Macintosh HD:Users:frankslab:FRANKS LAB PROTOCOLS:Antibody purification:from Zhongchi's lab 15 March 2007


The peptide sequence (RDLKATAQAFQAEG) corresponds to residues 23-36 of LUFS domain in LEUNIG.

Antibody purification from serum

· Dilute the peptide in buffer for denaturing conditions (Laemli buffer without bromophenol blue), to at least a final concentration of 100ng/(L. Heat the sample for 3min. at 95°C.

· Apply between 1-2L of protein sample to a Nitrocellulose or PVDF membrane strip (which can fit in a 1.7 ml eppendorf tube) and allow drying for a short time at room temperature. The sample can be spotted several times, avoid damaging the membrane surface with the tip. Alternatively, a western blot can be prepared and then cut into several strips.

· The membrane can then be block with 10% milk in 0.01%Tween-TBS (TTBS), for 1h at room temperature with gentle agitation.

· Rinse the membrane 5 X 5minutes each time, with wash buffer (TTBS) at room temperature with gentle agitation.

· Incubated with the serum overnight at 4°C with gentle agitation. 

· Wash the membrane again as before.

· Elute the bound antibody from the membrane with500 (l Glycine 0.2M pH 2.8. Tap or turn the tube for <= 10 sec, then immediately transfer the elution to another ep tube with 50 (l of Tris-HCl 1M, pH8. (Check with pH paper that final pH=7.0) to neutralize the elution. If necessary a solution of 1M KH2PO4, pH9.4 can also be use to reach the desire pH but it should be ok with the indicated volumes. Aliquots were made and kept at –20°C.

To check purification, run a similar procedure but incubate the blocked-membrane o.n at 4(C with the purified anti-LUG antibody at a dilution 1/1000 in 5%milk-0.01%TTBS. The next day, wash 5X for 5min with TTBS and incubated with horseradish peroxidase-conjugated rabbit secondary antibody (dilution 1/5000 in 5%milk-0.01%TTBS, for 1h at RT).  Detect Immunocomplexes after washing the membranes 5X for 5min with TTBS, by using enhanced chemiluminescence’s detection system (Amersham). 

    Use  centricon (centrifugal filter) to concentrate the purified antibody.    

    Centricon is purchased from Millipore.

Laemmli 4X (store at RT)


100 ml

Tris-HCl pH 6.8 (250 mM)


3g

40% (v/v) Glycerol



40 ml

5% (p/v) SDS




5g

0.005% (p/v) Bromophenol Blue

5 mg

10X TBS (0.5M Tris Base, 9% NaCl, pH 7.6):

       Tris base  




61 g

       NaCl 





90 g

       Distilled water 




to 1000 ml

       Mix to dissolve and adjust pH to 7.6 using concentrated HCl.

       Store this solution at room temperature. Dilute 1:10 with distilled water before use and adjust pH if necessary.
