RT/PCR (including RNA preparation) – 9/14/04

RNA preparation:
1. Grow-up 50ml culture of yeast overnight.  

2. Next day check cells to be between OD595 .8 – 1.0.  Spin down cells 5 min 2.5kRPM and transfer to 15ml conicol tube.  Keep cells on ice at this point.

3. Add 5ml of RNA-BeeTM  (contains poison, phenol, and an irritant, guanidine thiocyanate, so handle with care).  Add approximately 1ml of beads stored at

 –200C.  

4. Vortex cells for 1min and incubate at 650C for 1min.  Repeat 5x.

5. Add 1.2 ml chloroform, vortex 30 seconds.

6. Centrifuge the culture on high (12000g) for 20 minutes at 40C.

7. Following centrifugation, there will be two layers of liquid.  The RNA remains exclusively in the aqueous top layer whereas DNA and proteins are in the interphase and organic phase.  Remove top layer with care and transfer to another 15ml tube.

8. Add an equal volume of isopropanol and store the sample for 5-10 minutes at room temperature. 

9. Repeat above spin for 10 minutes.

10. After spin the RNA precipitate will be found as a white-yellow pellet at the bottom of the tube.

11. Remove the supernatant and wash RNA pellet once with 75% ethanol, shaking or vortexing to dislodge the pellet from the side of the tube.  Centrifuge for 5 minutes at 40C-250C.  Use at least 1ml of ethanol solution per 1ml of RNA-Bee used for the initial homogenization.

12. Remove supernatant and air-dry the RNA pellet.  Be careful not to let the RNA pellet dry completely, as this greatly decreases its solubility.  Dissolve the RNA in water.  The final preparation of RNA has a 260/280 ratio 1.6-1.9.

RT PCR:

  Kit used Platinum qRT-PCR ThermoScript One-Step System by Invitrogen. 

The following conditions are good starting points.  However it may be necessary to alter cycle number and conditions depending on transcript being examined.  If PCR does not work make sure you have correct primer and RNA concentration.  Too much RNA will not work.


Reaction Mix:



2X ThermoScript Reaction Mix – 25(l




Template RNA 1(g

    –



Forward Primer 10(M
    – 1(l



Reverse Primer 10(M

    – 1(l



ThermoTaqEnzyme Mix
    – 1(l



RNAse free ddH20

   –  to a final volume of 50(l

PCR conditions:

1 cycle:
600C 30min



950C 5min

30 cycles: 
950C 15sec



550C 30sec



720C 30sec
Gel

Run samples on 2% agarose gel in 1 x TBE. Do NOT add EtBr to the gel. Do NOT add 5 x loading dye to the sample. Instead, add 5 ul glycerol and EtBr to 15 ul sample. 










