Supplementary Figure legends
[bookmark: _GoBack]Figure S1. Immunofluorescence staining on testis sections. (A) Cryosections. Notice that specific signal was observed when an anti-DDX4 antibody was used, but not when an anti-ATG5 antibody was used. (B) Paraffin sections. Specific signals were observed when an anti-PIWIL2/MILI antibody and an anti-AKAP4 antibody were used. The anti-ATG5 antibodies did not give specific staining.

Figure S2. Representative PCR results showing mice with different genotypes. Upper panel: primer set to analyze Atg5 genotyping; lower panel: primer set to detect Cre. 

Figure S3. Representative images of testicular cells isolated from control (upper panel) and atg5 cKO mice (lower panel) stained with specific anti-ATG5 antibody (red). ATG5 staining was observed as cytoplasmic vesicles in spermatocytes (arrows) and round spermatids (arrowheads) from the control mice, but no ATG5 staining was observed in the atg5 cKO mice.

Figure S4. Morphological examination of epididymal sperm by light microscopy at low magnification. Sperm density of the control mice is significantly higher than those observed in the atg5 cKO mice under the same dilution.

Supplemental Movies: Examples of sperm motility patterns from the control mice and the atg5 cKO mice. The movies are short segments of freshly isolated, non-capacitated sperm from a control (A) and the atg5 cKO mice (B). All segments were recorded with a DAGE-MTI DC-330 3CCD camera and a Canon Optura 40 digital camcorder. Segments were assembled into the video using iMovie HD on a Dual 1GHz 414 PowerPC Processor G4 Apple Macintosh computer. Movie S1. A representative movie from a control mouse. Note that most sperm are motile and display vigorous flagellar activity and progressive, long-track forward movement. Movie S2. A representative movie from an atg5 cKO mouse. Notice that there are fewer sperm compared to the control mice with the same dilution, and fewer sperm are motile. Sperm clusters are frequently observed.

