PCR using primers from Taiwan (Hung, Wu & Su, 1999)
(Reference article in your Workshop folder under “Useful References” section)
PRIMERS

Forward primer:
5’CAC CGA AGA TAT GGA CAA CA 3’

Reverse primer:
5’ GAG GTT CTT GTG GTT TTT CTG 3’

Expected DNA fragment size = 226 bp

Method

1. Prepare the premix (cocktail) in a microfuge tube, using a bench top coolant rack.  Compensate for pipetting errors by including 1-2 extra reactions, depending on the total number of samples.  
	Recommended Final Concentration
	Stock Concentration
	Per Reaction

(1X)
	Multiple Reaction

(_____X)

	1X PCR Buffer
	10X PCR Buffer
	2.5
	

	4 mM MgCl2
	25mM
	4
	

	0.2 mM dNTP
	10mM
	0.5
	

	0.05 U Taq Polymerase*
	5U/µL
	0.25
	

	50 ng Primer 1
	50ng/µL
	1
	

	50 ng Primer 2
	50ng/µL
	1
	

	DNA template
	
	1
	

	Molecular grade water
	
	14.75
	

	Total volume
	
	25µL
	


2. Include a positive control and a negative (water) control for your reactions.

3. When pipetting, mix the ingredients thoroughly.

4. Give the tube a short spin (10 secs) to mix well.
5. Label the tube as cocktail/premix.

6. Pipette 24 µL of this cocktail into each of the PCR tubes.

7. Add 1.0 µL of template DNA to each tube.

8. For your positive control, add positive control DNA to one tube & mix well.

9. For your negative control, add water to one tube & mix well.

10. There should be a total of 25 µL per tube.  Give all the PCR tubes a quick spin (10 secs) to mix well.
11. Ensure that the caps of the PCR tubes are tightened properly.  Then load the PCR tubes carefully into the thermocycler (PCR machine).

12.  Select the right thermocycler programme and ensure that you have entered the right sample volume in the program.

13. Start the machine.

14. When the machine temperature reaches 4ºC towards the end of the programme, you can stop the machine to take out your samples.  Keep the samples in the refrigerator before running the gel electrophoresis.  If you are running the gel another day, store the PCR product in a -20ºC freezer.

Thermocycler conditions:
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NOTE:
 a) Calculate how much of each reagent you require for the total number of samples you are going to PCR before starting your PCR.  For examples of calculation, refer to the PCR protocol using Jagoueix’s primers.
b)  Label all your tubes first before starting.

c)  The Taq polymerase used in this protocol is less than the one cited in the original paper by Hung et al. (1999).
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