Reverse Transcription

Reverse Transcription is carried out with the SuperScript First-Strand Synthesis System for RT-PCR. The following procedure is based on Invitrogen’s protocol. 

1. Prepare the following RNA/primer mixture in each tube:

	Total RNA
	5 (g

	random hexamers (50 ng/(l)
	3 (l

	10 mM dNTP mix
	1 (l

	DEPC H2O
	to 10 (l


2. Incubate the samples at 65(C for 5 min and then on ice for at least 1 min.

3. Prepare reaction master mixture. For each reaction:

	10x RT buffer
	2 (l

	25 mM MgCl2
	4 (l

	0.1 M DTT
	2 (l

	RNAaseOUT
	1 (l


4. Add the reaction mixture to the RNA/primer mixture, mix briefly, and then place at room temperature for 2 min.

5. Add 1 (l (50 units) of SuperScript II RT to each tube, mix and incubate at 25(C for 10 min.

6. Incubate the tubes at 42(C for 50 min, heat inactivate at 70(C for 15 min, and then chill on ice.

7. Add 1 (l RNase H and incubate at 37(C for 20 min. 

8. Store the 1st strand cDNA at -20(C until use for real-time PCR.

Real-time PCR

1. Normalize the primer concentrations and mix gene-specific forward and reverse primer pair. Each primer (forward or reverse) concentration in the mixture is 5 pmol/(l.

2. Set up the experiment and the following PCR program on ABI Prism SDS 7000. Do not click on the dissociation protocol if you want to check the PCR result by agarose gel. Save a copy of the setup file and delete all PCR cycles (used for later dissociation curve analysis). Please note the extension steps are slightly different from described in our paper.

1. 50(C 2 min, 1 cycle

2. 95(C 10 min, 1 cycle

3. 95 (C 15 s -> 60 (C 30 s -> 72 (C 30 s, 40 cycles

4. 72(C 10 min, 1 cycle

3. A real-time PCR reaction mixture can be either 50 (l or 25 (l. Prepare the following mixture in each optical tube.

	25 (l SYBR Green Mix (2x)

0.5 (l liver cDNA

2 (l primer pair mix (5 pmol/(l each primer)

22.5 (l H2O
	OR
	12.5 (l SYBR Green Mix (2x)

0.2 (l liver cDNA

1 (l primer pair mix (5 pmol/(l each primer)

11.3 (l H2O


4. After PCR is finished, remove the tubes from the machine. The PCR specificity is examined by 3% agarose gel using 5 (l from each reaction. 

5. Put the tubes back in SDS 7000 and perform dissociation curve analysis with the saved copy of the setup file.

6. Analyze the real-time PCR result with the SDS 7000 software. Check to see if there is any bimodal dissociation curve or abnormal amplification plot.

