PCR using primers after Jagoueix et al. (1996)
(Reference article in your Workshop folder under “Useful References” section)
PRIMERS

Forward primer OI1 

:
5’GCG CGT ATG CAA TAC GAG CGG CA 3’

Reverse primer OI2c
:
5’ GCC TCG CGA CTT CGC AAC CCA T 3’

Expected DNA fragment size = 1,160 bp

Method

1. Prepare the premix (cocktail) in a 1.5 mL 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.  For eg. if you have 8 samples (including one positive control and one negative control), you can make the premix/cocktail for 10 reactions.
	Recommended Final Concentration
	Stock Concentration
	Volume in µL per Reaction

(1X)
	Volume in µL for Multiple Reaction

(10 X)

	1X PCR Buffer
	10X PCR Buffer
	5
	50

	2 mM MgCl2
	25mM
	4
	40

	200 µM dNTP
	10mM
	1
	10

	0.01 U Taq Polymerase
	5U/µL
	0.1
	1

	500 nM Primer 1
	5µM
	5
	50

	 500 nM Primer 2
	5µM
	5
	50

	10 mM ß-mercaptoethanol
	100mM
	5
	50

	DNA template
	
	1
	-

	Molecular grade water
	
	23.9
	239

	Total volume
	
	50 µL
	490 µL


(To make 100mM of ß-mercaptoethanol:

Mix 0.5 µL ß-mercaptoethanol with 71 µL molecular grade water to give a 100mM solution and briefly centrifuge to mix.)
2. When pipetting, mix the ingredients thoroughly.

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

5. Pipette 49  µL of this cocktail into each of the smaller PCR tubes.

6. Carefully, add 1.0 µL of template DNA (the DNA samples extracted earlier) to each  PCR tube and mix well.

7. For your positive control, add positive DNA to one tube and mix well.
8. For your negative control, add water to one tube and mix well.
9. There should be a total of 50 µL per tube. Give all the PCR tubes a quick spin (10 secs) to mix well.
10. Ensure that the caps of the PCR tubes are tightened properly.  Then load the PCR tubes carefully into the thermocycler (PCR machine).

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

12. Start the machine.

13. 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
Step 1.

920C
1 sec

  ]

1 cycle

Step 2.

920C   40 secs
   ] 



72ºC    1 min 30 secs]

35 cycles
Step 3.

40C
∞
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.
Use M1V1 = M2V2,

where V1 is the volume you require per reaction, M1 the stock concentration, V2 the total volume of your reaction per tube and M2 the recommended final concentration.  For eg. in the above table, for MgCl2, 

V1 = M2 x V2
            M1
V1 = 2 mM x 50 µL   =  4 µL of MgCl2  per reaction
           25 mM
Take another eg. Primer 1:

V1 = 500nM x 50 µL  =  500 nM x 50 µL
            5 µM                     5000 nM

     =  5 µL of Primer 1 per reaction.
b)  Label all your tubes first before starting.
c)  For this protocol, the 92ºC is the denaturation temp, while the 72ºC is the temperature for the annealing of primers and elongation.
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