Supplemental data S5.	Eye size in large and small N. vitripennis
[bookmark: _GoBack][image: ]Figure S4. 3D volume of autofluorescence in N. vitripennis eyes from wasps with head width wider than 750 µm (panel A, large wasps) and smaller than 500 µm (panel B, small wasps). Images exported from the 3D Viewer plugin in FIJI. Scale bar represents 100 µm in the most anterior plane.
Eyes (Figure S4) were carefully removed whole during dissection of the brain for wasps with head width wider than 750 µm (large wasps) and smaller than 500 µm (small wasps). After fixation in 4% formaldehyde and 0.1M phosphate buffer at pH of 7.2 for 2.5 h at RT, eyes were washed 4 times 5 min in phosphate buffered saline (Oxoid, Dulbecco ‘A’ tablets) containing 0.5% Triton-X100 (PBS-T) and kept in PBS-T at 4 °C until processing. To enhance the image quality, the eyes were incubated in 1:500 propidium iodide (PI) in PBS-T for 4h at RT, then washed 2 times 5 min in PBS-T, followed by dehydration in a graded series of EtOH. The eyes were cleared in xylene and were mounted, convex side up, on a microscope slide in DPX (Sigma) under an 18×18 mm coverslip. Eye preparations were scanned with a Zeiss LSM 510 confocal laser scanning microscope equipped with a 25× oil immersion objective (Plan-Neofluar 25×/0.8). The tissue was imaged using the 488 nm line of an Argon laser to excite autofluorescence and PI. We found that using a 505-550 nm BP filter mainly resulted in emission from remains of the head capsule cuticle, and a 560 nm LP filter mainly imaged the ommatidia. Both signals were used to assess quality of the eye preparation. Eyes were scanned with an image size of 512×512 pixels. In the event that an eye would not fit the frame, overlapping stacks were made and later combined with the Stitching plugin in FIJI [Preibisch et al. 2009]. For analysis, stacks were loaded in FIJI [Schindelin et al. 2012] and analysed using the 3D Viewer plugin [Schmid et al. 2010]. After optimization of the stack histogram, the point tool was used to mark individual ommatidia on the eye surface (improper optimization would result in points floating far above the eye). The line tool was used to measure ommatidia diameter of a septet at the convex tip of the eye. Data were exported and analysed in MS Excel, statistical comparisons were made using a Welch’s T-test.
Our data show that large N. vitripennis females have 695.8±1.52 ommatidia (mean±SD, n=5) that measure 13.33±0.73 µm (n=5 averaged septets) in diameter, whereas small wasps have 447.2±50.26 ommatidia (n=5) with a diameter of 11.8±0.44 µm. Large and small wasps differed significantly for both ommatidia count (p < 0.001) and ommatidia diameter (p = 0.006).
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