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Fig. S5 (left). Example of a clone page from the songbird 
brain transcriptome database. Shown are parts of the page for 
H3f3b, a singing regulated gene. (A) Cluster, subcluster, and 
clone hierarchy. (B) Primer annotation information summed 
from all clones. (C) Graphical displays of the three top BLAST 
hits among the different databases searched. (D) NCBI 
Unigene/Gene homolog annotations and the gene ontology 
functions based upon the BLAST results. (C) Consensus clone 
sequence from the 5’ and 3’ reads. (E) Phred quality scores 
across the consensus clone sequence (color-coded as in Table 
S2). 

Fig. S7. Comparison of microarray signals of singing regulated genes under various conditions. (A) Brain slice, 120µm, 
before (Aa) and after (Ba) dissection of vocal nuclei. (Ab) Two quadrants of a microarray slide hybridized to probes from 
entire forebrain of a singing (Cy5-red) versus silent (Cy3-green) animal. (Bb) Same quadrants on duplicate slides but 
hybridized with probes made from HVCs of a singing and a silent animal. For the microarray of Ab, the entire 
telencephalon, not just a section, was used as a source of probe for the hybridization. Arrowheads: genes up-regulated by 
singing; Arrows: genes down-regulated by singing. The down-regulated ones were the result of individual differences in 
HVC, but not other brain areas, among animals as verified by in-situ hybridization (data not shown and see Fig. S8). (C) 
Apparent ratio (fold difference) in singing-driven gene expression in HVC of IEGs (egr-1, c-fos, c-jun, BDNF, and Arc) 
as a function of their DNA concentration on the microarray slide. The higher the DNA concentration, the higher the ratio 
difference of probes from the same animal, indicating that DNA concentration artificially affects the fold induction 
measurement. (D) Ratio differences of dye signal on 3xSSC spots without DNA, showing that replicate hybridizations 
(n=3) have variations. Ideally, each replicate should have SSC ratios (Cy3:Cy5) equally distributed around 1. The 
replicate 3xSSC spots did not result in significant differences below p<0.2, t-test. 


