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Product Information



PreciGeneTM RT Supermix (M-MuLV)  
Catalog Number: RT-004
	Components
	RT-004, 100 Reactions

	RT Supermix with Radom hexamer
	2 x 50 reactions (700ul)

	M-MuLV Reverse Transcriptase
	10,000U

	RNase-free ddH2O
	1.0ml


Storage: The RT Master Mix should be kept in freezer after usage. The master mix is stable for 6 months.

Important Notes

1. Multiple freezing/thaw of RNA should be avoided. Thaw and keep control RNA on ice. 

2. It is recommended that the first strand cDNA synthesis is carried out under conditions where RNase contamination has been eliminated. Pipette tips and tubes should be treated with 0.1% diethylpyrocarbonate (DEPC) (soak overnight in 0.1% aqueous solution of DEPC at 37 oC, then heat at 100 oC for 30 min and autoclave). 

3. Wearing gloves is highly recommended.

Description

RT Supermix is designed for preparation of full-length first strand cDNA from RNA templates. The first strand cDNA synthesis kit relies on a cloned enzyme, Moloney murine leukemia virus reverse transcriptase (M-MuLV RT). M-MuLV RT synthesizes first strand cDNA at sites determined by the type of primer used:

1. random hexamer primer: at non-specific points along an RNA template. In this case, all RNA in a population are templates for cDNA synthesis.

2. oligo(dT)18: at the 3’-end of poly(A)+ mRNA. In this case, only mRNA with 3’-end poly(A) tails are templates for cDNA synthesis. 

3. sequence specific primer: at a primer-binding site. 

First strand cDNA synthesized with this system can be used as a template in the polymerase chain reaction (PCR).  As the reaction conditions of cDNA synthesis and PCR are compatible, cDNA reaction mixture can be added directly to a PCR mixture.

The first strand cDNA synthesized may also be used as a template for second strand synthesis. Radio-labeled DNA can be used as a probe in hybridization experiments.

Features:
Reproducibility 
RT Supermix provides consistency for your experiment. 
Simplicity 
The fewer manual steps allow reduction in potential errors.

Experimental Protocol for Final Volume 20ul
• Mix the template RNA and RNase free H2O in a PCR tube as indicated below 
Total RNA



 ?ul (0.5-1.0 ug )
Or Poly A RNA 



 ?ul( 0.05-0.1 ug))
RNase free H2O



 ?ul
Total Volume



 6ul

• Thaw the supermix on ice.
• Incubate the RNA mixture at 70°C for 5min, briefly spin down.

• Transfer 13.5ul RT Supermix and 0.5ul of M-MuLV Reverse transcriptase into above tube immediately, gently mix, briefly spin down and keep on ice for 5 min.
• Perform cDNA synthesis reaction as follows:

42°C, 60 min. (cDNA synthesis)

94°C, 5 min. (RTase inactivation)
Perform PCR cycles according to the PCR condition.

The first strand cDNA synthesised can be used directly for amplification by PCR. 

Note:

1. Prior separation of poly(A)+ RNA from total RNA is not mandatory, however, doing so may improve yield and purity of the final product. 

2. RNA sample must be free of contaminating genomic DNA. 

3. Unlike the oligo (dT)18 priming, which usually requires no optimization, the ratio of a random hexamer primer to RNA is critical in terms of the average length of cDNA synthesized in the reaction. Increasing the ratio of hexamer/RNA will result in the higher yield of shorter (approx.500 bp) cDNA, whereas decreasing this ratio will produce longer products. 

4. Problems with secondary structure of GC rich mRNA can be alleviated by increasing the reaction temperature up to 450 C, although the yield of the cDNA synthesis products may be lower due to heat-sensitivity of M-MuLV RT. 

5. For analysis of the reaction products cDNA should be radiolabelled with [32P]. For this purpose, add 10 uci [alpha-32P]dNTP (e.g., dATP) to the reaction mixture prior to adding M-MuLV RT. Stop the reaction by adding 1ul of 0.5 M EDTA and keep on ice. 

6. The synthesized cDNA should be stored at –200 C.

Warranty 
These products are warranted to perform as described in their labeling and in BioPioneer literature when used in accordance with their instructions. THERE ARE NO WARRANTIES THAT EXTEND BEYOND THIS EXPRESSED WARRANTY AND BIOPIONEER DISCLAIMS ANY IMPLIED WARRANTY OF MERCHANTABILITY OR WARRANTY OF FITNESS FOR PARTICULAR PURPOSE. BioPioneer’s sole obligation and purchaser’s exclusive remedy for breach of this warranty shall be, at the option of BioPioneer Inc., to repair or replace the products. In no event shall BioPioneer Inc.  be liable for any proximate, incidental or consequential damages in connection with the products.
For research only not for diagnostic and clinic use
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