Huda sequencing protocol for SUM115 and SUM132.
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Make three different PCR mixes

1) oligos SUB1F and SUB1R (Label it AMP1)

2) oligos SUB3F and SUB3R (Label it AMP3)

3) oligos SUB4F and SUB4R (Label it AMP4)

Mix: (these are 50ul reactions)




1x

4x
ddh2o


32.8 ul

131 ul

10 PCR buffer

5 ul

20 ul

dNTPs


5 ul

20 ul

oligo F


2.5 ul

10 ul

oligo R


2.5 ul 

10 ul

TAQ


1.2ul

4.8 ul

total = 49ul

Add 1 ul of leaf prep DNA, to 49 ul of the Mix

amplify under standard conditions 55 deg C annealing and extension at 72 deg C for 1.5 minutes

products will be about 1.2 kb long

Use three leaf preps -  the Ler, SUM115 and SUM132 leaf preps.  

(Skip the SUM 45 leaf prep)

----------------

Load 5 ul on a 1 % gel to determine if reaction worked. 

 !!! do not add dye to the rest of the DNA from the reactions so that we can sequence them later !!!

remove the oligos by treating the remaining 45 ul of the PCR reactions with SAP and EXOI.

to 45 ul DNA add:

1.67 ul SAP

1.72 ul EXOI

7.87 ul ddH2O

Mix well then incubate at 37 deg C for 25 minutes and then at 72 deg C for 25 minutes to inactivate enzymes. 

Send the cleaned up (EXO/SAP treated) DNA samples off for sequencing.  One can measure the yield in the nanodrop spectrophotometer to determine how much to send off for sequencing. 

Sequence each Amplification product (i.e. AMP1, AMP3 and AMP4) with the appropriate sequencing oligos (i.e. SUB1f and SUB1r - in two separate reactions for AMP1; then SUB3f and SUB3r - in two separate reactions for AMP3; etc).
