


 

 

Fig. 6 Lineage tracing of cells expressing Nkx1-2 at E10.5. Timed-pregnant Nkx1-2CreERT2 

mice received tamoxifen at E10.5 and the contribution of YFP+ cells to developing embryos 

assessed at E11.5 (A) and E12.5 (B). (A) Dorsal view (maximum intensity projection, MIP) of 

the tail of a E11.5 embryo immunolabelled for YFP on whole-mount (n=7). (Aa-Ad) Transverse 

sections representative of the levels indicated in (A) and immunolabelled for SOX2, T, and YFP 

(n=9). YFP+ cells contributed to the secondary neural tube (see Aa-Ad), presomitic mesoderm 

(Ab-Ad), and tail bud mesenchyme (Ad). (B) Side view (MIP) of the tail of a E12.5 embryo 

immunolabelled for YFP on whole-mount (n=9). Abbreviations are the same as in Fig. 1; vmes, 

points to ventral tail bud mesoderm. Scale bars, 100 m in whole-mount; 50 m in transverse 

sections. 
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Southern blot analyses of genomic DNA from wild type (W), and targeted clones B-E1, B-H9, B-H11 and C-F5. 
The sizes of the wild type allele (W) and the targeted allele (Targ) are shown in the Southern blot. (A) The 
genomic DNA was digested with the restriction enzyme SstI and a 5’ probe (5ext1) was used to confirm correct 
homologous recombination at the 5’ side. (B) The genomic DNA was digested with the restriction enzyme EcoRV 
and a 3’ probe (3ext2) was used to confirm correct homologous recombination at the 3’ side. (C) The genomic 
DNA was digested with SstI and a probe (cag) that detects a region located within the puro selection cassette 
used to confirm both correct homologous recombination at the 5’ side and single integration of the cassette in all 
clones. The primer sequences for the PCR amplification of the external probes can be found in Table S2. The 
black line in the schematics represents the genomic DNA. SHA, short homology arms; LHA, long homology arms. 
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Homologous recombination at the 5’ side

!"#$%& targeted allele

!"#$%& wild type allele

exon1

exon2

5ext1

SstI (578) SstI (14855)

CreERT2 pA puro

5ext1

SstI (20669)SstI (11811)SstI (578)

exon2

SHA LHA

SHA LHA

Homologous recombination at the 3’ side

3ext2

!"#$%& wild type allele

exon1

exon2

EcoRV(791) EcoRV(15188)

!"#$%& targeted allele

CreERT2 pA puro

EcoRV(21002)EcoRV(11941)EcoRV (791)

exon2

EcoRV(6264)

3ext2
SHA LHA

Homologous recombination at the 5’ side and single integration

!"#$%& targeted allele

!"#$%& wild type allele

exon1

exon2

SstI (578) SstI (14855)

CreERT2 pA puro

cag

SstI (20669)SstI (11811)SstI (578)

exon2

SHA

SHA LHA

LHA
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