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            Abstract
The use of transcriptional profiles for predicting mosquito age is a novel solution for the longstanding problem of determining the age of field-caught mosquitoes. Female mosquito age is of central importance to the transmission of a range of human pathogens. The transcriptional age-grading protocol we present here was developed in Aedes aegypti, principally as a research tool. Age predictions are made on the basis of transcriptional data collected from mosquitoes of known age. The abundance of eight candidate gene transcripts is quantified relative to a reference gene using quantitative reverse transcriptase-PCR (RT-PCR). Normalized gene expression (GE) measures are analyzed using canonical redundancy analysis to obtain a multivariate predictor of mosquito age. The relationship between the first redundancy variate and known age is used as the calibration model. Normalized GE measures are quantified for wild-caught mosquitoes, and ages are then predicted using this calibration model. Rearing of mosquitoes to specific ages for calibration data can take up to 40 d. Molecular analysis of transcript abundance, and subsequent age predictions, should take ∼3–5 d for 100 individuals.
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                    Figure 1: Overview of the transcriptional age-grading technique.[image: ]


Figure 2: SAS output file showing the percentage of variance in gene expression measures (highlighted with red box) explained by adult female mosquito age.[image: ]


Figure 3: SAS output showing the regression statistics for linear regression of the first redundancy variate on adult female mosquito age.[image: ]


Figure 4: Microsoft Excel worksheet exported from the second SAS procedure.[image: ]
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