NMH Module 1 Cellular and Developmental Neuroscience: Tutorial Handout Practical planning
October 2012
Summary of key points made on Tutorial Day 1
Key point: To determine the effect of supplements (e.g. GF, inhibitors) on cell number after 3 days you need to have an index of the number of cells at the beginning before you added them (‘Day 0 Control’).  
For this: on a separate plate, add to 3-10 wells the same volume of the same cell density(ies) that you are adding to test plates.  This will be assayed by MTS addition on Friday.
Key point: You need to have each condition represented in triplicate or quadruplicate.
Key point: Evaporation is greater from the wells round the edge of the 96-well plate.  Greater evaporation means greater concentration of solutes.  Edge wells should therefore be avoided, or be equally included for each condition. 

Key point: To determine the effect of a growth factor, you need to have an index of cell number in its absence.
Key point: To determine whether a growth factor effect is dependent on a particular signaling pathway, you need to test the effect of the inhibitor in the absence of the GF, in addition to testing the GF effect in the presence of the inhibitor.
For example, an inhibitor could inhibit a pathway important for basal cell survival in the medium lacking the growth factor.  You would need to know this to interpret effects of the inhibitor when the growth factor is present.  
Day 1 checklist:

· Need ‘Day 0’ control plate, with at least 3 wells containing the same cell suspension as is being added to wells in the test plates (Day 0 plate will be read on Friday).
· Need triplicate or quadruplicate wells for each condition on test plates. 
· Ensure that all conditions have equal use of edge wells, or avoid edge wells
· Keep well A1 as a blank.  Keep it empty until the day the plate is to be read. Then add 100 µl DMEM to A1 and add 20 µl MTS to this well too when you add it to all the other wells.
· Astrocytes should be plated on Thursday in 50 µl of DMEM containing 0.5% FCS (DMEM/0.5% FCS).  The final volume of the well after growth conditions have been adjusted on Friday should be 100 µl.
