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of this preview, log in so we can remove this message.pone.0113717-Waligorel]. The number of GFP-positive cells was
counted and quantified in a blinded fashion. *In vitro* immunostaining {#s4f} Immunostaining was
performed as previously described [@pone.0113717-Zhoul]. In brief, frozen sections (10 um) were fixed in cold acetone, dried
and rehydrated in PBS. For immunostaining, sections were blocked with 5% donkey serum for 1 h at room temperature and
incubated with anti-pan-MAP2 antibody (Sigma, Cat. No. SAB4502227, 1:500) and anti-TuJ1 antibody (Covance, Cat. No.
MMS-435P, 1:1000) overnight at 4°C. After washes, the sections were incubated with fluorophore-conjugated secondary
antibodies (1:200, Jackson ImmunoResearch) and DAPI (Vector Laboratories) for 1 h at room temperature. Fluorescence
images were taken with an Axiovert 200 M fluorescent microscope (Zeiss). For the BrdU labeling experiments, the tissues were
incubated with 10 uM BrdU in medium for 30 min at 37°C, and then fixed and processed. Immunostaining was performed as
described above. *In situ* hybridization {#s4g} *In situ* hybridization for the *SmNkx2.2* riboprobe was
performed as described [@pone.0113717-Gul]. In brief, brain sections (10 um) were dewaxed and rehydrated, digested with
proteinase K, acetylated with acetic anhydride and treated with 0.2 M triethanolamine, pH 8.0 for 10 min. After washes
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