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QUANTIFICATION AND
PURITY ANALYSIS

After completion of DNA extraction, checking quantity MMV‘“!‘A:]&\U’\:
an essential step to use proper quantity of good quality DNA for di
experiments.

For quantification and purity of DNA, two methods are mostly used
by the Molecular Biologists.

1. Spectrophotometric method

2. Ethidium bromide fluorescence method

1. Spectrophotometric method :

Optical density (OD) of DNA is measured in UV spectrophotometer. In
the machine, a beam of UV light is split into two parallel beams of equal
intensity of which one beam pass through the sample cell and other beam
pass through the reference cell. Sample cell contains DNA
contains buffer in which DNA is dissolved Light is absorbed to a greater
extent in the sample'as compared to the reference cell and the difference of

the absorbance is proportional to the concentration of DNA dissolve

and reference cell

d in the
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Protocol :

1. Dilute DNA with TE buffer (pH 8.0) at the ratio of 1:100.

| 2. Fill sample cuvette with DNA and reference cuvette with TE
{ buffer.

; 3. Adjust the spectrophotometer sequentially to measure optical
density at 260 and 280 nm. 3

4. The ratio of ODygy and ODyg reflects the purity of DNA. If the
ratio value falls in the range of 1.7 and 2.2, the DNA is expected
to be pure. If the value less than the range, it indicates the
contamination with protein or phenol.

5. The concentration of DNA is estimated with the optical density
value at 260 nm by following the formula mentioned below.

NA OD,g *Dilution factorx50
DNA concentration (ug/kl) —2—"q000

(1 OD value at 260 nm is equivalent to 50 ng DNA/ul)

fluorescence method :

: the comparison of known quantity
ugh emission of fluorescence.
ive type and need some
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Protocol :
e gel stained with ethidium bromide (10
ntration of 0.5 ng/ ml.

1. Prepare a 0.8% agaros!
mg/ml) to a final conce!
2. Load the sample DNA mixed with loading dye in the gel.

3. Load the standard Lambda DNA (known amount) in different
concentrations in different wells.

4. Run the gel at 1-5 V/em for 15 min.
examine the gel carefully. Intact

eas smear indicates degradation or





