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DLK proteins modulate NOTCH signaling to influence a brown or white 3T3-L1 adipocyte fate
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Supplementary figure 1. Stable over-expression of each one of the four NOTCH receptors in 3T3-L1 cells. (A) mMRNA expression levels,
represented by the 1/ACTXE (E: gRT-PCR amplification efficiency) of Notch genes in 3T3-L1 cells. gRT-PCR analysis of the relative mRNA
expression levels (B, D, F and H) and densitometry analysis of the relative protein expression levels obtained by Western blot (C, G, E and I) in
stable Notch1 gene transfectant (L1-N1) (B and C), stable Notch2 gene transfectant (L1-N2) (D and E), stable Notch3 gene transfectant (L1-N3) (F
and G), and stable Notch4 gene transfectant (L1-N4) (H and I). In the case of Notch1 gene transfectant we show the signal of non-active intracellular
NOTCHL1 and the signal of active intracellular NOTCH1 (NICD1) proteins. In the case of Notch2 gene transfectant, we show the non-active
intracellular NOTCH?2 protein signal. In the case of Notch3 gene transfectant, we show the complete NOTCHS3 protein signal. In the case of Notch4
gene transfectant, we show both the signal of complete and the non-active intracellular NOTCH4 proteins. The expression of alpha-tubulin was used
as a loading control in all Western blots to normalize expression data. Representative Western blots are shown. Blot signals of the expression of the
different proteins in the stable transfectants (Empty vector (L1-V1, 2, 3 or 4) and over-expressing transfectant) were cropped from original blots and
delineated with horizontal white spaces (original blots for each protein signal are shown in Supplementary figure 4). Data in all qRT-PCR assays
were previously normalized to PO mRNA expression levels. The fold activation in all assays is calculated relative to the empty-vector-transfected
cells, set arbitrarily at 1. Data are shown as the mean + SD of at least three biological replicates. The statistical significance of Student's t-tests results

is indicated (* p < 0.05, ** p < 0.01, *** p < 0.001).
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Supplementary figure 2. Stable over-expression of DLK1 and DLK2 in 3T3-L1 cells. (A) mMRNA expression, represented by the 1/ACTXE (E:
gRT-PCR amplification efficiency) of DIk1 and DIk2 genes in 3T3-L1 cells. MRNA expression levels (B) and densitometry analysis of the relative
protein expression levels obtained by Western blot (C), in stable DIk1 gene transfectant (L1-DLK1) and stable DIk2 gene transfectant (L1-DLK2).
(D) gRT-PCR analysis of the relative mRNA expression levels of both DIk genes in seven-day differentiated 3T3-L1 cells. (E) gRT-PCR analysis of
the relative aP2 and Pparg mRNA expression levels in seven-day differentiated stable DIk1 gene transfectant (L1-DLK1D) and stable DIk2 gene
transfectant (L1-DLK2D). The expression of alpha-tubulin was used as a loading control in Western blots to normalize expression data.
Representative Western blots are shown. Data in all gRT-PCR assays were previously normalized to PO mRNA expression levels. The fold activation
in all assays is calculated relative to the empty vector transfected controls (L1-V1), set arbitrarily at 1. Data are shown as the mean £ SD of at least

three replicates. The statistical significance of Student's t-tests results is indicated (* p < 0.05, ** p <0.01, *** p <0.001).
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Supplementary figure 3. Soluble DLK proteins inhibit adipogenesis of stably NOTCH1-over-expressing 3T3-L1 preadipocytes. (A)
Representative Western blot analysis (complete blot showing these two soluble proteins) of culture media from HEK 293T-17 cells transfected with
a construct expressing the extracellular soluble region of DLK1 or DLK2 proteins. SDLK1: conditioned medium (CM) containing soluble DLK1
protein (black arrow). sDLK2: conditioned medium containing soluble DLK2 protein (black arrow). CM Control: control conditioned medium.
Analysis of the relative gRT-PCR expression of aP2 and Pparg markers in seven-day differentiated 3T3-L1 cells stably over-expressing Notchl (L1-
N1D) (B) in the presence of sSDLK1, sDLK2, or control conditioned media. Data were previously normalized to PO mRNA expression levels. The
fold activation or inhibition is calculated relative to the seven-day differentiated N1 cells (L1-N1D) incubated with control conditioned medium, set
arbitrarily at 1. Data are shown as the mean + SD of at least three replicates. The statistical significance of Student's t-tests results is indicated (* p <

0.05, ** p<0.01, *** p < 0.001).
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Supplementary figure 4. Original Western blots of NOTCH proteins and tubulin signals for the revised manuscript. In each film, we indicated
the blot with the information for each NOTCH and tubulin protein. The arrows indicate the bands of the different proteins which were cropped to

show in the Supplementary figure 1 and new Figures 1C and 1D. The antibodies used are shown in Table 2.



NOTCHL1 blots showed in Supplementary figure 1



NOTCH?2 blots showed in supplementary figure 1
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NOTCHS3 blots showed in supplementary figure 1
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NOTCH4 blots showed in supplementary figure 1
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NOTCH1 and NOTCH2 receptors and tubulin blots showed in figures 1C and 1D.
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NOTCH3 and NOTCH4 receptors and their tubulin blots showed in figures 1C and 1D.
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