
Wada et al: appendix 

 21 

 
 
 
 

Fig. S11. Example of cross-species microarray 
hybridization. Shown are hybridizations to the zebra 
finch microarrays with brain probes from male (Cy5-
red) versus female (Cy3-green) zebra finches or 
canaries. The identified genes (arrows) will be reported 
on separately. 

Fig. S12. Outline for our high-throughput molecular 
neuroethological approach. Prior knowledge is used to 
include brain states that induce behaviorally regulated 
genes. cDNA libraries and sequence information are used to 
generate cDNA arrays and an annotated database. These are 
then used to select candidate cDNAs for gene manipulation 
and thus to determine their causal and functional roles in 
cells and in behavior, respectively. Arrows: direction of 
resource use. 

Fig. S13. Plasmid vector used for zebra finch brain 
cDNA libraries. pFLC-I means plasmid full-length 
cloning vector I. The forward (Fwd) and reverse (Rev) 
primer sites were used for sequencing the 5’ and 3’ 
ends respectively of the inserted cDNA, and also for 
amplifying inserts for microarray production. The T7 
and T3 promoters were used to make sense and 
antisense RNA. The SfiI restriction site is rare and can 
thus be used to cut out the insert with a low probability 
of cutting into the insert. The avian library 5’ primer is 
specific to the libraries made with avian RNA at 
RIKEN. The NNNNNN has the unique 3’ primer ID for 
each bird. More details are in (38). 

Fig. S14. Examples of loss of plasmids with full-length 
cDNAs dependent on amount of growth time in primary 
and secondary cultures. Shown is an ethidium bromide 
stained agarose gel. Although most clones have 
vector+inserts after 20h of primary culture growth, 8-12h 
of primary growth prevents loss of clones on secondary 
inoculations (examples A, B, C). Not shown is that some 
clones were even lost after 20h of primary culture growth. 
M=1Kb molecular weight marker. Plasmid samples were 
restriction digested with BamHI. 


