miRNA RT (Kit : Thermo #4366596)
Master Mix   



7l/Rxn

miRNA RT Primer (5X)


3l/Rxn

RNA (10-40ng/l)*


4l/Rxn

Multiscribe reverse transcriptase

1l/Rxn

Master mix 






100mM dNTPs



0.15
15

10✕ Reverse Transcription Buffer 

1.50
150

RNase Inhibitor, 20U/μl 


0.19
19

Nuclease-free water 



5.16
516

Total 




7.00
700

Make 100l aliquots and store in -20.
MIR-RT program for RT reaction: 
[image: image1.png]Step Time Temperature
Hold 30 minutes 16°C
Hold 30 minutes 42°C
Hold 5 minutes 85°C
Hold oo 4





The final reaction volume is 15l. It can be diluted before subjecting to qPCR (e.g. dilute to 40l)

miRNA qPCR

2X Taqman Universal PCR Master Mix

5l/Rxn

miRNA qPCR Primer (20x)


0.5l/Rxn 
H2O





0.5l/Rxn

RT product




4l/Rxn 
(Important) Three choices for control:
1. -actin (or other house-keeping genes): Use the same RNA sample (*) for regular RT reaction and do SYBR Green qPCR with the -actin (or other house-keeping genes) primer.
2. U6-VIC (Thermo # 4427975. Assay # 001973) in a separate reaction: Use the same RNA sample (*) for a separate miRNA RT/miRNA qPCR reaction with U6 5X RT/20X qPCR primers
3. Alternatively, miRNA-FAM and U6-VIC can be performed in the same RT or qPCR reaction if more concentrated RT primers are available:

miRNA RT

Master Mix   



7l/Rxn

Target miRNA RT Primer (10X)

1.5l/Rxn

U6 miRNA RT Primer (10X)

1.5l/Rxn

RNA (10-40ng/l)



4l/Rxn

Multiscribe reverse transcriptase

1l/Rxn
miRNA qPCR

2X Taqman Universal PCR Master Mix
5l/Rxn

miRNA qPCR Primer (FAM) (20x)
0.5l/Rxn 

U6 qPCR Primer (VIC) (20x)

0.5l/Rxn

RT product




4l/Rxn 

