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Summary of Q&A (last updated on 9/19/2016) 

During the experiment 

Q#1. Do you collect samples from healthy donors? 

A. Yes, we collect blood from healthy donors. 

 

Q#2. Before leukopheresis, do donors receive GCSF? 

A. No, the donors do not need to receive G-CSF. 

 

Q#3. Which initial volume of peripheral blood would be desirable without leukapheresis? 

A. Without leukapheresis, the minimum amount of blood that I have used is from 2 CPT 

Vacutainer tubes (16-18ml). 

 

Q#4. Do you think the initial isolation of CD14 and iNKT can be omitted with an acceptable expansion 

efficiency? 

A. If the initial isolation is skipped then the expansion will be minimal unless the donor has a high 

percentage of circulating NKT cells (>1% of the total T cell population). 

 

Q#5. How long can you keep culturing and expanding iNKT cells in your experience? 

A. I can usually keep culturing and expanding for NKT cells 5-6 weeks, but some lines have been 

maintained for ~3 months without thawing a fresh aliquot. 

 

Q#6. Can you see any differences in the expansion efficiency among donors? 

A. Yes, there is a high amount of variability between the donors, usually the higher the initial 

population of NKT cells the higher the expansion efficiency. 

 

Q#7. During the 7-day iNKT cell expansion, do we need to feed with aGC-loaded DC every 2 days? 

A. During the expansion you do not need to add in aGC-loaded DCs. To expend iNKTs, DCs 

were only added one time when starting co-culture. It is a medium exchange, if your cells are 

rapidly dividing then you should add fresh complete media +IL-2. 
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Q#8. How to keep the iNKT cell growing? What is the concentration of 2-mercaptoethanol you used 

in stimulating NKT growing?  

A. I have found that proliferation is highly variable and the numbers that I get after expansion is 

donor-dependent. I get a greater yield when the donor has a high starting population (0.4-1%) 

of NKT cells. After 4-5 weeks, I usually freeze down aliquots. Then I take the cells out of freeze 

and re-stimulate them, and the cells will proliferate at a high level again. 

The 2-mercaptoethanol is provided at a concentration of 55 mM and we use 1ml per 1L of 

medium. 
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