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Fig. S8. Example in-situ hybridization of a false positive gene (Sfrs1) that showed differences in AreaX among birds but 
not between silent and singing (0.5-3h) groups. Shown are inverse images of film autoradiographs from 8 different 
animals. White arrow: AreaX with lower expression; Yellow arrow: AreaX with higher expression. The source of the 
individual animal variation is not known yet. 

Fig. S9 (right). Time course of singing regulated expression of all 33 genes in four song nuclei. The genes are 
categorized into one of six types of temporal expression patterns based on expression peak time (0.5, 1, or 3h) and 
expression profile. Expression levels were measured as pixel density on X-ray film minus background on the film. 
Criteria for including a gene as singing regulated was that it had to have a significant difference at one or more time 
points relative to silent controls (0h; ANOVA, post hoc PLSD test; *p<0.05; **p<0.01; n=4 each time point, n=5 at 
0.5hr). Criteria for placing genes in a category was that the gene had to have or not have significant differences in 
expression between the 1-3hr time points (ANOVA; p<0.05, specific values not shown); this second analysis revealed 
six such categories. 


