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(MW925707), pVMG0303_Cq-U6-6_2xBbsI_gRNA-Loop (MW925708), pVMG0147_Cq_U6-2_2xBbsI-gRNA (MW925709).Selected plasmids have been deposited to
the Addgene redistribution service, and are available for order by the community on the Addgene website (http://www.addgene.org/). Addgene identification
numbers for the plasmids are as follows: pVMG0146_Cq-U6-1_2xBbsI-gRNA (169238), pVMG0149_Cq-U6-6_2xBbsI-gRNA (169323), pVMG0217_Cq-U6-2b_2xBbsI-
gRNA (169339/), pVMG0173_Cq-Actin5c-Cas9 (169345), pVMG0193_Cq-Rpl40-Cas9 (169346), pVMG0213_Cq-vasa-Cas9 (169347), pVMG0212_Cq-nanos-cas9
(169348), pVMG0302_Cq-U6-1_2xBbsI_gRNA-Loop (169369), pVMG0303_Cq-U6-6_2xBbsI_gRNA-Loop (169370). Genbank and Addgene identification numbers are
also available in Supplementary Fig. 1. All source data are provided with this paper; they cover the raw phenotypical scoring data collected, which is reported in the
Supplementary Data 2-5 files in Microsoft Excel format (.xlsx). All other data is available upon request from the authors.

For the cell work we maintained triplicates as our standard, which has allowed us to generate statistical comparisons between the different
experimental conditions and identify significant differences. For in vivo analysis of cutting in embryos we only analyzed one sample; these
experiments were meant to obtain a YES/NO answer on the activity of gRNAs and Cas9 constructs, and were mainly confirmatory of the
information obtained from cells. Because of this reason we did not perform additional replicates and only one sample per condition was
analyzed. For the transgenesis experiments we performed at least two injections per condition; the mosquito survival varied greatly, but we
aimed at sampling at least 20 independent germlines to evaluate differences with statistical analysis. For Gene drive experiments, in our
previous experience of similar analysis of gene drive effect using single fly pair crosses a number size of >8 is usually representative, describing
the overall behavior; for each of our experimental condition we have collected between 21-37 different samples.

All raw data provided was included in the figures. Fruit fly crosses with no progeny due to contamination or other causes, were removed from
the analysis and are not reported in the raw data tables.

For the mosquito transgenesis experiments we performed two technical replicates. Not all replicates produced transgenesis, yet most
produced evidence of cutting under the action of the Cas9/gRNA couple. Mosquito transgenesis experiments are technically challenging and
notoriously difficult, with low survival rates and low transgenesis rates, and therefore, it is not unusual to perform injection rounds and not
obtain trangenic animals. To further increase confidence in our claims we then proceeded to further support our observation with a similar
experiment in Drosophila, a separate model organism.

30 random larvae were picked for the molecular analysis performed in Fig. 1. F1 female flies were randomly collected from different F0
crosses to perform F1 crosses. No randomization practices are applicable to the remaining experiments.

For all the mosquito/fly experiments performed we have analyzed fluorescence presence in the eyes of fruit flies or whole body for the
mosquitoes. This type of scoring does not need the investigators to be blind as the evaluation of the phenotype is presence or absence of the
fluorescent marker and there is no much room for interpretation that could be subjective.




