Hepatitis A virus (HAV) is an etiological agent of viral hepatitis in humans. Different types of food may act as a vehicle for the virus and cause outbreaks worldwide. The current official method for HAV detection in food matrices is stated in the ISO 15216-2, which is based on qualitative real-time PCR. However, it can be expected that quantitative analytical protocols (e.g. ISO 15216-1) will become a requirement in the next future. Recently new technologies of DNA quantification, as digital PCR (dPCR), have been introduced. The topic of this work was the setting up of different digital PCR systems and the comparison among each of them and real-time RTqPCR, to obtain a valid support to ISO 15216 quantitative method. Digital PCR assessment was performed on two platforms: dPCR QuantStudio 3D (Life Technologies) and QX 200 Droplet Digital PCR system (Biorad). For QuantStudio 3D, the reactions were set up with two approaches: a) a one-step amplification, using the RNA Ultrasense qRT-PCR system (Life Technologies), with different combinations of annealing temperatures (58 °C, 60 °C or 62 °C) and number of cycles (45 or 50); b) a two-step amplification, setting up the reverse transcription with the enzyme M​MLV Reverse Transcriptase (Promega) separately from the dPCR, in which the QuantStudio® 3D Digital PCR MasterMix mix (Life Technologies) was used with the following thermal profile: 96 °C for 10 min followed by 45 cycles of 60 °C for 2 min, 98 °C for 30 sec, and 60 °C for 2 min). For the second platform, the QX 200 Droplet Digital PCR system (Biorad), the reactions were conducted using the One-Step RT​ddPCR advanced kit for Probes kit (Biorad; thermal profile: 50 °C for 60 min, 95 °C for 10 min, followed by 45 cycles of 95 °C for 30 sec, 60 °C for 1 min, and a final step of 98 °C for 10 min). Analysis were carried out on decimal dilutions of RNA extracted (bioMerieux Nuclisense Minimag system) from 500 pl of a 6x10E+6 TCID50/nril HAV viral suspension. The final data processing was performed by comparing the results of: 1) real-time RTqPCR vs one-step dPCRs; 2) one-step dPCRs in the two different platforms; 3) one-step dPCR and two-step dPCR on QuantStudio 3D. The tuning the one-step dPCR reaction on the QuantStudio 3D platform showed that the best performance was obtained using the combination with 45 cycles and 60 °C of annealing temperature. The comparison of the data obtained with the all dPCRs (see Table) showed that quantification by digital PCR was comparable with the results of the real-time RTqPCR described in ISO 15216 method, though a slight underestimation was obtained with the two one-step dPCR protocols and overestimation was obtained with the two-step dPCR protocol. Overall, based on the data obtained the reactions in dPCR seem to represent a promising alternative quantification approach, as they could help analysis on field samples where PCR inhibitors play an important role on the output of real-time qPCR methods. 
