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DNA Template Quantity

The amount of DNA template
used in a sequencing reaction can
affect the quality of the data.

Too much template makes data
appear top heavy, with strong peaks
at the beginning of the run that fade
rapidly. Too little template or primer
reduces the signal strength and peak

height. In the worst case, the noise

DNA Template Quality

Poor template quality is the most
common cause of sequencing problems.
Results characteristic of using poor
quality templates:

* Noisy data or peaks under peaks

* No or low signal

Early loss or termination of extension

Contaminants in cycle sequencing
reactions negatively affect polymerase
binding and amplification or
extension. Resulting sequences
produce poor quality data with low

signal or high noise.

level increases so that bases cannot
be called. DNA template
quantitation is critical for successful
sequencing reactions. The most
common way to determine DNA
guantity is to measure the
absorbance (optical density or O.D.)
of a sample at 260 nmin a

spectrophotometer

Potential ontaminants:

* Proteins

* RNA

* Chromosomal DNA

* Excess PCR primers, dNTPs, enzyme,
and buffer components (from a PCR
amplification used to generate the
sequencing template)

* Residual salts

* Residual organic chemicals, such as
phenol, chloroform, and ethanol

* Residual detergents

» Agarose gel, if DNA was extracted

from a gel



