Fig. S1. Gene Ontology (GO) categories and differentially expressed genes in embryonic neocortex of conditional Dicer knockout (Dicer
KO) mice. (A,B) Enrichment of high-ranking (P<0.001) and low-ranking (P=0.001) genes in GO categories (Prufer et al., 2007) in the differentially
expressed genes (upregulated, A; downregulated, B) in embryonic neocortex of conditional Dicer knockout (Dicer KO), using 1000 gene
permutations and a cutoff of at least 20 annotated genes per GO category. (C) List of the 62 detected and annotated genes analyzed in Dicer KO
samples, with a difference of more than twofold (log2 scale) over control samples and false discovery rate (FDR)<5% [corresponding to P<0.02198
(Student’s t-test)], normalized to mean 0 and standard deviation of 1. Asterisks and numbers indicate genes previously validated as miRNA targets
(references listed in the bottom panel).



Fig. S2. Foxp2 3'UTR is highly conserved in vertebrates and contains several predicted miRNA-binding sites. (A)
Higher magnification view of the 3’ end of the mouse Foxp2 gene showing the 3'UTR region (blue lines), miRNAs and
their respective predicted binding sites in mouse Foxp2 3'UTR (green). (B) Conservation of Foxp2 3'UTR in placental
mammals by PhyloP and Phastcons (blue and green, respectively), and in vertebrates by Phastcons (green); multiple
alignment (black) of Foxp2 3'UTR region from various vertebrates (indicated in blue or green).



Fig. S3. Ectopic expression of Foxp2 in neural progenitors does not impair their subtype specification and differentiation in embryonic
neocortex. (A-C) Fluorescence images from section through the dTel of E14.5 wild type (WT) mouse embryo co-electroporated in utero at E13.5
with pCAGGS-mCherry along with pCAGGS-Foxp2-A-3"UTR, illustrating intrinsic fluorescence of mCherry (A,C, red) and Foxp2 immunostaining
(B,C, green). VZ, ventricular zone; dotted lines, edge of the lateral ventricle. Scale bar: 25 um. (D-I) Confocal images from sections through the
telencephalon of E15 wild-type mouse embryo co-electroporated in utero at E13.5 with pPCAGGS-mCherry and either pPCAGGS-empty (control,
D-F), or pPCAGGS-Foxp2-A-3'UTR (Foxp2-A-3'UTR; G-I), showing intrinsic mCherry fluorescence (D,F,G,I) and Tbr2 immunostaining (E,F,H,I).
Arrows indicate mCherry and Tbr2 double-positive cells. SVZ, sub-ventricular zone; NL, neuronal layers; dashed lines, top boundary of the SVZ.
Scale bars: 100 um in D,E,G,H; 25 um in E]I). (J) Quantification of Tbr2 and mCherry double-positive progenitors (F,I, arrows) in the VZ and SVZ
of cortices electroporated with control (black bar) or pPCAGGS-Foxp2-A-3"UTR (white bar) plasmids, expressed as percentage of total mCherry-
positive cells in VZ and SVZ per field (as shown in F-I). (K) Quantification of mCherry-positive neurons in NL of cortices electroporated with
control (black bar) or pPCAGGS-Foxp2-A-3'UTR (white bar) plasmids, and expressed as percentage of total mCherry-positive cells per field (as
shown in D,G). Data are mean+s.e.m. of at least three brains counted per condition (two or three sections along the rostrocaudal axis were counted
per brain).



Fig. S4. Ectopic expression of Foxp2 does not impair cortical projection neuron differentiation. (A-C) Fluorescence
microscopy images of sections through the cerebral cortex of a wild-type (WT) P15 mouse, co-electroporated in utero

at E13.5 with pPCAGGS-mCherry and pCAGGS-Foxp2-A-3'UTR, showing intrinsic mCherry fluorescence (A,B, black;
C, red) and vGIuT immunostaining (C, green). Str, striatum; Cx, cortex; Dashed box in A indicates the region shown at
higher magnification in B and a similar region shown in C. Arrowheads indicate fibers of electroporated cells innerving
the controlateral cortex; black arrows indicate ectopic cells with tangential morphology extending neural processes; white
arrows indicate mCherry and vGIuT double-positive neurons. Scale bar: 500 pm in A; 100 pum in B; 50 um in C.



LNA-Probe Name

Probe Sequence (5>3’)

Mmu-miR-132 CGACCATGGCTGTAGACTGTTA
Mmu-miR-9 TCATACAGCTAGATAACCAAAGA
PCR primer Name Primer sequence (5>3’, Cloning sites are shown in bold)

Foxp2-3’UTR (first 2Kb) forward
Foxp2-3’UTR (first 2Kb) reverse
Foxp2-3’'UTR (last 2Kb) forward
Foxp2-3'UTR (last 2Kb) reverse
Foxp2 ORF forward
Foxp2 ORF reverse
Foxp4 ORF forward

Foxp4 ORF forward

CATCGGAATTCG TTAGAACAATTACGGCAGA

GCATGAATTCTTATTTGTACTTCAGAAATGTAA

ATGCGAATTCGAACGAACTTGTGACACCT

GCATGAATTCAGAGGTAGAAGCTTTCAGAAAG

ATGCGCTAGCTATTAAGTCATGATGCAGGAATC

GCATGAATTCGTTCTCATTCCAGGTCCTCA

ATGGCTAGCGGCAATGATGGTGGAG

CGTAGAATTCTGCCCTTAGGACATGTCCTC

CLOVIS et al., Table S1





