[bookmark: _GoBack]Avian botulism is an intoxication caused by exotoxins produced by Botulinum NeuroToxins-producing (BoNT) Clostridia, such as C. botulinum. The disease has a worldwide distribution both in waterfowl and in the poultry industry, with typical features such as sudden neurological symptoms and increase in death rates. The decrease of incidence in poultry cases during the 20th century was linked to changes in feeding and husbandry, especially with the introduction of indoor farming. Nevertheless, in the last few years there have been many changes in poultry farming systems, such as reduction of antimicrobial usage and an increase in free-range farming systems. These changes led to a recurrence of bacterial and parasitic diseases once disappeared, including avian botulism. There is paucity of data about avian botulism in Italy, as it is not a notifiable disease. Moreover, the few studies available in scientific literature are related to case reports rather than epidemiological status of a territory. The aim of the present work was to evaluate the presence of avian botulism in a specific area of Italy where there is a high density of poultry farms, especially layer farms. Data on avian botulism were retrospectively collected from archives of Istituto Zooprofilattico Sperimentale della Lombardia e dell’Emilia Romagna. A ten-year period (2013- 2022) was set and samples from poultry farms located in the territories of Forlì-Cesena, Rimini and Ravenna provinces of Emilia Romagna Region (Northern Italy) were included. Cases were defined as positive for botulism when (1) BoNT-producing Clostridia or its toxins could be identified, along with (2) anamnestic data, clinical signs and abnormal mortality rates.BoNT producing clostridia and botulinum toxin detection were carried out according to the methods of the Italian National Reference Centre for Botulism (CNRB-ISS), by multiplex real-time PCR and bioassay test in mice, respectively. During the ten years covered by the study, four periods can be identified based on the total number of farms and samples examined, as well as the number of positives detected. Firstly, in the years 2013 to 2014, no samples were examined for avian botulism. Then, in the years 2015 to 2017, a few samples per year were examined, with only one farm testing positive per year. From 2018 to 2019, both the number of samples and farms tested increased (12–13 samples from 6 farms per year), with a total of 4 farms testing positive over the entire period. Lastly, from 2020 to 2022, the number of analyzed samples (27–40 per year) and the number of farms (10-12 per year) considerably increased, along with the number of farms testing positive (3 to 5 per year). The lack of samples during the initial period might be related to an underestimation of the botulism problem in the study areas. On the other hand, the increase in samples analyzed, delivering farms and positive cases may be related to increased awareness of the disease and a real increase in the number of outbreaks of avian botulism. For example, in the period 2020-2022, a broiler farm experienced recurrent botulism outbreaks, which led to an increase in the number of samples conferred to laboratories. Concerning the distribution of positives by month of identification, our data highlight that avian botulism in poultry differs from botulism in waterfowl by having a lower seasonality. The disease occurred throughout the years: only November and January recorded few samples and no positive cases. Conversely, July, August, and October were the months with the highest number of samples and the highest number of positive farms (4, 5, and 5, respectively). Lastly, all identified BoNT-producing Clostridia belonged either to serotype C or mosaic variant CD, indicating the presence of specific serotypes in these territories. The raised awareness towards avian botulism in poultry may be related both to the numerous cases occurred in recent years in the waterfowl and to a real increase in positives among farms. The causes of the increase in outbreaks still need to be identified, e.g. changes in farming systems or climate change. Nevertheless, the veterinarians should acknowledge once more the disease in order to promptly act in case of an outbreak 

