Introduction: Recently, the European climatic tropicalization has caused a drastic increase in diseases transmitted by Arboviruses. In literature, there are many applications of insect cell lines [1] used for study relating to virus biology, epidemiology and for the evaluation of the in vitro efficacy of new antiviral compounds [2]. Isolation of Arboviruses requires the use of primary cells of arthropods; embryonic and larval tissues are the main sources used. Differentiated tissues are used less frequently, despite the fact that they are the most susceptible to infection and the presence of stem cells within them has been observed [3]. In accordance with the 3R principle, the aim of this work concerns the development of a technique of isolation of primary cells from differentiated mosquito tissues to achieve multiple diagnostic and research purposes, such as the in vitro evaluation of drugs, antiviral compounds and insecticides, reducing the use of animal experiments [4].  Methods: Cx. pipiens and Ae. albopictus were reared under controlled conditions (70% RH, 14:10 L/D Photoperiod and 25°C temperature). Eggs, larvae and adult mosquitoes have been used. They were washed with 5% bleach, 70% ethanol and purified H2O. Samples were collected in EDTA-trypsin. Intestines and ovaries were extracted from adults, larvae were mechanically shredded and eggs were treated with 1% pronase for shell elimination. The collected material was placed in flasks with two different culture media:  Mitsuhashi and Maramorosch Insect medium + Leibovitz’s L15 (1:1) + 0.05% BSA + 1% NEAA + 2 mM L- glutamine + 10% inactivated FBS;  Grace's Insect medium + 20% FBS + 1X antibiotics.  The flasks were incubated at 27 °C without CO 2 and supplemented with 1ml of the specific media every 10-12 days.  Results and conclusions: Tissues incubated with medium 1 showed contaminations since the first microscopic observation while those treated with medium 2 showed divergent results. At 24 hours, the larvae exhibited fungal contaminations; on the contrary, the flasks containing eggs and adult tissues were sterile and free of external contaminations. At 24 hours, intestines and ovaries showed contractile activity. In the flask containing the eggs, however, a cellular arrest and the presence of some crystals have been observed, probably due to the precipitation of a component of the media or to a waste product. At 50 days post explantation, some samples of intestine and ovaries showed signs of distress: granulated cells and no replicative activity. At 80 days after seeding, crystallization have been observed in all the flasks and no cell growth have been occurred.  The knowledge currently available on mosquito cultures is poor and the choice of the most suitable culture medium is the first step to set up. The preliminary investigations have revealed that the use of antibiotics it is of fundamental importance for these cells, due to the dirty environment in which mosquitos live. The results obtained are encouraging and the procedure will be optimized 
