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Fig. S10. Viral vector expression. (A) Viral vector used to express full-length zebra finch cDNAs in-vivo. The gene of 
interest was amplified in a nested PCR reaction with primers that recognize both viral vector and zebra finch sequences. 
The 5’ UTR and 3’ UTR regions were not included in the amplified region, as we needed to keep the insert size as small as 
possible. Large inserts (>2Kb) are thought not to work well in lentiviral vectors. The particular vector shown is that with 
the Ubiquitin C promoter, obtained from Dr. Pavel Osten (Max Planck, Heidelberg, Germany), which was modified from 
that of Dr. Carlos Lois (MIT, Cambridge MA). (B) Western blots of protein from transfected HEK293T cells reacted with 
either anti FLAG-tag or Met enkephalin antibodies. The FLAG-tag of the enkephalin insert was apparently cleaved off in 
the processing of proenkephalin to the mature molecule. The HEK293T cells do not (-) express either of these molecules. 
(C) Table of animals (21 total) and number of injections performed (42 total) of different lentiviral constructs. First column: 
different constructs tested; Second column: number of animals tested with each construct; Remaining columns: the site of 
injection and time of sacrifice after injection. (D) UbiC-GFP lentivirus expression in Area X at different time points after 
injection (sagittal sections, anterior is to the right). (E) Quantification of GFP protein fluorescent intensity in 60 cells of 
Area X per brain (n=2, 3, and 1 animal respectively). There were no significant differences across time (p>0.05, ANOVA, 
Fisher PSLD post hoc test). 


