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Fig. 6. Clonal analysis shows that basal stem cells become unipotent at the onset of puberty. (A) Genetic strategy used to label single and isolated
K5-expressing BCs during pubertal prostate development. (B) Temporal analysis of clonal lineage tracing. (C) Confocal image of isolated recombined BCs
expressing one of the four colours of the Confetti reporter 1 week post-induction. (D) Quantification of labelled BCs 1 week post-induction. (E) Confocal image of
the VP induced at P21 and chased for 3 weeks. (F,G) Confocal images of clones derived from single labelled BCs 3 weeks post-induction. Arrowhead indicates a
BC. (H) Confocal image of the VP induced at P21 and chased for 6 weeks. (I,J) Confocal images of clones derived from single BCs 6 weeks post-induction.
Arrowhead indicates a BC. (K) Quantification of clone types (bipotent, luminal and basal unipotent) 3 and 6 weeks post-induction, showing that 90% of basal
cells are unipotent and less than 10% of the clones are multipotent after P21. (L) Average basal and luminal clone sizes 3 and 6 weeks post-induction.

(M,N) Distribution of the number of cells per clone relative to their distance from the tips 3 weeks (M) and 6 weeks (N) post-induction. In all image panels, K14 is
visualised in grey and nuclei were counterstained with Hoechst 33342 in blue. Data show meanzs.e.m. (D) or meanzs.d. (K,L). The number of clones
quantified and the number of mice analysed are indicated in the respective panels. P-values were calculated by Mann—Whitney test. R? was calculated from
the Pearson correlation coefficient. n.s., not significant. Scale bars: 50 ym (C,F,G,1,J); 500 ym (E,H).

LOPMENT

Statistics omnibus normality test. Statistical significance was calculated by-Mg T}
Statistical and graphical data analyses were performed using Prisiwlitney, consideringP<0.05 as statistically significant. 2Rwas |
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Fig. 7. Clonal analysis shows the important
contribution of unipotent luminal stem
cells to luminal lineage expansion during
prostate development. (A) Genetic strategy
used to label K8-expressing LCs during
prostate postnatal development. (B) Temporal
analysis of clonal lineage tracing performed at
P1. (C,D) Confocal images of clones derived
from labelled LCs 3 weeks (C) and 6 weeks
(D) post-induction. (E) Average luminal clone
sizes 3 and 6 weeks post-induction.

(F,G) Number of cells per clone relative to their
distance to the tip region from 3 (F) and 6 (G)
weeks post-induction at P1. (H) Temporal
analysis of clonal lineage tracing performed at
P12. (1,J) Confocal images of clones derived
from labelled LCs 3 weeks (I) and 6 weeks (J)
post-induction. (K) Average luminal clone
sizes 3 and 6 weeks post-induction.

(L,M) Number of cells per clone relative to
their distance to the tip region 3 (F) and 6 (G)
weeks post-induction. (N) Temporal analysis
of clonal lineage tracing performed at the
onset of puberty (P21). (O,P) Confocal
images of clones derived from labelled LCs
3 weeks (O) and 6 weeks (P) post-induction.
(Q) Average luminal clone sizes 3 and

6 weeks post-induction. (R,S) Number of cells
per clone relative to their distance to the tip
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Fig. S1 (Related to Fig. 2 and Fig. 3) Analysis of Cell death and lineage tracing specificity during
prostate development.

(A-C) Representative images of immunostaining of Caspase3 (grey), K14 (red) and K8 (green) on prostate
sections at mice of age P21 (A), P42 (B) and P56 (C). (D) Quantification of Caspase3 positive cells at different
time points during prostate development. Mean+tSEM are shown from 14,016, 53,732 and 49,410 cells
counted at the different time points indicated (left to right). (E) Protocol used to analyse the initial targeted cells
of saturation lineage tracing at early stage of postnatal development (P1-P2). (F) Confocal image of the VP at
the end of Dox administration (P2). K14 is visualized in red, YFP in green, K8 in grey. In all image panels,
nuclei were counterstained with Hoechst 33342 in blue. Scale bar, 50pm.The number of mice analysed are
indicated in the respective panels.
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Fig. S2 (Related to Fig. 4) The contribution of multipotent basal progenitors to the prostate postnatal
development analysed by confocal imaging of whole mount tissue.

(A) Representative confocal image of a clone derived from a single labeled BCs 1 week post induction. (B)
Quantification of clone types (bipotent, luminal and basal unipotent) 1 week post induction. (C) Average basal
and luminal clone sizes 1 week post induction.(D,E) Confocal images of the VP induced at P1 and chased for
3 weeks (D) or 6 weeks (E). Red panels are shown in higher magnification in Fig. 4E and I. (F,G) Theoretical
Poisson distribution of the number of colours obtained after clonal marking in a subtree at 3 (F) and 6 (G)
weeks post induction. (H,I) Number of BCs and LCs per clone derived from labeling of single BCs 3 weeks (H)
and 6 weeks (I) post induction. In all image panels K14 is visualized in grey and nuclei were counterstained
with Hoechst 33342 in blue. Data show meantSD (B,C). Scale bar, 50um (A) and 500um (D,E).The number
of subtrees and clones quantified and the number of mice analysed are indicated in the respective panels.
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Fig. S3 (Related to Fig. 5 and Fig. 6) The spatiotemporal restriction of multipotency during prostate
development.

(A,B) Confocal images of the VP induced at P12 and chase for 3 weeks (A) or 6 weeks (B). Red panels are
shown in higher magnification in Fig. 5E and I. (C,D) Theoretical Poisson distribution of the number of
colours obtained after clonal marking in a tip 3 (C) and 6 (D) weeks post induction. (E,F) Number of BCs and
LCs per clone derived from labeling of single BCs 3 weeks (E) and 6 weeks (F) post induction. (G,H)
Confocal images of the VP induced at P21 and chased for 3 weeks (G) or 6 weeks (H). Red panels are
shown in higher magnification in Fig. 6E and H. In all image panels nuclei were counterstained with Hoechst
33342 in blue. Scale bar, 500um. The number of tips and clones quantified and the number of mice analysed
are indicated in the respective panels.
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Fig. S4 (Related to Fig. 7) Confocal analysis of the fate of unipotent luminal stem and progenitor
cells during prostate development.

(A,B) Confocal images of the VP induced at P1 and chase for 3 weeks (A) or 6 weeks (B). (C,D) Confocal
images of the VP at P12 and chased for 3 weeks (C) or 6 weeks (D). (E,F) Confocal images of the VP
induced at P21 and chased for 3 weeks (E) or 6 weeks (F). In all image panels, rectangles are clones
represented in higher magnification in Fig. 7, nuclei were counterstained with Hoechst 33342 in blue.
Scale bar, 500um.
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