Specification of Subject of Performance

Name of the service:		Drosophila melanogaster embryo microinjection for germline 				transformation using the PhiC31 system, including Injection, 				and balancing of resultant lines
Number of months of using the service: until June 2023
Required activities – their description, scope (e.g., number of samples, study area), timeline, etc.:
· Injection of plasmids provided by the Client into suitable Drosophila melanogaster acceptor lines, with high success rate, likely in repeat injections.
· Selection of transformants in the offspring of injected animals.
· Balancing of transformant flies with commonly used balancer chromosome lines to create genetically stable fly lines.
The whole process is started at the workplace of EXTEMIT-K team where first the RNA is isolated from Bark Beetle, then from RNA are obtained by PCR the receptors. These receptors are cloned and inserted into a portion of the vector. The vector is transformed by LR recombination to form the expression vector, which has two specific sides (attL and attR), between them the bark beetle receptors are located.
Subsequently, expression vectors with the specific vectors are sent to the Contractor. In this workplace the expression vector is introduced into the live larvae of Drosophila melanogaster using the PhiC31 system, creating a GMO Drosophila with a bark beetle receptor, which is inserted at a precisely determined 3rd place in the chromosome (i.e., between attR and attL). The prepared Drosophila are analysed by using SSR (Single Sensillum Recording), then they are sent back to the Czech Republic to EXTEMIT-K team and further analysed.
Methodological procedure requirements: 
· PhiC31 recombination, with the possibility to target the 2nd or 3rd chromosome.
· Use of the white marker gene to select transformants.

