World Health
Organization

Sequencing primers and protocol

12 May 2009
(first published 29 April 2009)

The WHO Collaborating Centre for influenza at CDC Atlanta, United States of America, has
updated the sequencing primers (table attached) and protocol as follows.

1. RNA extraction performed on 100 pl viral material (cell or egg) and eluted in 100 pl
volume.
2. Only need to prepare 10-15 pl PCR reactions using 1 pl RNA
3. Our cycling conditions using the Promega Access Quick RT-PCR kit is as follows:
Cycle 1: 48 °C for 45 min
Cycle 2: 94 °C for 2 min
Cycle 3: 94 °C for 20 sec
Cycle 4: 50 °C for 30 sec
Cycle 5: 72 °C for 1 min
Cycle 6: Go to Cycle 3 29X
Cycle 7: 72 °C for 7 min
Cycle 8: 4 °C hold
4. Product size verified on agarose gel
5. Prepare each amplicon to be sequenced with each of M13-forward and M-13 reverse and
perform sequence reactions and clean up according to your instruments protocol.

This update replaces the previous version published on 29 April 2009.
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