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Abstract

:

Human outbreaks with avian influenza have been, so far, constrained by poor viral adaptation to non-avian hosts. This could be overcome via co-infection, whereby two strains share genetic material, allowing new hybrid strains to emerge. Identifying areas where co-infection is most likely can help target spaces for increased surveillance. Ecological niche modeling using remotely-sensed data can be used for this purpose. H5N1 and H9N2 influenza subtypes are endemic in Egyptian poultry. From 2006 to 2015, over 20,000 poultry and wild birds were tested at farms and live bird markets. Using ecological niche modeling we identified environmental, behavioral, and population characteristics of H5N1 and H9N2 niches within Egypt. Niches differed markedly by subtype. The subtype niches were combined to model co-infection potential with known occurrences used for validation. The distance to live bird markets was a strong predictor of co-infection. Using only single-subtype influenza outbreaks and publicly available ecological data, we identified areas of co-infection potential with high accuracy (area under the receiver operating characteristic (ROC) curve (AUC) 0.991).
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1. Introduction


Human infections with highly pathogenic avian influenza (HPAI) H5N1 and other subtypes are a continuing concern for global public health. Previous human outbreaks have been largely constrained by poor viral adaptation to non-avian hosts [1]. This limitation could, potentially, be overcome via reassortment, whereby two different strains co-infecting the same host share genetic material to create new hybrid strains [2]. Most previous pandemics in humans were the results of such reassortment events. Monitoring and mapping the movement of influenza viruses within bird populations and identifying areas of co-infection potential can help in targeting surveillance efforts and intervention campaigns [3]. Identification of ecological niches that are conducive to co-infection with different influenza subtypes can indicate areas where novel reassortants may emerge. We hypothesize there are such areas of overlapping niches and susceptible hosts in these places are at increased risk of co-infection.



HPAI H5N1 first emerged in Asia in 1996 and has since spread to become a panzootic. Due to its high pathogenicity (in both poultry and human hosts) and wide geographic spread, H5N1 is often considered one of the most likely pandemic candidates, with some insisting an H5N1 pandemic is inevitable [4]. However, not all previous pandemics arose from HPAI viruses. It has also been suggested H9N2, a low pathogenic avian influenza (LPAI) virus, which emerged in 1994, may be an equally plausible candidate for the next pandemic virus [1,5]. H9N2 viruses are endemic in poultry across a wide geographic range, have caused infections in humans and pigs, and are, at least in some cases, partially adapted to recognize and bind to human receptors [6,7]. It is conceivable that co-infection with H5N1 and H9N2 could produce a new subtype capable of infecting humans with high pathogenicity.



Strong evidence suggests aquatic birds act as the natural reservoir host for the influenza virus, and surveillance and intervention at the avian-human interface may be critical to the early identification and eradication of the next potentially pandemic strain [1,8]. Most human infections with avian influenza have been the result of direct contact with poultry, not wild birds, likely due to the much higher rate of contact [9]. The potential for direct contact between humans and poultry is high in Egypt. The majority of poultry production is carried out in commercial farms. Some 4–5 million Egyptian families raise poultry at home in traditional backyard flocks, accounting for roughly a third of poultry production in the country [10]. While commercial farms generally have high biosecurity limiting poultry contact with potentially infected wild birds, backyard farms are characterized by outdoor enclosures with little security. For example, a three-year study of backyard poultry growers in Egypt found that none of the participants (n = 750) consistently used or decontaminated personal protective equipment [11]. Egypt is an arid country in Northeastern Africa, containing just over one million square kilometers of land, of which less than 3% is arable, mostly located in the Nile River valley and delta [12]. Both human and poultry populations are most densely distributed in these arable regions [13].



HPAI H5N1 was identified in Egyptian poultry in early 2006, and resulted in the loss of more than 90% of flocks that year [14]. Since that time, Egypt has reported more human cases of H5N1 influenza than any other country, with 346 confirmed cases as of 31 December 2015 [15]. Egypt reported over 1000 outbreaks of H5N1 in poultry to the World Organization for Animal Health (OIE) before declaring the disease as endemic in July 2008, less than two years after its introduction [16]. The economic impacts have also been substantial. In addition to losses directly from sickness and death of infected birds, mandatory culling of entire flocks upon detection of the virus has been enforced without compensation for farmers, resulting in an estimated $2–3 billion USD in losses in the first four years [17].



Avian influenza subtype H9N2 was first identified in Egyptian poultry in 2011 and has caused confirmed human infections [18]. Active surveillance of Egyptian poultry has detected co-infection with both H5N1 and H9N2, which could potentially lead to reassortment [19]. As the spatial distribution of influenza in Egyptian poultry is not uniform, and considering the relative scarcity of co-infection data, we investigated a method to identify areas where poultry may be at increased risk of co-infection in the absence of true co-infection data.



Ecological niche modeling (ENM) and the related species distribution modeling (SDM) were developed by geographers and ecologists to predict the potential geographic occurrence of organisms based on observed occurrences in niche space [20]. We define the niche as the combination of environmental conditions (here, these include host populations and indirect indicators) within which an organism can persist. ENM and SDM are sometimes used interchangeably; however, modeling the processes that shape distributions and predicting the potential distribution in unsampled areas assumes a niche-based hypothesis, so we will use the term ENM (for a detailed discussion, see [21,22], but also see [23,24]). ENM is only possible on a broad scale with the use of remotely-sensed datasets, which tend to have much higher spatial and temporal resolution than observational data, and cover a considerably larger spatial extent [25,26]. Remotely-sensed data allow detailed modeling across very large regions, including areas where more traditional observational data are not available or are severely outdated, a common problem in many developing countries, such as Egypt.



In this paper we identify areas with increased potential of co-infection outbreaks in poultry flocks by modeling the ecological niches of H5N1 and H9N2 separately using known outbreak locations in Northern Egypt, then observing where these niches overlap in geographic space. This overlap is then compared with a niche model developed using actual co-infection occurrences to evaluate the models’ predictive ability. Additional models are developed to evaluate the transferability of niche estimates into unsampled locations.




2. Materials and Methods


Three sources were used for outbreak data from 2007 to 2015: a systematic avian influenza surveillance program between the Center of Scientific Excellence for Influenza Viruses in Egypt and the St. Jude Center of Excellence for Influenza Research and Surveillance in the United States [27], the avian influenza database from the OIE [28] and the Emergency Prevention System against transboundary animal and plant pests and diseases (EMPRES) Global Animal Disease Information System (EMPRES-i) from the Food and Agriculture Organization (FAO) of the United Nations [29]. Data from the systematic surveillance program, ongoing since 2009, include monthly non-random samples for individual birds from commercial and backyard farms, as well as abattoirs and live bird markets (LBM). The OIE data, covering 2007 to February 2008, include reported outbreaks for flocks from commercial farms, backyard farms, and LBMs. The EMPRES-i data, from February 2008 to 2015, include reported outbreaks for flocks, but the majority do not record the habitat. The systematic surveillance program is the only data source that tests for and reports co-infection. For consistency, records for individual birds were aggregated into outbreaks based on location and date, with duplicates between data sources removed. Outbreaks were geocoded to the scale of individual farms, except for the systematic surveillance data which were geocoded to villages (see Figure 1). The bulk of the outbreaks from all three data sources were collected in seven governorates in Northern Egypt, representing the primary foci of the poultry industry [19].



The ecological dataset represents environment, population, and behavior variables relevant to the ecology of influenza, primarily collected via remote sensing. Several studies have successfully modeled avian influenza niches using environmental variables. Researchers modeling HPAI in Japan used temperature, precipitation, elevation, and poultry density, finding the last two most strongly correlated with the distribution of avian influenza [30]. Others modeled the ecological niche of avian influenza in the Middle East using only remotely-sensed vegetation indices and elevation data [31]. Models developed for Europe and India have also found slope, temperature ranges, and human population data to be useful [32,33]. Humidity has been shown to play a role in virus persistence and transmission effectiveness [34], and models of H5N1 in China, Vietnam, Thailand, and Madagascar used distance to fresh water and distance to major roads as predictive variables [35,36]. One study that developed a model for H5N1 in Egypt concluded that information on demographics related to poultry holdings is necessary to improve predictions [37].



Only publicly available datasets with wide geographic (preferably global) coverage and moderate spatial resolution were selected (see Table 1). Climatic and other remotely-sensed variables included relative humidity, precipitation, air temperature, surface temperature, elevation (and slope), and a vegetation index. Average annual relative humidity was obtained from the Center for Sustainability and the Global Environment (SAGE) at the University of Wisconsin-Madison’s Atlas of the Biosphere (AoB) database, and was selected for its impact on viral persistence and transmission effectiveness [34]. Total annual precipitation and monthly average air temperature came from the WorldClim database, both relevant to viral survival [30]. Mean seasonal and annual diurnal surface temperature and the Normalized Difference Vegetation Index (NDVI) were derived from remotely sensed data acquired by NASA’s Moderate Resolution Imaging Spectroradiometer (MODIS) sensor on the TERRA satellite [38]. Diurnal temperature may be associated with both viral persistence and with movements of migratory birds, a theorized source of viral diffusion [33,39]. NDVI is a measure of “greenness” or vegetation health, and represents host habitat suitability [31]. Data were downloaded in tiles and mosaicked together, then monthly values were aggregated to seasonal/annual values. Elevation and slope data were derived from NASA’s Shuttle Radar Topography Mission (SRTM) 30-meter digital elevation model (DEM) processed and distributed by the Consultative Group for International Agricultural Research (CGIAR) Consortium for Spatial Infrastructure (CGIAR-CSI), and influence habitat suitability and migratory pathways for waterfowl [30,33,35].



Distance to fresh water (important for waterfowl diffusion) and distance to major roads (important for poultry diffusion) were calculated, as well as distance to LBM within the study area, which may play a role in viral mixing and diffusion [33,35,41]. Both perennial water sources and roads data were obtained from the Defense Mapping Agency’s (DMA) Digital Chart of the World (DCW) available through the DIVA-GIS group [43]. These data were collected in 1992, so supplemental roads data derived from OpenStreetMap were also used [44]. The locations of LBM within the study area were derived from the systematic surveillance dataset, which yielded 76 markets and is believed to be representative.



Demographic information included populations of humans and poultry, a wealth index measurement, a measure of water scarcity, and bird husbandry variables including whether chickens and ducks were kept in separate flocks or allowed to mix, and if birds lived in or near homes. Human population data (2010, partially derived from remote sensing datasets) was obtained from WorldPop [45], and serves as an indication of the poultry trade [33,40]. Poultry density (2005) was obtained from the FAO’s Gridded Livestock of the World dataset, representing both commercial and backyard poultry [46]. Poultry density has been linked to viral transmission and diffusion [40]. The Egyptian Demographic and Health Survey (DHS) of 2008 provided the wealth index, information on the frequency of water scarcity, and bird husbandry behavior [13]. The wealth index and husbandry data are indications of biosecurity practices and the knowledge of and ability to implement appropriate disease mitigation strategies [32,42]. Water scarcity is important for habitat suitability, and may influence host diffusion and mixing [42]. Individual survey responses are geocoded to centroids of “DHS clusters” which represent spatial groupings of survey responses. Responses were aggregated to clusters and converted to a raster surface using empirical Bayesian kriging in ArcGIS 10.3 (Esri, Redlands, CA, USA) [47].



Most of the raster data was subset from global datasets at a resolution of 30 × 30 arcseconds, corresponding to about 0.8 square kilometer grid cells at the equator. Humidity and poultry density raster layers were of lower resolution (5 and 3 arcminutes respectively), but were resampled to match the spatial resolution of the other layers.



We employed ENM to identify a set of environmental conditions associated with virus persistence and spread [48]. ENM examines the environmental data at locations of outbreaks and creates a model of the virus’ niche, which is evaluated and improved using randomly selected background points within the study area [49]. A large number of modeling algorithms are available with varying strengths and weaknesses, including regression-based models and machine learning methods [50,51]. We chose the maximum entropy modeling algorithm, which is robust to multicollinearity among input variables, and has been found to provide more conservative estimates of species niches than other common algorithms, including the Genetic Algorithm for Rule-set Production (GARP) and bioclimate analysis and prediction system (BIOCLIM), even with small sample sizes [52,53,54,55]. Presence-only models were created for outbreaks between 2007 and 2015 in Northern Egypt according to virus subtype, and co-infection potential maps were derived from them (see Figure 2).



Two main subtype models were created, one for H5N1 outbreaks, and one for H9N2 outbreaks, with known co-infection outbreaks omitted from preliminary analyses for subsequent evaluation of model performance. Models were parameterized to use 75% of outbreak locations for training and withhold 25% for testing, with 10,000 randomly selected background points as pseudo-absence locations. Niche models are sensitive to the locations of training points and have a tendency to over-fit the data. To evaluate the transferability of the niche estimates (i.e., how useful the estimates are outside the original study area) the study area was divided into quadrants with the first and third quadrants used for training and the second and fourth for testing, resulting in two additional models, one for H5N1 and one for H9N2 [54,56]. The niche estimates for the two subtypes, H5N1 and H9N2, were also combined to identify areas where hosts may be more susceptible to co-infection [57]. Two combinations were performed, multiplication and averaging. Multiplication creates a more focused map, and has the benefit of preserving “true zeros” where we would not expect to find one of the subtypes, making co-infection very unlikely. Averaging allows for high values in one niche to compensate for low values in the other, resulting in a larger area being assigned high co-infection potential. An independent dataset of actual co-infection occurrences during the study period was also used to create a co-infection niche model for comparison with the derived maps. A total of seven models were created: two for H5N1, two for H9N2, one for co-infection, and two models derived by combining the H5N1 and H9N2 models. Additional models that could not be properly validated were also created and are reported in the Supplemental Materials.



For all models a maximum of 10,000 iterations were performed to allow time for convergence. Jackknife tests were also performed where each variable was removed from the model in turn, and also used alone, to evaluate each variable’s importance to the model. Models were evaluated using the receiver operating characteristic (ROC) curve and the corresponding area under the curve (AUC) values. The ROC curve plots the true positive rate (sensitivity) against the false positive rate (1-specificity) at various thresholds, and the AUC measures the overall strength of the model, with values below 0.5 regarded as worse than a random model and values close to 1 representing a near-perfect model. One hundred bootstrap AUC calculations were performed to estimate the standard error and bias of these measures.



Niche equivalency and background similarity tests were performed for pairs of niche estimates using the I metric proposed by Warren et al. (2008), based on Hellinger distances, carried out using the phyloclim (v 0.9-4) package in R [58,59]. I ranges from 0 (no overlap) to 1 (niches are identical). p-values and confidence intervals (CI) for I were based on 100 permutations, shown previously to be sufficient to reject the null hypothesis of niche equivalence with high confidence [59]. Statistically significant results indicate the niche models tested are not identical/equivalent. The CI show the range of I values expected by chance, so values falling outside the CI indicate the niche models are more similar (above the CI) or different (below the CI) than expected by chance.




3. Results


By host, the majority of outbreaks were reported among chickens (n = 974), with the remainder made up of ducks (n = 395), mixed chickens and ducks (n = 725), other species, including geese, pigeons, quails, and turkeys (n = 77), or unspecified (n = 421). By habitat, outbreaks were recorded at backyard farms (n = 275), commercial farms (n = 202), live bird markets (n = 45), or other/unspecified (n = 2070) (see Table 2). The large number of outbreaks for which habitats and/or hosts were not recorded, exacerbating already small sample sizes when divided by subtype, made validating results of these models unreliable, however they are reported in the Supplemental Materials.



The AUC results for all of the models are reported in Table 3. The maps of co-infection potential created by multiplying and averaging the H5N1 and H9N2 niche estimates were evaluated using actual co-infection occurrences that were independent from the datasets used during training. The co-infection occurrences (n = 57) were used as presence locations vs. randomly selected background points in AUC calculations for the H5N1 niche, the H9N2 niche and the combined co-infection potential maps. The H5N1 niche had an AUC of 0.9276, the H9N2 niche had an AUC of 0.9379, and the H5_H9 niche had an AUC of 0.9918. Testing against co-infection occurrences, the H5N1 niche had an AUC of 0.9784 while the H9N2 niche had an AUC of 0.9923. The co-infection potential map using multiplication achieved an AUC of 0.9948, while the map using averaging of H5N1 and H9N2 achieved an AUC of 0.9939.



The estimated distribution of areas suitable for H5N1 and H9N2, as predicted by the niche models, are shown in Figure 3 and Figure 4. The niche estimate for co-infection cases is depicted in Figure 5. Figure 6 shows the maps of co-infection potential derived from the niche estimates for H5N1 and H9N2 by multiplication and averaging. Niche equivalency and background similarity test results are shown in Table 4. All model comparisons using the I metric (H5N1 vs. H9N2, H5N1 vs. co-infection, and H9N2 vs. co-infection) were less than 1 and statistically significant and, therefore, non-equivalent.



Jackknife tests are summarized in Figure 7, Figure 8 and Figure 9. The strongest single contributor to the H5N1 niche was human population, which was also the variable that caused the largest loss in AUC when it was removed from the model. Mean diurnal surface temperature (summer and winter), Elevation, and mean NDVI (summer and winter) were also strong contributors. For the H9N2 model, the strongest single contributor was mean summer NDVI, followed by Poultry density and water scarcity. The largest drop in AUC accompanied the removal of elevation from the model. The highest overall AUC for the H9N2 model was achieved by the full model after removing Distance to major highways. In both models, air temperatures, precipitation measurements, and distance to fresh water were generally poor contributors. The strongest contributor to the co-infection niche was distance to LBM, followed by human population and elevation. The largest drop in AUC coincided with the removal of the wealth index.




4. Discussion


The AUC for the co-infection potential maps were higher than the corresponding co-infection-AUC for individual subtype niche models, demonstrating that the method here outlined of combining single-subtype niche estimates is more effective at predicting co-infection occurrences than using single-subtype estimates alone. Furthermore, the derived maps were marginally more effective than the niche estimate created using co-infection cases, with a higher predicted AUC and smaller standard error.



All models achieved better than random AUC scores (i.e., above 0.5). Transferability was evaluated via the quadrant analyses. H9N2 resulted in an AUC drop from 0.9379 for the full model to 0.6902 by quadrants, indicating some overfitting of the training data. Similarly, the quadrant analysis for H5N1 resulted in an AUC drop from 0.9276 to 0.7413. These differences were significant (t-test, both p < 0.001), yet the AUC values for the quadrant models were still above 0.5, suggesting the models could be used in other study areas with environments similar to Northern Egypt, such as Northern Nigeria.



As expected, the map derived using multiplication resulted in a much narrower area of co-infection potential when compared with the averaged map (see Figure 5). Multiplying the single subtype niche estimates produces a more conservative map, only highlighting areas that were considered highly suitable in both models. This may more accurately reflect co-infection potential since we would not expect co-infection to occur in an area that’s only likely to support one subtype. The averaging method produces a more encompassing map, recognizing co-infections may occur outside the overlapping areas of the identified niches. In this study both maps were effective at predicting actual co-infection cases, but the multiplication-based map achieved a higher AUC with a lower standard error. The averaged map seemed to over-estimate the area of co-infection potential, resulting in its lower AUC and higher standard error, but there are times when this behavior might be desirable, (e.g., planning containment strategies). For intervention planning purposes, both maps are likely to be useful.



The niche equivalency tests showed the H5N1, H9N2, and co-infection niche models were not identical, but the background similarity tests demonstrated non-reciprocal relationships. The H5N1 and H9N2 models were more similar than expected by chance, the co-infection model was more similar to H5N1 and H9N2 than expected by chance, but the H5N1 and H9N2 models were more different from the co-infection model than expected by chance. Since the test compares probability distributions for one model against a randomized background derived from the second model, this result may simply reflect the nature of the co-infection niche as a “subset” of the single subtype niches. The smaller sample size of the co-infection niche may also play a role. In general, we would expect the different subtype niches to be more similar than expected by chance.



The contributions of the different variables to the niche models are somewhat difficult to tease out. When predictor variables are correlated (as some of those included are), results from jackknife tests should be interpreted with caution. Among the various models, remotely-sensed datasets made up the majority of the strongest contributing variables: human population (partially derived from remote sensing data), mean seasonal diurnal surface temperatures, elevation, and mean seasonal NDVI were all consistently strong contributors to the models. It may also be helpful to know which variables were poor contributors and can be omitted from future modeling efforts, including distance to fresh water and air temperature. Precipitation was also a moderate to poor predictor in our models, in contrast to recent modeling efforts in the Middle East which found seasonal precipitation to be the most important predictor for H5N1 [37]. This could be a result of the coarse spatial resolution used in the previous study (9 km2 compared to ~0.8 km2), or perhaps reflect our inclusion of NDVI which better captures vegetation health and available moisture than precipitation.



The H5N1 and H9N2 models differed markedly, as can be seen from their niche estimates (see Figure 3 and Figure 4) and jackknife results (Figure 7 and Figure 8). The H5N1 niche closely follows the Nile River and delta, with the desert oasis of Fayoum (southwest of Cairo) and portions of the Mediterranean coast having high H5N1 outbreak potential. The H9N2 niche, in contrast, appears more irregular and covers a much smaller geographic footprint. Human population is the strongest predictor for H5N1, but ranks sixth for H9N2, while mean summer NDVI is the most important predictor for H9N2, but ranks sixth for H5N1. Among their top five predictors, H5N1 and H9N2 only share two in common, mean summer diurnal surface temperature and mean winter NDVI. It is not yet clear what is causing these differences, although niche estimates differing by subtype has been reported previously [57]. It is possible that some of the differences are attributable to the fact H9N2 (2011) emerged more recently than H5N1 (2006) and may not yet be in equilibrium with the environment; that is, H9N2 may still be spreading geographically compared to the more saturated and stable H5N1 distribution, which would increase the uncertainty associated with the model [23,50]. A larger dataset covering a longer time period is required to properly address this possibility and assess the spatial and environmental stability of the niches over time.



Co-infection potential appears to be highest in areas with low to medium human population, moderate mean seasonal diurnal surface temperatures, low elevations, and low mean seasonal NDVI values. Distance to LBM was only a moderate contributor to the single-subtype models, but was the single best predictor for the co-infection model. This may indicate LBMs play a role in facilitating co-infection, a possibility supported by previous studies in Thailand and China, and one which deserves further investigation [60,61].



Sampling biases in the influenza surveillance datasets are a continuing problem. Outbreaks from backyard farms are underreported, and the non-random nature of the systematic surveillance sampling likely impacts the results of the current work. In practice, perfect surveillance programs are unrealistic and researchers are required to make do with available data. Results from this work may help demonstrate shortcomings of current surveillance efforts in Egypt, particularly by presenting areas where outbreaks are predicted yet sampling is sparse or non-existent.



It should be remembered that several of the models were constrained by small sample sizes, and therefore are less generalizable in their results. The standard error (SE) estimates accompanying the AUC results are an indication of the reliability of the models, with the H5N1 model having the smallest SE, and the H9N2 model having the largest. The limited precision of the geographic coordinates recorded for the co-infection outbreaks, and the resolution of the environmental data restricted analysis to approximately the village scale. Furthermore, while influenza infections spread very rapidly within flocks, co-infection within poultry flocks does not guarantee co-infection within individual birds, a prerequisite for reassortment events [62]. Despite these limitations, the methods outlined were able to predict locations with increased co-infection potential with a high degree of accuracy, suggesting similar efforts directed towards future outbreaks may be able to do the same.




5. Conclusions


This work contributes to our understanding of the role of landscapes on the ecology of the avian influenza virus in Egypt. Using primarily remotely-sensed data and ecological niche modeling we identified environmental, behavioral, and population characteristics which distinguish the niches of H5N1 and H9N2 subtypes within Egypt. H5N1 and H9N2 were found to differ markedly in their ecological niches and geographic distributions. Distance to LBM was found to be a strong predictor for the co-infection niche model. Using only single-subtype influenza outbreaks and publicly available ecological data, we identified areas of co-infection potential with high accuracy. Our method will enable researchers to quickly and inexpensively identify areas conducive to influenza co-infections, helping to target spaces for increased surveillance for novel strains and focusing limited resources during intervention campaigns.



The importance of accurately targeted influenza surveillance efforts and associated early-intervention strategies cannot be overstated [27]. The methods outlined provide valuable tools for finding useful environmental predictors and identifying areas where co-infection potential is highest. The theory and techniques used can be applied to avian influenza in other localities, as well as other infectious diseases with similar social and environmental drivers.








Supplementary Materials


The following are available online at http://www.mdpi.com/1660-4601/13/9/886/s1, Figure S1: Niche models by habitat. (A) Commercial poultry farms; (B) Backyard poultry farms; (C) Live bird markets, Figure S2: Niche models by host. (A) Chickens; (B) Ducks; (C) Mixed (chickens and ducks), Figure S3: Jackknife results for commercial habitats, Figure S4: Jackknife results for backyard habitats, Figure S5: Jackknife results for LBM habitats, Figure S6: Jackknife results for chicken hosts, Figure S7: Jackknife results for duck hosts, Figure S8: Jackknife results for mixed (chicken and duck) hosts, Table S1: Niche equivalency and background similarity tests for selected niche models, Table S2: Area under the ROC curve (AUC) for avian influenza niche models.





Acknowledgments


This work was supported by NSF Grant #0966130.




Author Contributions


Sean G. Young, Margaret Carrel, and George P. Malanson conceived the project; Mohamed A. Ali and Ghazi Kayali contributed data; Sean G. Young and Margaret Carrel analyzed the data; Sean G. Young wrote the paper. All authors reviewed and approved the paper.




Conflicts of Interest


George P. Malanson reports his contribution to this material was during the time when he served at the National Science Foundation (USA). Any opinion, findings, and conclusions or recommendations expressed in this material are those of the authors and do not necessarily reflect the views of the National Science Foundation. The funding sponsors had no role in the design of the study; in the collection, analyses, or interpretation of data; in the writing of the manuscript, and in the decision to publish the results.




References


	



Peiris, J.S.M.; de Jong, M.D.; Guan, Y. Avian influenza virus (H5N1): A threat to human health. Clin. Microbiol. Rev. 2007, 20, 243–267. [Google Scholar] [CrossRef] [PubMed]

	



Smith, G.J.D.; Naipospos, T.S.P.; Nguyen, T.D.; de Jong, M.D.; Vijaykrishna, D.; Usman, T.B.; Hassan, S.S.; Nguyen, T.V.; Dao, T.V.; Bui, N.A.; et al. Evolution and adaptation of H5N1 influenza virus in avian and human hosts in Indonesia and Vietnam. Virology 2006, 350, 258–268. [Google Scholar] [CrossRef] [PubMed]

	



El-Zoghby, E.F.; Aly, M.M.; Nasef, S.A.; Hassan, M.K.; Arafa, A.-S.; Selim, A.A.; Kholousy, S.G.; Kilany, W.H.; Safwat, M.; Abdelwhab, E.M.; et al. Surveillance on A/H5N1 virus in domestic poultry and wild birds in Egypt. Virol. J. 2013, 10, 203. [Google Scholar] [CrossRef] [PubMed]

	



Skeik, N.; Jabr, F.I. Influenza viruses and the evolution of avian influenza virus H5N1. Int. J. Infect. Dis. 2008, 12, 233–238. [Google Scholar] [CrossRef] [PubMed]

	



Neumann, G.; Kawaoka, Y. Host range restriction and pathogenicity in the context of influenza pandemic. Emerg. Infect. Dis. 2006, 12, 881–886. [Google Scholar] [CrossRef] [PubMed]

	



Gao, R.; Bai, T.; Li, X.; Xiong, Y.; Huang, Y.; Pan, M.; Zhang, Y.; Bo, H.; Zou, S.; Shu, Y. The comparison of pathology in ferrets infected by H9N2 avian influenza viruses with different genomic features. Virology 2016, 488, 149–155. [Google Scholar] [CrossRef] [PubMed]

	



Pu, J.; Wang, S.; Yin, Y.; Zhang, G.; Carter, R.A.; Wang, J.; Xu, G.; Sun, H.; Wang, M.; Wen, C.; et al. Evolution of the H9N2 influenza genotype that facilitated the genesis of the novel H7N9 virus. Proc. Natl. Acad. Sci. USA 2014, 112, 548–553. [Google Scholar] [CrossRef] [PubMed]

	



Kim, J.-K.; Negovetich, N.J.; Forrest, H.L.; Webster, R.G. Ducks: The “Trojan horses” of H5N1 influenza. Influenza Other Respir. Viruses 2009, 3, 121–128. [Google Scholar] [CrossRef] [PubMed]

	



Hayden, F.; Croisier, A. Transmission of avian influenza viruses to and between humans. J. Infect. Dis. 2005, 192, 1311–1314. [Google Scholar] [CrossRef] [PubMed]

	



Taha, F.A. Poultry Sector in Middle-Income Countries and Its Feed Requirements: The Case of Egypt; United States Department of Agriculture, Economic Research Service: Washington, DC, USA, 2003; p. 47.

	



Gomaa, M.R.; Kayed, A.S.; Elabd, M.A.; Zeid, D.A.; Zaki, S.A.; El Rifay, A.S.; Sherif, L.S.; McKenzie, P.P.; Webster, R.G.; Webby, R.J.; et al. Avian influenza A(H5N1) and A(H9N2) seroprevalence and risk factors for infection among Egyptians: A prospective, controlled seroepidemiological study. J. Infect. Dis. 2015, 211, 1399–1407. [Google Scholar] [CrossRef] [PubMed]

	



Central Intelligence Agency. Egypt. In The World Factbook 2014–2015; Central Intelligence Agency: Washington, DC, USA, 2014. [Google Scholar]

	



El-Zanaty, F.; Way, A. Egypt Demographic and Health Survey 2008; MEASURE DHS; Ministry of Health, El-Zanaty and Associates, and Macro International: Cairo, Egypt, 2009; p. 463.

	



Aly, M.M.; Arafa, A.; Hassan, M.K. Epidemiological findings of outbreaks of disease caused by highly pathogenic H5N1 avian influenza virus in poultry in Egypt during 2006. Avian Dis. 2008, 52, 269–277. [Google Scholar] [CrossRef] [PubMed]

	



World Health Organization. Cumulative Number of Confirmed Human Cases for Avian Influenza A(H5N1) Reported to WHO, 2003–2015. Available online: http://www.who.int/influenza/human_animal_interface/H5N1_cumulative_table_archives/en/ (accessed on 18 July 2016).

	



World Organisation for Animal Health (OIE). Outbreaks of Highly Pathogenic Avian Influenza (Subtype H5N1) in Poultry Notified to the OIE from the End of 2003 to 22 October 2015. Available online: http://www.oie.int/fileadmin/Home/eng/Animal_Health_in_the_World/docs/pdf/graph_avian_influenza/graphs_HPAI_22_10_2015.pdf (accessed on 18 July 2016).

	



Kandeel, A.; Manoncourt, S.; El Kareem, E.A.; Ahmed, A.-N.M.; El-Refaie, S.; Essmat, H.; Tjaden, J.; de Mattos, C.C.; Earhart, K.C.; Marfin, A.A.; et al. Zoonotic transmission of avian influenza virus (H5N1), Egypt, 2006–2009. Emerg. Infect. Dis. 2010, 16, 1101–1107. [Google Scholar] [CrossRef] [PubMed]

	



Arafa, A.-S.; Hagag, N.; Erfan, A.; Mady, W.; El-Husseiny, M.; Adel, A.; Nasef, S. Complete genome characterization of avian influenza virus subtype H9N2 from a commercial quail flock in Egypt. Virus Genes 2012, 45, 283–294. [Google Scholar] [CrossRef] [PubMed]

	



Kayali, G.; Kandeil, A.; El-Shesheny, R.; Kayed, A.S.; Gomaa, M.M.; Maatouq, A.M.; Shehata, M.M.; Moatasim, Y.; Bagato, O.; Cai, Z.; et al. Active surveillance for avian influenza virus, Egypt, 2010–2012. Emerg. Infect. Dis. 2014, 20, 542–551. [Google Scholar] [CrossRef] [PubMed]

	



Franklin, J. Predictive vegetation mapping: Geographic modelling of biospatial patterns in relation to environmental gradients. Prog. Phys. Geogr. 1995, 19, 474–499. [Google Scholar] [CrossRef]

	



Peterson, A.T.; Soberón, J. Species distribution modeling and ecological niche modeling: Getting the concepts right. Nat. Conserv. 2012, 10, 102–107. [Google Scholar] [CrossRef]

	



Warren, D.L. In defense of “niche modeling”. Trends Ecol. Evol. 2012, 27, 497–500. [Google Scholar] [CrossRef] [PubMed]

	



Elith, J.; Leathwick, J.R. Species distribution models: Ecological explanation and prediction across space and time. Annu. Rev. Ecol. Evol. Syst. 2009, 40, 677–697. [Google Scholar] [CrossRef]

	



McInerny, G.J.; Etienne, R.S. “Niche” or “distribution” modelling? A response to Warren. Trends Ecol. Evol. 2013, 28, 191–192. [Google Scholar] [CrossRef] [PubMed]

	



Bodbyl-Roels, S.; Peterson, A.T.; Xiao, X. Comparative analysis of remotely-sensed data products via ecological niche modeling of avian influenza case occurrences in Middle Eastern poultry. Int. J. Health Geogr. 2011, 10, 1–12. [Google Scholar] [CrossRef] [PubMed]

	



Rose, R.A.; Byler, D.; Eastman, J.R.; Fleishman, E.; Geller, G.; Goetz, S.; Guild, L.; Hamilton, H.; Hansen, M.; Headley, R.; et al. Ten ways remote sensing can contribute to conservation. Conserv. Biol. 2015, 29, 350–359. [Google Scholar] [CrossRef] [PubMed]

	



Kayali, G.; Kandeil, A.; El-Shesheny, R.; Kayed, A.S.; Maatouq, A.M.; Cai, Z.; McKenzie, P.P.; Webby, R.J.; El Refaey, S.; Kandeel, A.; et al. Avian influenza A(H5N1) virus in Egypt. Emerg. Infect. Dis. 2016, 22, 379–388. [Google Scholar] [CrossRef] [PubMed]

	



World Organization for Animal Health (OIE). Available online: http://www.oie.int/ (accessed on 18 July 2016).

	



Global Animal Disease Information System (EMPRES-i) of the Food and Agriculture Organization of the United Nations (FAO). Emergency Prevention System against Transboundary Animal and Plant Pests and Diseases (EMPRES). Available online: http://empres-i.fao.org/eipws3g/ (accessed on 18 July 2016).

	



Moriguchi, S.; Onuma, M.; Goka, K. Potential risk map for avian influenza A virus invading Japan. Divers. Distrib. 2013, 19, 78–85. [Google Scholar] [CrossRef]

	



Williams, R.A.; Peterson, A.T. Ecology and geography of avian influenza (HPAI H5N1) transmission in the Middle East and Northeastern Africa. Int. J. Health Geogr. 2009, 8, 47. [Google Scholar] [CrossRef] [PubMed]

	



Adhikari, D.; Chettri, A.; Barik, S.K. Modelling the ecology and distribution of highly pathogenic avian influenza (H5N1) in the Indian subcontinent. Curr. Sci. 2009, 97, 73–78. [Google Scholar]

	



Si, Y.; Wang, T.; Skidmore, A.K.; de Boer, W.F.; Li, L.; Prins, H.H. Environmental factors influencing the spread of the highly pathogenic avian influenza H5N1 virus in wild birds in Europe. Ecol. Soc. 2010, 15, 26. [Google Scholar]

	



Shaman, J.; Kohn, M. Absolute humidity modulates influenza survival, transmission, and seasonality. Proc. Natl. Acad. Sci. USA 2009, 106, 3243–3248. [Google Scholar] [CrossRef] [PubMed]

	



Fang, L.-Q.; de Vlas, S.J.; Liang, S.; Looman, C.W.N.; Gong, P.; Xu, B.; Yan, L.; Yang, H.; Richardus, J.H.; Cao, W.-C. Environmental factors contributing to the spread of H5N1 avian influenza in mainland China. PLoS ONE 2008, 3, e2268. [Google Scholar] [CrossRef] [PubMed][Green Version]

	



Paul, M.C.; Gilbert, M.; Desvaux, S.; Rasamoelina Andriamanivo, H.; Peyre, M.; Khong, N.V.; Thanapongtharm, W.; Chevalier, V. Agro-environmental determinants of avian influenza circulation: A multisite study in Thailand, Vietnam and Madagascar. PLoS ONE 2014, 9, e101958. [Google Scholar] [CrossRef] [PubMed][Green Version]

	



Alkhamis, M.A.; Hijmans, R.J.; Al-Enezi, A.; Martínez-López, B.; Perez, A.M. The use of spatial and spatio-temporal modeling for surveillance of H5N1 highly pathogenic avian influenza in poultry in the Middle East. Avian Dis. 2016, 60 (Suppl. 1), 146–155. [Google Scholar] [CrossRef] [PubMed]

	



NASA Land Processes Distributed Active Archive Center (LP DAAC). Vegetation Indices Monthly L3 Global 1 km. Available online: https://lpdaac.usgs.gov/dataset_discovery/modis/modis_products_table/mod13a3 (accessed on 18 July 2016).

	



Reperant, L.A.; Fučkar, N.S.; Osterhaus, A.D.M.E.; Dobson, A.P.; Kuiken, T. Spatial and temporal association of outbreaks of H5N1 influenza virus infection in wild birds with the 0 °C isotherm. PLoS Pathog. 2010, 6, e1000854. [Google Scholar] [CrossRef] [PubMed]

	



Gilbert, M.; Xiao, X.; Pfeiffer, D.U.; Epprecht, M.; Boles, S.; Czarnecki, C.; Chaitaweesub, P.; Kalpravidh, W.; Minh, P.Q.; Otte, M.J.; et al. Mapping H5N1 highly pathogenic avian influenza risk in Southeast Asia. Proc. Natl. Acad. Sci. USA 2008, 105, 4769–4774. [Google Scholar] [CrossRef] [PubMed]

	



Wang, M.; Di, B.; Zhou, D.-H.; Zheng, B.-J.; Jing, H.; Lin, Y.-P.; Liu, Y.-F.; Wu, X.-W.; Qin, P.-Z.; Wang, Y.-L.; et al. Food markets with live birds as source of avian influenza. Emerg. Infect. Dis. 2006, 12, 1773–1775. [Google Scholar] [CrossRef] [PubMed]

	



Cumming, G.S. Risk mapping for avian influenza: A social-ecological problem. Ecol. Soc. 2010, 15, 32. [Google Scholar]

	



Defense Mapping Agency. Digital Chart of the World 1992. Available online: http://www.diva-gis.org/gdata (accessed on 18 July 2016).

	



OpenStreetMap. OpenStreetMap Foundation. Available online: http://www.openstreetmap.org/ (accessed on 18 July 2016).

	



WorldPop. Available online: http://www.worldpop.org.uk/ (accessed on 18 July 2016).

	



Robinson, T.P.; Franceschini, G.; Wint, W. The Food and Agriculture Organization’s Gridded Livestock of the World. Vet. Ital. 2007, 43, 745–751. [Google Scholar] [PubMed]

	



Gething, P.; Tatem, A.; Bird, T.; Burgert-Brucker, C.R. Creating Spatial Interpolation Surfaces with DHS Data; United States Agency for International Development (USAID): Rockville, MD, USA, 2015; p. 104.

	



Pulliam, H.R. On the relationship between niche and distribution. Ecol. Lett. 2000, 3, 349–361. [Google Scholar] [CrossRef]

	



Peterson, A.T. Ecologic niche modeling and spatial patterns of disease transmission. Emerg. Infect. Dis. 2006, 12, 1822. [Google Scholar] [CrossRef] [PubMed]

	



Mainali, K.P.; Warren, D.L.; Dhileepan, K.; McConnachie, A.; Strathie, L.; Hassan, G.; Karki, D.; Shrestha, B.B.; Parmesan, C. Projecting future expansion of invasive species: Comparing and improving methodologies for species distribution modeling. Glob. Chang. Biol. 2015, 21, 4464–4480. [Google Scholar] [CrossRef] [PubMed]

	



Elith, J.; Graham, C.H.; Anderson, R.P.; Dudik, M.; Ferrier, S.; Guisan, A.; Hijmans, R.J.; Huettmann, F.; Leathwick, J.R.; Lehmann, A.; et al. Novel methods improve prediction of species’ distributions from occurrence data. Ecography 2006, 29, 129–151. [Google Scholar] [CrossRef]

	



Elith, J.; Phillips, S.J.; Hastie, T.; Dudík, M.; Chee, Y.E.; Yates, C.J. A statistical explanation of MaxEnt for ecologists. Divers. Distrib. 2011, 17, 43–57. [Google Scholar] [CrossRef]

	



Hernandez, P.A.; Graham, C.H.; Master, L.L.; Albert, D.L. The effect of sample size and species characteristics on performance of different species distribution modeling methods. Ecography 2006, 29, 773–785. [Google Scholar] [CrossRef]

	



Peterson, A.T.; Papeş, M.; Eaton, M. Transferability and model evaluation in ecological niche modeling: A comparison of GARP and Maxent. Ecography 2007, 30, 550–560. [Google Scholar] [CrossRef]

	



Phillips, S.J.; Anderson, R.P.; Schapire, R.E. Maximum entropy modeling of species geographic distributions. Ecol. Model. 2006, 190, 231–259. [Google Scholar] [CrossRef]

	



Levine, R.S.; Peterson, A.T.; Yorita, K.L.; Carroll, D.; Damon, I.K.; Reynolds, M.G. Ecological niche and geographic distribution of human Monkeypox in Africa. PLoS ONE 2007, 2, e176. [Google Scholar] [CrossRef] [PubMed]

	



Fuller, T.L.; Gilbert, M.; Martin, V.; Cappelle, J.; Hosseini, P.; Njabo, K.Y.; Abdel Aziz, S.; Xiao, X.; Daszak, P.; Smith, T.B. Predicting hotspots for influenza virus reassortment. Emerg. Infect. Dis. 2013, 19, 581–588. [Google Scholar] [CrossRef] [PubMed][Green Version]

	



Heibl, C.; Calenge, C. Phyloclim: Integrating Phylogenetics and Climatic Niche Modeling. Available online: http://CRAN.R-project.org/package=phyloclim (accessed on 18 July 2016).

	



Warren, D.L.; Glor, R.E.; Turelli, M. Environmental niche equivalency versus conservatism: Quantitative approaches to niche evolution. Evolution 2008, 62, 2868–2883. [Google Scholar] [CrossRef] [PubMed]

	



Wang, G.; Zhang, T.; Li, X.; Jiang, Z.; Jiang, Q.; Chen, Q.; Tu, X.; Chen, Z.; Chang, J.; Li, L.; Xu, B. Serological evidence of H7, H5 and H9 avian influenza virus co-infection among herons in a city park in Jiangxi, China. Sci. Rep. 2014, 4, 6345. [Google Scholar] [CrossRef] [PubMed]

	



Wisedchanwet, T.; Wongpatcharachai, M.; Boonyapisitsopa, S.; Bunpapong, N.; Jairak, W.; Kitikoon, P.; Sasipreeyajun, J.; Amonsin, A. Influenza A Virus Surveillance in Live-Bird Markets: First Report of Influenza A Virus Subtype H4N6, H4N9, and H10N3 in Thailand. Avian Dis. 2011, 55, 593–602. [Google Scholar] [CrossRef] [PubMed]

	



Pérez-Losada, M.; Arenas, M.; Galán, J.C.; Palero, F.; González-Candelas, F. Recombination in viruses: Mechanisms, methods of study, and evolutionary consequences. Infect. Genet. Evol. 2015, 30, 296–307. [Google Scholar] [CrossRef] [PubMed]








[image: Ijerph 13 00886 g001 1024] 





Figure 1. Distribution of influenza outbreaks by subtype from (A) the systematic surveillance program; (B) the World Organization for Animal Health (OIE); and (C) the Emergency Prevention System against transboundary animal and plant pests and diseases (EMPRES) Global Animal Disease Information System (EMPRES-i). 
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Figure 2. Conceptual diagram showing the creation of five niche models and two derived models, with rectangles indicating data used for model testing or validation. 
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Figure 3. (A) Locations of H5N1 Outbreaks in the study area; and (B) the accompanying niche model for H5N1. 
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Figure 4. (A) Locations of H9N2 Outbreaks in the study area; and (B) the accompanying niche model for H9N2. 
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Figure 5. (A) Locations of co-infections of H5N1 and H9N2 in the study area; and (B) the accompanying niche model for co-infection cases. 
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Figure 6. Maps of co-infection potential derived (A) by multiplying the H5N1 and H9N2 niche estimates; and (B) by averaging the H5N1 and H9N2 niche estimates. 
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Figure 7. Jackknife test results using area under the receiver operating characteristic (ROC) curve (AUC) for H5N1. 
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Figure 8. Jackknife test results using AUC for H9N2. 
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Figure 9. Jackknife test results using AUC for co-infections. 
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Table 1. Environmental/ecological data resolutions and sources.







Table 1. Environmental/ecological data resolutions and sources.







	
Dataset

	
Potential Relevance

	
Spatial Resolution

	
Timeframe

	
Source






	
Relative Humidity

	
Viral Persistence and Transmission [34]

	
5 arcminutes

	
1960–1990

	
Center for Sustainability and the Global Environment (SAGE) Atlas of the Biosphere (AoB)




	
Mean Air Temp

	
Viral Persistence [30]

	
30 arcseconds

	
1960–1990

	
WORLDCLIM




	
Total Precipitation

	
Viral Persistence [30]

	
30 arcseconds

	
1960–1990

	
WORLDCLIM




	
Mean Diurnal Surface Temp

	
Viral Persistence and Diffusion [33,39]

	
3 arcminutes

	
2009–2014

	
Moderate Resolution Imaging Spectroradiometer (MODIS)




	
Normalized Difference Vegetation Index (NDVI)

	
Habitat Suitability for Hosts [31]

	
30 arcseconds

	
2009–2014

	
MODIS




	
Elevation

	
Diffusion of Hosts [30,35]

	
30 arcseconds

	
2000

	
Shuttle Radar Topography Mission (SRTM)




	
Population (Human)

	
Indication of Poultry Trade [33,40]

	
3 arcseconds

	
2010

	
WorldPop




	
Live Bird Markets

	
Viral Mixing and Diffusion [41]

	
3 arcseconds

	
2009–2015

	
Systematic Surveillance




	
Poultry Density

	
Viral Transmission and Diffusion [40]

	
3 arcminutes

	
2005

	
Food and Agriculture Organization (FAO)




	
Fresh Water and Roads

	
Viral & Host Diffusion [33,35]

	
1:1,000,000, 1:50,000

	
1992, 2015

	
Defense Mapping Agency’s (DMA) Digital Chart of the World (DCW), OpenStreetMap (OSM)




	
Wealth Index

	
Biosecurity and Disease Mitigation [42]

	
Demographic and Health Survey (DHS) Clusters

	
2008

	
DHS




	
Water Scarcity

	
Habitat Suitability and Host Diffusion [42]

	
DHS Clusters

	
2008

	
DHS




	
Poultry Husbandry

	
Biosecurity [32]

	
DHS Clusters

	
2008

	
DHS
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Table 2. Breakdown of avian influenza outbreaks (percentages by row).
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H5N1

	
H9N2

	
Co-Infection

	
Total






	
Source

	
Systematic Surveillance

	
145

	
39

	
57

	
241




	
World Organization for Animal Health (OIE)

	
287

	
0

	
0

	
287




	
EMPRES-i

	
1997

	
67

	
0

	
2064




	
Habitat

	
Commercial

	
133 (65.84)

	
28 (13.86)

	
41 (20.30)

	
202




	
Backyard

	
261 (94.91)

	
6 (2.18)

	
8 (2.91)

	
275




	
Live-bird Market

	
32 (71.11)

	
5 (11.11)

	
8 (17.78)

	
45




	
Other/Unspecified

	
2003 (96.76)

	
67 (3.34)

	
0

	
2070




	
Host

	
Chicken

	
822 (84.39)

	
100 (10.27)

	
52 (5.34)

	
974




	
Duck

	
390 (98.73)

	
1 (0.25)

	
4 (1.01)

	
395




	
Mixed

	
724 (99.86)

	
0

	
1 (0.14)

	
725




	
Other/Unspecified

	
493 (99.00)

	
5 (1.00)

	
0

	
498




	
Total

	
-

	
2429 (93.71)

	
106 (4.09)

	
57 (2.20)

	
2592
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Table 3. Area under the receiver operating characteristic (ROC) curve (AUC) for avian influenza niche models.
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Dataset (Subset)

	
AUC

	
Bias

	
Standard Error






	
H5N1

	
0.9276

	
−0.0005

	
0.0035




	
H5N1 (Quadrant Test)

	
0.7413

	
0.0003

	
0.0087




	
H9N2

	
0.9379

	
0.0003

	
0.0260




	
H9N2 (Quadrant Test)

	
0.6902

	
−0.0049

	
0.0485




	
Co-Infections

	
0.9918

	
0.00008

	
0.0078




	
H5N1 × H9N2 1

	
0.9948

	
−0.00002

	
0.0015




	
Mean H5N1 & H9N2 1

	
0.9939

	
0.0004

	
0.0020




	
H5N1 1

	
0.9784

	
−0.0006

	
0.0044




	
H9N2 1

	
0.9923

	
0.0001

	
0.0022








1 Tested using co-infection occurrences.
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Table 4. Niche equivalency and background similarity tests for niche models.
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Comparison (X vs. Y)

	
I Metric

	
X vs. Random Y

	
Y vs. Random X






	
H5N1 vs. H9N2

	
0.892 1

	
(0.673, 0.763)

	
(0.754, 0.762)




	
Co-Infection vs. H5N1

	
0.478 1

	
(0.261, 0.272)

	
(0.677, 0.780)




	
Co-Infection vs. H9N2

	
0.514 1

	
(0.185, 0.272)

	
(0.682, 0.789)








1 Significance: p < 0.001.
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