Product: mRNA Doping Control Mix
Version: 2.0






mRNA Source: 
Methanococcus jannaschi genomic DNA 
Quantity: 99ng in 10 uL





             

ATCC # 43067D
Concentration:  9.9 ng/uL in DEPC treated water




Arabidopsis thaliana mRNA spikes
Storage Conditions: -70C







Stratagene #252170
Product description:  mRNA Doping Control Mix 




ArrayControl RNA Spikes



      
        consists of 51 synthetic mRNA spikes mixed  


Ambion #1780
        in different ratios.









Introduction: mRNA Doping Control Mix version 2.0 is a mix of 33 Methanococcus jannaschi mRNA controls prepared through in vitro transcription, 10 Stratagene mRNAspikes, and 8 Ambion mRNA spikes that may be added to RNA samples before the cDNA labeling reactions.  Signals from these spiked controls are detected with specific oligonucleotides printed on the microarray.  The Cy3 tubes and the Cy5 tubes have all 51 synthetic mRNAs but mixed in different ratios.  An average of 10ng per channel is required for each hybridization. These controls assist in data normalization, serve as a positive control for the labeling reactions and can be used to measure the dynamic range of a microarray hybridization. Also, they provide information on hybridization specificity when added in unequal amounts to the Cy3 or Cy5 channels. For example, if they are spiked in a 2:1 ratio for the Cy3 and Cy5 labeling reactions, you expect to see a 2:1 ratio in the Cy3 and Cy5 hybridization signals. 
Procedure:
1) Thaw on ice all 4 tubes of mRNA Doping Control Mix and spin briefly.
2) Take 0.5ul Cy5 mRNA Doping Control Mix (MJ), concentration: 9.9ng/uL, and add it to the RNA that is going to be labeled with Cy5.

3) Take 0.5ul Cy5 mRNA Doping Control Mix (Ambion/Stratagene), concentration: 9.9ng/uL, and add it to the RNA that is going to be labeled with Cy5.

4) Take 0.5ul Cy3 mRNA Doping Control Mix (MJ), concentration: 9.9 ng/uL, and add it to the RNA that is going to be labeled with Cy3.

5) Take 0.5ul Cy3 mRNA Doping Control Mix (Ambion/Stratagene), concentration: 9.9 ng/uL, and add it to the RNA that is going to be labeled with Cy3.

6) Proceed with the Reverse Transcription and cDNA labeling reactions.

OR

Note you can also combine both tubes for each Cy Dye:

1) Thaw on ice all 4 tubes of mRNA Doping Control mix and spin briefly.

2) Take the tube labeled Cy5 (MJ) and the tube labeled Cy5 (Ambion/Stratagene) and mix them well. 

3) Take the tube labeled Cy3 (MJ) and the tube labeled Cy3 (Ambion/Stratagene) and mix them well.

4) Take 1.0ul of Cy5 mix and add it to the RNA that is going to be labeled with Cy5.

5) Take 1.0ul of Cy3 mix and add it to the RNA that is going to be labeled with Cy3.

6) Proceed with the Reverse Transcription and cDNA labeling reactions

*
To find doping control information and ratios for each spike, go to www.microarray.org , Tools, Doping Control Tube info, and type in the number at the lower end of the label including leading zeros. (e.g. 00030).

       ** 
Online tools for the interpretation of the results can be found by going to www.microarray.org, Tools, Array Info, type in barcode of slide, submit, click on Controls Report link, on scroll down menu find your Doping Control version, and click on Spiked in Control Plot, to the left of scroll down menu.

              MJ indicates Methanococcus jannaschi
