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SYBR Green Real-Time PCR from cDNA

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


iQ SYBR Green Supermix (BIO-RAD Cat# 170-8880)

iCycler iQ TM Optical Tape (BIO-RAD Cat# 2239444)

iCycler iQ PCR plate, 96 well (BIO-RAD Cat# 2239441)

Reaction set up 
           for 1 well

for 3 well
iQSYBR Super Mixture

  12.5ul

43.75ul
Primer Forward


    0.5ul

  1.75ul
Prmer Reverse


    0.5ul

  1.75ul

cDNA



    1.0ul

  3.50ul

Nuclease-free water

  10.0ul         
36.75ul


    

Total volume


  25.0ul     
87.50ul ( load 25ul per well
PROCEDURE: (Under lines are an example)---------------------------------------


1. Calculate the amount of iQSYBR Super Mixture (iQSYBR) by multiplying sample numbers, target gene and house keeping gene, and triplicate well numbers. Always estimate the required quantity of all reagents a little bit more than the exact well numbers due to pipetting error. For example, you have 8 cDNA samples to detect 2 target genes with a house keeping gene. Use of a Microsoft Excel template is helpful for the organizing this step. 
2. Prepare the first master mixture for iQSYBR and water according to the calculation of step 1. You should mix 1190ul of iQSYBR and 999.6ul of nuclease-free water in 5ml cell culture tube then aliquot this first master mixture into 728ul in 1.5ml e-tube. These tubes are the second master mixture. 
3. Add primer mix to the second master mixture. You should add 28ul of primer mix (forward 14ul + reverse 14ul). Now you have identical amount of iQSYBR Super Mixture, Primer set, and water. Aliquot these second master mixtures into the 0.5ml e-tubes as many as sample number. You should aliquot 84ul to each tube. 
4. Add cDNA samples into the aliquoted tubes. You should add 3.5ul of cDNA samples per tube then load 25ul per 96-well plate (triplicate per one sample). Avoid the end right 8 wells and left 8 wells since the tape couldn’t seal tightly sometime. 
5. Seal the 96-well plate with Optical Tape and put the plate on the heating block then close the lid tightly.
6. Turn on main power switch, Optical system power supply of BioRad iCycleriQ Multicolor Real-Time PCR detection system, and computer. Log in the machine and computer with assigned user name & password. Double click the iQcycler icon on the background window of computer and go to [View Protocol] Menu and [Mathews] folder then select c:\program file\Bio-Rad\iCycler\User\Mathews.tmo file. 
Check it out if the protocol is correct.


Cycle 1 (1x) 95ºC 5min


Cycle 2 (40x) 94ºC 15sec--58ºC 30sec--72ºC 30sec Data collection enabled.


Cycle 3 (80x) 55ºC 10sec Increase setpoint temperature after cycle 2 by 0.5ºC





       Melt curve data collection and analysis enabled

Go to [View Plate setup] Menu and select c:\program files\Bio-Rad\iCycler\user1
\Mathews\kim 092805.pts file. Using this plate setup, all 96 wells are selected and specified as SYBR-490 dye as green color.
7. Click [Run with selected protocol] then change the reaction volume to 25ul and start the PCR. Extra window will be popup. Specify the result file name in your folder. After the whole process is done, check if there was any problem in the cycles. Go to [View Post-Run data] Menu and select your data file. If you want to get your data file, go to the specified folder. Finally, turn off all power switches.
8. The data can be analyzed on your desktop computer using the iCycler software. 
