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A PRELIMINARY SURVEY FOR AVIAN INFLUENZA AND PARAMIXOVIRUSES FROM SEA GULLS IN THE COAST OF PINAMAR, ARGENTINA

Celina Buscaglia1,2

1Comisión de Investigaciones Científicas de la Provincia Buenos Aires, Argentina; 2Fundación Ecológica Pinamar, Argentina. E- mail: cb235@yahoo.com; celinabuscaglia@gmail.com

Summary

Fecal samples were collected from sea gulls (Larus dominicanus and Larus maculipennis) in the shore area of the Pinamar District, that includes Montecarlo, Pinamar, Ostende, Valeria del Mar and Cariló in the Province of Buenos Aires, Argentina, during one year and a half, starting in October 2008. Cloacal or tracheal swabs were also obtained from sick or dead birds submitted to Fundación Ecológica Pinamar. Samples were pooled according to date, species and area of origin. Pooled samples were inoculated to 9-11-day-old embryonated eggs. After 5 days, allantoic fluids were tested for the evidence of hemoagglutination. None of the pool samples were positive. Neither Avian Influenza viruses nor paramixoviruses were isolated.
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Introduction
The two diseases of birds to be more afraid of are those caused by two hemoagglutinating agents: Highly pathogenic Avian Influenza (HPAI) and virulent avian paramixovirus type 1 viruses or Newcastle Disease viruses (ND). Avian Influenza (AI) is one of the greatest concerns for public health that has emerged from animals in recent years. HPAI caused especially by subtype H5N1, represents one of the major animal health problems worldwide. However, no Asian-lineage HPAI viruses of the H5N1 have been detected in the Americas. Notifiable AI (NAI) infections have led to significant human health issues including the risk of generating a pandemic. Surveillance is an essential activity for the disease control and early detection will allow the implementation of measures in a timely fashion (Buscaglia, 2008).

Thus far AI virus (AIV) has never been isolated from poultry in Argentina nor have AIV antibodies been detected (Buscaglia et al., 2007). Although there are references that indicate that HPAI was affecting the chickens by the early part of the twentieth century in Brazil and Argentina (Mohler, 1926; Pereda et al., 2008), it is difficult to attribute this occurrence to HPAI since ND or another similar pathologic disorder could have been the cause (Buscaglia et al., 2007; Swayne, 2008). By any means it can be concluded that it was HPAI. The research that took place in the last fifty five years has never detected AI in the country. An epidemiological surveillance program is conducted with the aim to monitor the presence or absence of AIV or antibodies to the virus in all commercial and noncommercial poultry. Results of the survey for AI for the period of 1998 to 2006 were reported (Espinoza et al., 2007) while a surveillance program for AI in backyard poultry from 1998 to 2005 was published (Buscaglia et al., 2007). The Surveillance Program for ND during 1998-2007 was also informed (Buscaglia et al., 2008). 
To determine whether avian hemoagglutnating viruses are circulating in aquatic wild birds in the coast of Montecarlo, Pinamar, Ostende, Valeria del Mar and Cariló, places that belong to the district of Pinamar, Buenos Aires Province, Argentina, free-living bird environmental fresh fecal samples were collected and examined during a year starting October 2008. As a consequence of the isolation of only one AIV from a healthy kelp sea gull in the coast of the Province of Buenos Aires after an extensive surveillance of 2995 waterfowl and shorebirds (Pereda et al., 2008), a monitoring of fecal samples from this type of birds and another sea gulls named brown –hooded gull that are very common in this area and are often seeing together, was initiated. This report is a preliminary survey of hemoagglutinating viruses in these two types of sea gulls.
Materials & Methods

Kelp gull (fig. 1a) and brown-hooded gull (fig. 1b) were observed and identified so that 967 fresh fecal samples were collected from them during a year and a half from approximately 20 specimens every 15 days in the coast of the district of Pinamar. Samples such as cloacae or tracheal swabs were also obtained from healthy, sick or dead ones that arrived to the Fundación Ecológica Pinamar. They were transported in PBS, pH 7.0-7.4 plus antibiotics at 4ºC to the laboratory with cool packs, kept refrigerated and processed within 4 days. Each pool consisted of 8–12 samples and was done according to date, species and area. Chicken embryos specific pathogens free of 9 to 11 day old, were inoculated with pooled samples as described by Swayne et al. (2008). Allantoic fluid from live and dead embryos was tested for hemoagglutination activity after 5 days of incubation. First-passage negative pools were blind passage a second time to confirm absence of hemagglutinating agents.
Results & Discussion
All virus isolation attempts were negative. None of the pools of samples tested showed hemoagglutinating activity. Neither AIV nor paramixovirus were isolated from the samples obtained from 780 Larus maculipennis and 187 Larus dominicanus.
AI has zoonotic potential and is a disease mainly of poultry. Preventing infections and eradicating outbreaks in poultry are the primary ways to prevent human infections and thereby reduce its pandemic potential. However, migratory waterfowl have been implicated in the transmission of AI to poultry (Fouchier et al., 2004).
This study arise after the first isolation of an AIV from a free living sea gull (Pereda et al., 2008) and it is based on the AI prevention program, which also tests for ND virus (Buscaglia et al., 2007; 2008; Espinoza et al., 2007). This program followed the science-based standards, guidelines and recommendations issued by the World Organization for Animal Health (OIE, 2010). 
Many countries have reported surveillance programs (Bokma et al., 2006; Baumer et al., 2010; Goujgoulova & Oreshkova, 2007; Pant & Selleck, 2007), but the first report from Latin America was presented by Buscaglia in Beijing in 2007 (Espinoza et al., 2007). The inclusion of samples from free-living, especially from migratory birds, and the improvement of testing by using RT PCR techniques started in 2005/6 (D’Amico et al., 2007; Pereda et al., 2008).
The role of wildlife and in particular of migratory birds, in the transmission of AIV still needs further clarification (Guberti & Newman, 2007). Migratory waterfowl have been implicated in the transmission of the H5N1 strain from Asia to Europe (Keawcharoen et al., 2008). Thus far, very little is known as to the species that are capable of AVI transmission and their ability to remain infected and infective through time. The fact that AIV were isolated from wild birds (Pereda et al., 2008) indicates that the potential exists for the transmission and emphasized the importance of the surveillance programs. This is a preliminary survey and more samples should be tested. However, it is clear that the incidence of AIV in gulls is lower in South America than in North America (Pearce et al., 2010, Pedersen et al., 2010, Pereda et al., 2008). The possibility of adding RTq-PCR to detect AIV-specific RNA as done in other countries (Baumer et al., 2010) should be considered although isolation is still the best tool to show the presence of any virus as shown in Peru (Ghersi et al., 2009). Little is known about the kelp gulls and brown-hooded gulls resident or migratory habits. Brown-hooded gulls are not only seen in the coast, but in the continent as well.

Figure 1. a) Kelp gull (Larus dominicanus) in the coast of Montecarlo, disctrict of Pinamar, b) Brown-hooded gull (Larus maculipennis) in the coast of Cariló, district of Pinamar
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Conclusions

More studies are needed to determine the role of these gulls in the epidemiology of hemoagglutinating viruses since only one virus was isolated up to now from this specie (Pereda et al., 2008). For that reason the evidence of a potentially unique phylogenetic linkage in South America should be reviewed. More samples and from different species should be tested. Supports are necessary to continue the monitoring in order to preserve the AIV-free status of poultry in Argentina.
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