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DNA template preparation

the duty of a sample submitter
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1. Prepare DNA template from * % K * K * Kk * Kk k
plasmid, DNA fragment,

BAC or YAC. Or prepare

DNA template by PCR. Primeris added

by the submitter or
2. Clean up templates. by our staff using

. i primer we provide.
3. Examine DNA quality.
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4. Determine DNA gquantity.

Cycle sequencing

the duty of our staff Perform an initial denaturation.

a. Rapid thermal ramp to 96 °C

1. Select the sequencing b. 96 °C for 1 min

chemistry.
2. Prepare cycle sequencing

reactions. _ _ Repeat the following for 25 cycles:
3. Perform sequencing reactions

in a thermal cycler. * Rapid thermal ramp to 96 °C

* 96 °C for 10 sec

* Rapid thermal ramp to 50 °C
* 50 °C for 5 sec

* BigDye Terminator V3.1 kits  « Rapid thermal ramp to 60 °C

+ dGTP BigDye Terminator v3.0 * 60 °C for 4 min

Applied Biosystems Cycle

Sequencing Kits:
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Automated DNA Sequencing Workflow

Cycle Sequencing

Extension Product Purification (Ethanol precipitation)
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DNA Template Preparation ( the duty of a sample submitter )

Capillary Electrophoresis (Applied Biosystems instruments: 3730x/ analyzer)
Data Analysis(Applied Biosystems software: Sequencing Analysis Software v5.4)




