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of simplicity and applicability to any genome. While conducting RAPD assay,
it is prudent to optimize all parameters of the assay, particularly DNA,

magnesium, primer concentration, cycling conditions, type and amount of
thermostable DNA polymerase.

The factors influencing reproducibilit

y of RAPD profiles within and
between laboratories are :

1. DNA concentration

2, Quality and concentration of primer
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3. Concentration of magnesium
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4. Choice of DNA polymerase

Concentration of DNA polymerase
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There are certain advantages of RAPD analysis
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1. Prior DNA sequence information is not required.

2. Very small amount of genomic DNA is required:

3. Universal primers work in wide variety of genome.

Detection of band is by non-radioactive based method.

Multiplex detection of polymorphism is possible.
Experiment is simple.

f expensive equipment except thermocyeler and
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' There is no need of
UV-vis-transilluminator.
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Important notes :

5. Load 10 ul of RAPD products mixed with loading dye in 2% agarose
gel in 1 x TBE buffer, at about 1V/cm (constant voltage)

6. Stain gel for 30 minutes in ethidium bromide (10 mg/ml) to a final
concentration of 0.5 ug/ml of water. i

7. Visualize and photograph under UV transilluminator. The banding
pattern of RAPD has been reproduced in figure 7.

Fig. 7. RAPD profile of Indigenous cattie with A2 random primer. Lane 1-6 Hariana female ;
lane 7-12 Tharparkar female ; lane 13-18, Red Sindni female.

8. Repeat all reactions three times, and RAPD bands are scored as
present or absent.
9. The band size is estimated by comparing them to bands of 1 kb
DNA ladder (0.25 pg/lane).
10. Statistical analysis is done by using following formula.

1. Avoid contamination of template DNA by autoclaving, wearing
gloves and using chemicals from aliquot.

2. Always do vortex PCR assay buffer and MgClp.

3. Keep dNTPs in frozen aliquots.

4. Don't freeze and thaw primer frequently.

5. Always handle ethidium bromide stained gel with gloves.

6. Wear a full face UV protector while viewing gels under UV-

transilluminator.
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