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cDNA synthesis from total RNA


REAGENTS:---------------------------------------------------------------


iScriptTM cDNA Synthesis Kit (BIO-RAD Cat# 170-8890)

0.2ml Thin Wall PCR tube with attached cap (dot Scientific incorporated Cat# 501-PCR)

Reaction set up 

5x iScript Reaction Mix

  4ul
10ul

iScript Reverse Transcriptase
  1ul
2.5ul

Nuclease-free water

   -ul         - ul


    

RNA template (1ug total RNA)          -ul         - ul   
Total volume


20ul     
50ul

PROCEDURE:-----------------------------------------------------------------------------


1. Measure the total RNA concentration with spectrophotometer and calculate identical        amounts of RNA (e.g. 1ug for 20ul or 2.5ug for 50ul reaction volume). Use of  a Microsoft Excel template is helpful for the systemic calculation of large number of samples. For example, you need 1.81ul of a RNA sample having 1.38ug/ul concentration to make 2.5ug in 40ul of water and RNA sample portion among the whole reaction volume, 50ul.
2. Prepare master mixture for iScript Reaction Mix and Nuclease-free water as much as sample number. For example, when the final reaction volume is 50ul, the required 5x Reaction Mix and Reverse Transcriptase are 8ul and 2ul per one tube. Therefore, you should multiply sample number (#+1 considering pipetting error) with 8ul (5x Reaction Mix), and sample number (#+1) with 2ul (Reverse Transcriptase) then mix together in one tube. When the volume is above 1.5ml, use 5ml culture tube in this step. 
3. Aliquot 10ul of the master mixture in case of 50ul reaction volume into 0.2ml of PCR tubes and write down the sample number on the wall of each tube. 

4. Add Nuclease-free water and RNA samples to each tube according to the calculation in step 1. For example, when the volume of RNA is 1.81ul, add 38.19ul of water (40-1.81=38.19ul). 
5. Briefly vortex and spin down all tubes.
6. Turn on the thermocycler (BIO-RAD My cyclerTM) by keeping push the [Standby]  button till the machine will be turned on. In the main Manu, select [Protocol Library] by pushing the yellow F1 button. Go to [iScript cDNA synthesis] protocol under [My protocol] folder by pushing the Green Enter button. 

7. Check out if the protocol is correct by selecting [View protocol] Menu.

25ºC 5min--42ºC 30min--85ºC 5min--4ºC ∞

If correct, go back to [CHOOSE OPERATION] window then start the protocol by selecting [Run protocol] Menu. 

8. After the whole process is done, the plate temperature will be kept in 4ºC. Take tubes out and keep them in -20ºC till Real-Time PCR running.

9. Turn off the thermocycler by keeping push the [Standby] button. 
