VIII ENCONTRO DO INSTITUTO ADOLFO LUTZ

INVESTIGATION OF PANDEMIC INFLUENZA A (H1N1) 2009 virus:
ISOLATION AND GENETIC ANALYSIS OF BRAZILIAN STRAINS

Paiva, TM', Santos CLS', Benega MA', Silva DBB?, Correa KO!, Ishida, MA®
Constantino, CRA?, Grupo de Investigacdo em Influenza®>*>,

'Secdo de Virus Respiratérios;’Grupo de Investigacdo em Influenza: Secdo de Virus
Produtores de Exantemas, Lab. de Biologia Molecular, Lab. de Gastroenterites, Lab. de
Hepatites, Laboratorio de Genotipagem e Carga Viral, Secdo de Culturas Celulares
Secdo de Microscopia Eletronica, Se¢do de Virus Transmitidos por Artropodos;
Laboratérios de Imunologia e Sorologia, 3Centro de Vigilancia Epidemiolégica da
Secretaria de Estado de Saude do Estado de Sdo Paulo, “Rede Nacional de Vigilancia
da Influenza, *Centro de Controle de Doencas Colaborador da Organizacdo Mundial da
Saude.

E-mail: tterezinha@uol.com.br

Since April 2009, human cases of respiratory infections originated by novel swine-origin
influenza A virus, designated pandemic A(H1N1l)v, have been detected worldwide,
causing immediate international concern. In Brazil, as of 02 August 2009, there have
been 2965 cases of infection and 96 deaths. Molecular epidemiology investigation was
carried out in the present study in an attempt to monitoring and surveillance of the
pandemic influenza A(H1N1)v in Brazil. The complete genes of hemagglutin (HA),
neuraminidase (NA) and matrix (MP) were sequenced. The virus samples were obtained
from clinical specimens from patients who came from the states of Sdo Paulo, Mato
Grosso and Distrito Federal. Virus isolation was performed in MDCK cell cultures. Viral
RNA was extracted from the infected cells and submitted to reverse transcription-
amplification reactions with primers set designed to cover the complete segments of the
HA, NA and MP genes. The amplified products were directed sequenced. Comparative
sequence analysis indicated the presence of point mutations in the HA gene of the
Brazilian strains when compared to the reference strain A/California/O4/H1N1 (2009).
These alterations do not change the all five of the known antigenic sites of the HA protein.
The canonical sites for N-linked glycosylation at NxS/T motifs were preserved among
strains. Data of the MP sequence analysis revealed that the strains of this study carried
the S31N mutation that confers cross-resistence to the adamantine class of anti-influenza
drugs. Sequencing of the NA gene showed that the neuraminidase relative drug binding
pocket represented by H274 was not altered, yielding the strains sensitive to oseltamivir.
These results emphasize the contribution of molecular surveillance, in addition to
antigenic characterization to monitor the evolutionary pattern of the pandemic A(H1N1)v,
in order to vaccine development, and evaluation of antiviral drugs susceptibility.




