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Sequencing  Reaction.

Note: Direct sequencing of PCR products requires the addition of 50-100 ng of PCR product. The detector on the sequencing machine is very sensitive and so the exact amount of DNA must be added. Hence, the concentration of the PCR product will be measured using a UV spectrophotometer. The concentration value can then be used to calculate the volume needed for the sequencing reaction.

1. Measuring template concentration: Perform UV spectrophotometry with eppendorf machine to measure DNA concentration. 

(i) Wash cuvette with mQ water and dry. 

(ii) Set machine so that it calculates the concentration of DNA given the dilution factor (5/100). 
(iii) Blank the machine using 100 (l of water in a cuvette. 

(iv) Perform sample measurement by adding 95 (l of water to 5 (l of DNA solution, mix well and measure the optical density immediately.

If reading is zero or excessively high, try again with careful mixing of DNA. Also try using a different cuvette if you experience problems.

2. Preparing the sequencing reaction Make up the sequencing reaction according to the following recipe. Ensure that you note down the name of the primer. 









(l

Primer
(5 (M)

 
2.0 

Big Dye sequencing mix
2.0

Template DNA

100 ng (x (l) 

5X Big Dye buffer   

3.5

mQ water


(12.5-x)

Total



20
3. Cycling conditions

96(C for 2 min
96(C for 15 sec
50(C for 10 sec
60(C for 4 min

Steps ii – iv are repeated 24 times (total 25 cycles) and then the block is held at 4(C.
Person must be trained in School chemical safety procedure, spill safety procedures and centrifuge operation. 


PPE: long-sleeved gown, closed shoes, gloves and safety glasses











