Supporting Information
SI Materials and Methods
Sequence analysis of Anopheles gambiae 4G Cytochrome P450
The NIAID Bioinformatics Resource Center VectorBase (https://www.vectorbase.org/) was used for the initial retrieval of CYP4g sequences. The protein sequences were aligned using the CLUSTAL W alignment tool.
Extraction of RNA and cDNA synthesis
Total RNA was extracted from individuals or pools of female mosquitoes using TRIzol reagent (Invitrogen). RNAs were treated with Turbo DNase (Ambion) to remove genomic DNA contamination, and were consequently used to make first strand cDNA using oligo-dT primers with Superscript III reverse transcriptase (Invitrogen), according to the manufacturer’s protocol. The primer pairs used for the amplification of the different CYP4g transcripts and the RpS7 are listed in Table 1. PCR reactions were carried out for 35 cycles using 0.15 mM primers under cycling conditions of 95o C for 30 s, 58o C for 30 s and 72o C for 30 s. RT-PCR experiments were performed using 3 biological and 2 technical replicates for each gene. 
RNA interference
The intrathoracic injection based methodology that previously established the efficiency of gene silencing in oenocytes of adult mosquitoes was used 1
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 with dsRNA derived from a cloned CYP4G16 fragment amplified by the primers Fri16 (ri) and Rri16 (ri) (Table S1). Four days later, subgroups of 10 mosquitoes for each dsRNA (dsCYP4G16 and dsGFP) were immunohistochemically analysed. Three replicate biological experiments were performed. 
Immunofluorescence on abdominal walls and Confocal microscopy

For the whole mount abdomen immunostaining, dissected abdominal walls from female mosquitoes were fixed for 30 min at room temperature in 4% formaldehyde (methanol free, Thermo scientific) in phosphate-buffered saline (PBS), supplemented with 2 mM MgSO4 and 1 mM EGTA, washed for 5 min with PBS, followed by a methanol wash, strictly for 2 min. After methanol, the tissues were washed again with PBS and then blocked for 2 h in blocking solution (1% BSA, 0.1 % TRITON X-100 in PBS). Then the tissues were stained with rabbit primary antibodies in 1/500 dilution in the blocking serum (in the –Triton experiment, Triton was excluded from the blocking serum), followed by goat anti-rabbit (Alexa 488, Molecular probes, 1/1000), that gave the green color. Finally, ToPRO 3-Iodide (Molecular Probes) that stained DNA red, was used. In double immunofluorescence experiments, the tissues were first incubated with the -CPR dilution (1/500), followed by goat anti-rabbit (Alexa fluor 488) as described above, fixed again with 4% formaldehyde for 15 min and then incubated for another 1 h with labeled -CYP4G16. Totally 3 g of -CYP4G16 were labeled with Zenon kit (Alexa fluor 555, Invitrogen), according to manufacturer’s protocol.   Pictures were obtained on Leica TCS-NT Laser Scanning microscope.
SI Results

According to the Vectorbase annotation cyp4g16 has four predicted transcripts: the A, B and C transcripts, which differ in their transcription start site but encode the same protein (CYP4G16PA), and the D transcript, which has a predicted alternative splicing in the 3’ coding region that results in a truncated carboxyl terminus (CYP4G16PD) (Figure S1A). Analysis of RT-PCR products confirmed the predictions for splicing of the 4th intron of the A, B and C type transcript. However, the presence of the cyp4g16PD-type spliced form was not confirmed; a transcript was found that was unspliced in this region, and thus contained the predicted 4rth intron of the gene, resulting in an alternative reading frame, which encoded a longer protein form, re-named as CYP4G16PD1. However, transcription of cyp4g16RD1 appeared very low in comparison with cyp4g16RABC when examined by RT-PCR (Figure S1B). 
Furthermore, CYP4G16 protein intriguing association to the Plasma membrane needed further investigation. Towards this direction, we found that the signal was specific for α-CYP4G16, since knock down of the corresponding gene by RNAi, greatly diminished fluorescence in the oenocytes (Figure S2A). Furthermore, differential permeabilization (Figure S2B) indicates that Triton treatment of sections is necessary for efficient staining 2()
, suggesting that the recognized CYP4G16 epitopes are inside the cell, and thus the PM associated protein is facing the cytoplasm. Finally, a double staining experiment (Figure S2C), showed a partially overlapping signal (yellow color) between -CYP4G16 (red color) and -CPR (green color), indicative of a possible physical association among the corresponding proteins.

SI Figure Legends

Figure S1: Analysis of cyp4g16 transcripts. A: Alignment of the predicted amino acid sequences from the extreme C-terminus of the CYP4G16PA (PA) and CYP4G16PD (PD) in vectorbase, together with the CYP4G16 PD1 (PD1), characterized in this study. An alternative splice event (in intron 4) is predicted to produce the CYP4G16PD, but the actual sequence of CYP4G16 PD1 contains intron 4 (black letters). B: Relative expression levels of cyp4g16RA(BC) and cyp4g16RD1 on cDNA from dissected abdominal walls. 

Figure S2: Confirmation, orientation and co-localisation of CYP4G16 with CPR.

A) Expression of CYP4G16 upon RNAi-based silencing of the corresponding gene. Immuno-localization of CYP4G16 to longitudinal cryo-sections from mosquito specimens that were injected with dsgfp (upper panel) or ds4g16 (lower panel), respectively. Scale bars: 50 m. B) Whole mount staining using -CYP4G16 and -CPR, in the presence or absence of Triton. Up: Triton was used in parallel with primary antibodies and fluorescence (green light) was detected. Down: Triton was not included and the signal was lost, for both proteins (CPR and CYP4G16), indicative of the absence of protein epitopes outside the cells and the intracellular orientation of the CYP4G16. Scale bars: 50 m. C) Double staining on abdominal walls with -CPR and -CYP4G16. Co-localization of CPR (green) and CYP4G16 (red) appears yellow. TOPRO stains the nucleus blue.
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