Appendix 
qPCR RNA quality validation
1. [bookmark: _GoBack]Prepare cDNA from 0.5 - 1 μg of total RNA using the iScript cDNA synthesis kit as described in the manual (Table of material).

2. Set up RT-qPCR reactions with SYBR Green using 20 times H2O-diluted cDNA. (total 25 µl, with 5ul 20x diluted cDNA, 12.5 µl 2x iQ SYBR Green Supermix, 5.5 µl MiliQ and 2 µl 5uM Forward & Reverse primers).

NOTE: RT-qPCR primers are designed using Primer3 to obtain exon spanning primers wherever possible using the following important criteria: product size, 50-150; primer size, Minimum 18, Optimal 20 Maximum 27; primer Tm, Minimum 58 Optimum 59, Maximum 60, Maximum Tm Difference 1; primer GC%, Minimum 40, Maximum 60; CG Clamp, 1.

3. Measure RT-qPCR reaction in a qPCR machine, using a 2/3 step + melt temperature protocol:
95°C for 3 minutes
39 cycles of : 95°C for 15 seconds;  59°C for 45 seconds
95°C for 1 minutes
5-degree increment curve: 65-95°C with 10 second increments.

4. Measure the Ct value of both a highly expressed housekeeping gene such as GAPD, and of a low expressed housekeeping gene such as GusB and potential transcription factors of interest (e.g. P63).

5. Calculate differences in the expression of each gene during differentiation using the 2ΔΔCt method1.
NOTE: For good quality, RNA the GAPDH Ct should be 20 cycles or less. GAPDH its expression slightly varies during KC differentiation but should come up early. The Ct value of GusB should be around 30.
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