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CXCR5 staining of CD4 T cells

1. Centrifuge cells in 96-well round bottomed plate at 2100rpm for 2’. Decant medium.

2.  Make dilution of primary antibody (rat anti-mouse CXCR5 purified from BD at 1:100).  50ul per well. Dilute in FACS stain buffer + serum: PBS + 0.5% BSA + 0.1% sodium azide supplemented with 2% normal mouse serum (NMS) and 2% FCS. 

3.  Add cocktail to wells. Incubate in a REFRIGERATOR (4-8 C) for 60’. 

(Stains can also be left for hours if necessary for convenience.)

4.  Wash 2x with regular FACS Buffer.

5.  Stain with secondary antibody at 1:1000 dilution (Jackson Immunoresearch- biotin conjugated AffiniPure Goat anti-rat (H+L)) in FACS buffer + NMS + FCS for 30’ in the fridge.

6. Wash 2x with FACS Buffer

7. Stain with tertiary antibody at 1:1000 in FACS buffer + NMS + FCS for 30’ in the fridge (SA-PE and SA-APC have been tested and work well. Note: SA-PE must be spun down before use to avoid particulate PE debris). At this time include all other surface stains such as CD4, B220, etc. 

8. Wash 3x with regular FACS Buffer.

9. Agitate pellet to loosen cells. Resuspend cells in fresh 2% PFA***

10. Acquire the samples IMMEDIATELY if at all possible (do not need to fix the cells to do this!). With PFA fixation, can let them sit overnight if necessary, but no longer.

Reagents:

***2% PFA in PBS SHOULD be made fresh from powder. 2g PFA in 100 mL 1XPBS – incubate at 70C to dissolve…. Cool down on ice before adding to cells. I don’t use PFA older than one week.

