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SYBR-Green Real Time Two Step RT-PCR
Supplies:  cDNA, ABsolute QPCR SYBR Green ROX mix, RNase/DNase-Free H2O, PNa6Left2 forward primer, PNa6Right2 reverse primer, gapdh_left3 forward primer, gapdh_right3 reverse primer, ABI 96-Well Optical Reaction Plate (Part Number 4306737), Optical Adhesive Covers (Part Number 4311971)

This protocol is for the initial setup of a relative quantification study on a 7300 Real Time PCR System in a singleplex reaction format.

Protocol

1) Thaw all reagents on ice

· The ABsolute master mix must be thawed protected from light

2) Place 96 well plate in plastic holder found in hood

3) cDNA prepared previously as per normal protocol

4) Total PCR Rxn Volume of 50 (l:

Pinni6 (bpNav1.4a) Sodium Channel


GAPDH

	18 (l
	 H2O
	
	21 (l
	H2O

	3 (l
	PNa6Left2 (5 (M)
	
	1.5 (l
	gapdh_left3 (5 (M)

	3 (l
	PNa6Right2 (5 (M)
	
	1.5 (l
	gapdh_right3 (5 (M)

	1 (l
	cDNA
	
	1 (l
	cDNA

	25 (l
	SYBR Green ROX mix
	
	25 (l
	SYBR Green ROX mix


5) Prepare 5 (M working stocks (1 (l 100 (M stock in 19 (l H2O)

6) Add H2O, then primers, then cDNA

· The final concentration for the Pinni6 primers will be at 300 nM each

· The final concentration for the gapdh primers will be 150 nM each

7) Add 25 (l SYBR Green ROX mix last

8) Prepare NTC duplicates for each primer pair

· This consists of above, but with 1 (l H​2O instead of cDNA

9) Cover plate with adhesive plate cover; Spin briefly in tray centrifuge to remove bubbles

· See DNA core for centrifuge

10) Cycling Protocol:

Relative Quantification Assay


95 (C / 15 min


95 (C / 15 sec


60 (C / 1 min

11) Perform Dissociation Curve Analysis

· Only necessary when using SYBR Green technology

95(C / 15 sec

60(C/ 30 sec

95(C/ 15 sec

NOTES

· Vortex and centrifuge every reagent and master mix before use

· Prepare reaction under hood, but remove from hood immediately after sealing plate

· RNase-Away cleaning is suggested, but optional

· All protocols and data files are saved on the ABI machine: D:\Applied Biosystems\RUN DATA REAL TIME PCR\Relative quantification\Stoddard_Lab

X 40 cycles








