


Record FACS data for all samples

Collect at least 4000 events for each sample

Record FSC, SSC, FL-1 height, FL-2 height, and FL-3 height in the data file for each sample

Determine percent staining and staining intensity for each sample using analysis software

Preparation of Reagents
Preparation of T Cell Media:

Pre-filter Pooled Human Serum through an 0.8 µm filter

Aliquot 250 mL of RPMI 1640 (with 25 mM Hepes)

Supplement with 45 mL Pooled Human Serum, 3 mL Penicillin/Streptomycin, and 3 mL
Glutamine

Filter ingredients through a 0.2 µm bottle top filter and store in the accompanying 500 mL bottle.

Preparation of FACS buffer

Aliqot 5 mL of FBS into a 500 mL bottle of 1X PBS (1% final concentration)

Add 0.5 g of sodium azide (0.1% final concentration)

Mix well and store at 4°C

II.  Amplification of Patient PBMCs for Tetramer Analysis
If the expected precursor frequency of the antigen specific T-cell of interest is less than 1:1000, we
recommend antigen specific amplification prior to tetramer staining.  Here is one suggested protocol:

1. Separate PBMCs from 15-40 mL of heparinized blood by gradient centrifugation (e.g. by Ficoll
underlay).  Resuspend cells in T-cell media (we recommend RPMI-1640 supplemented with 2 mM
L-glutamine, 1 mM sodium pyruvate, 100 µg/mL penicillin/streptomycin, and 15% pooled human
serum).  

2. Plate patient cells at a density of 5 × 106 cells/mL in the presence of the peptide of interest, a 
control peptide, or no peptide (peptides should bind well to the relevant MHC Class II allele).
Incubate cells and peptide (we recommend between 1 and 50 µg/mL) for 6-10 days.

Following antigen specific stimulation, either stain using the T-cell staining protocol above or res-
timulate again (using peptide, whole protein, pulsed APC, etc.) for additional amplification.



Tips for achieving good staining results

For weak antigens or low frequency T-cells you may need 20 � 106 starting cells and 2-3 rounds of
antigen specific stimulation

Low avidity antigens may not give detectable staining

Using antibodies to other markers may be helpful for gating and phenotyping


