash 3 times with PBS and then once with complete medium then fill  the plate with 50ul of complete medium. 


3.Place desired concentration of cells in the first well in 50ul of medium and titrate in doubling (or other ) dilutions.


4.Incubate undisturbed  o/night in tissue culture incubator **.


ALL OF THE ABOVE STEPS TO BE DONE STERILEY.





**MEDIUM:  If the B cells are to be stimulated before screening use 50ug LPS with 20% FCSin our standard RPMI medium with 20 units of IL-2 Human or mouse as well as  IL-5. This may be altered depending on what we now know about B cell subset  requirements.





THE FINAL STEPS CAN BE DONE NON-STERILEY





5.Empty wells and wash 3x with PBS containing O.1% Tween 20 as you would for an Elisa.This will lyse and wash out the cells as well.


6. Add 50ul of AP-coupled antibody (a second step assay can be used if necessary).Incubate for 1-2hr at 37C.


7.Wash 3x with PBS Tween20  let stand in buffer and prepare 0.6%agarose- substrate.


	Heat substrate(BCIP) solution to 40C


	Add to this a dissolved amount of 3% agarose solution so that the final 	agarose solution is ~0.6%.


Add ~100ul of 0.6% of agarose-substrate solution : BE SURE TO AVOID BUBBLES.


8. Incubate at 37c  to enhance color development ( sometimes o’night if necessary)


9. Read and count spots in the wells where there is an optimal density on inverted microscope. ( check for correspondence with dilution effect ).














REAGENTS





1.AMP Buffer ( 1M for substrate )





Dissolve 150mg MgCl2.6H20


	     O.1ml TritonX-405 (Sigma cat# T-7253)


	     0.1gm NaN3


in a small amount of distilled H20


Add with stirring 95.8 ml of AMP (2-amino-2-methyl -1-propanol , Sigma A987)


Fill to 900ml with dH20.


Adjust the pH to 10.25 with conc.HCl ( requires a lot more than you think)


Let sit O/night at room temperature.Recheck ph and bring total volume to one liter.





2. Prepare 5 BCIP solution (5-bromo-4-chloro-3-indolyl-phosphate)


Dissolve 0.1gm 5BCIP/100 ml of AMP buffer.


FILTER THROUGH 0.45um filter.


Store sterile at 4C





3. Boil 3% w/v solution of gelling agarose in dH20 before use.





4.Washing buffer.


PBS with 0.05% Tween 20 (add 250ul Tween20 to 500ml of PBS)





5.Conjugate buffer


PBS with 0.05% Tween 20, 1% BSA or FCS. Make up fresh.


Conjugate AP-abs usually 1/500.





STRATEGY


	As can be seen from the accompanying sample done by Hui, the idea is to calculate the number of Id or Ag secreting B cells in relation to the number of IgM secreting cells titrated on the same plates. As you can see IgM secreting cells are much higher but very convincing Id and Ag spots can be detected. I generally used 1 or 2x104 cells in the first well, but this can be experimented with.


	Variations on this method can be used.Inhibition with antigen eg PC-chloride could be use to get an idea of affinity.





As a way of screeening large populations we have panels of ant-ids that can be used in comparative studies eg to compare the repertoire of  a manipulated mouse with a normal.


1.Phosphorylcholine system.


PC-BSA


AB1-2 ant-id


GB410-4 anti-id


TC39 anti-T15Vh





2.NIP system


NP-BSA


NIP-BSA


�Ac146  


Ac38          C57Bl/6


A39-40


R--


�R--  BALB/c


R--


Anti-Lambda 


Anti-kappa





Phosphatidylcholine System.


AntiVH11


AntiVH12


Trimethyl-ammonium BSA





Alpha1-3dextran system. ( In BALB/c this is a Lambda light chain response)


EB37-2 anti-id J558 predominant


SJL18-1 anti-idM104E high on neonate low in adult This is IgM develop with antilambda. 


CD3-2 antiJ558VH is also a lambda LC . Has a high background in serum.


RD3-2 and others, anti-Ids all to  D region idiotopes


DEXBSA


 


Levan Inulin system


A48 ant-Id


Inulin BSA


Levan





DNP-TNP System


FD5-1 Anti-id


DNP-BSA





Vh7183-associated abs.


Anti BC2


35-1


JB4-2


BA1-2


BD2-6


JB4-2














